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ActRIIA (ACVR2A) 1 ActRIIB(ACVR2B) & W AEK R F B (TGF-B) SZARZIE I ik
7, ARG ER A(Activin A)FEIL R B(Activin B) &2 BMP7. BMP9. BMP10. GDF1.
GDF8(myostatin).  GDF11 1 Nodal £ N ) HAh TGF-B SRR 1) 1 55244, ALK4 Al
ALKT7 0l s Ab & A G LR B (UETE | 1 TGF-B AR it . Bimagrumab & —Ff
NI pEdids, FTRHBIBOE & 11 B2 48 (ACtRIN), MR B IR HEAT I .

FH AW Activin A Reporter Cell Line 4 il & &2 3E T Activin A 1E )7 —Ff
Luciferase f f 3E KI 4 & (b4 R AT Activn A JEPEREII; A X7 ACVR2A.
ACVR2B) . 4 Activin A 5%24k4h &, BOE(E 5@, MmEuE R R (Luciferase)
221k, Luciferase BefE RIRFAS 5B IR AR . Sho0, LI A0 A ml i L7 28 A
BELIT, 451401 Bimagrumab, [RIIHG] FH T AH DS 2 IR (A A PR ROCR -
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1. giffsEsR. K. RAEFES

AN Iy H IR DMEM+10% FBS+1% P.S

AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin

2R AT I 90% FBS+10% DMSO

Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER

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 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 1000T Genomeditech/GM-040503C
Assay Kit
Human Activin A Protein; His Tag; / Genomeditech/GM-87616RP
Anti-ACVR2B hlgGl / Genomeditech/GM-51148AB
Antibody(Bimagrumab)
EIRVE
Equipment Manufacturer/Catalogue No.
gl g ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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a)

b)

d)

€)

b)

c)

R 75

37°C/KIB TS IR B TR, I TRIE I E 555 %
A 5mL % 15 mL B.0%E

NV 2R R L R A 4 B R RN 37°CE IR K
By, AR IR 2K DL N RS AR, EEINI
MRt GEE 2-3 7380 .

HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
GO ORI, TEANH> 3 x 106 cells/mL.
AN T E IR IR, A % B R 2-3
x10° cells/mL, R4 4 M2 ST, 440 47k 3]

FIE R FR L

AR AT

i 176 xg, 3 min B.OICEELN.

1 FH VA 40 LR 777 (90% FBS +10% DMSO) &
YN, ZHMRE RN 5 < 108 cells/mL, %% 1 mL
BB RRAAAE .

PR, 1 MR KRR B TR E R A,
-80°C M RAFEAD 1R, R EWET .

2.

LA

H: AREFER 1 E 2R, HRARHRERE, 4R
REBEFITRARAESNEE, FERANTHHERK
R EFRE.

a)

b)

c)

d)

Ny LR, MR, BiRM T E 16-24 h
5, B UGS DL, 40 % KT 80%,
RIAT AT A AE A R AN AR AR LBy 1:3-1:4, 2-
3 RAEAR.

W I EER FR R ARG FRE5E 25, 10 om LN 2 mL PBS
TEBE 1K,

% PBS, /1 1 mL 0.25% Trypsin-EDTA W1k, 37<C
HAk 30-60's, AMEE FUEE.

FrAfMa AR IR, 20 M A B B S5, 08 400 R P it s 6
BEIF, Jn2mL ZEAAKEFRRSZIEHEN, KA
M/NOIRFT IR, 176 xg ZiE B0 3 min.

7 B3E, st AR R EE R, AR AT
JH0 %5 P 43 R 1 7 ML I ARURI 40 ff 85 8 oH B, AR AR
RN E DY 30-40%) .

HEHMR:

HRRIRTR, SEARRE, RTERAR, 2WES
A RIFH, RWERER, RERARSED, A
RAEKERETRE.
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1. BUERIEER

AR AT AR A, KT ACSEEG, HEFF Activin A Reporter Cell Line ZHffi &y 1.5 <104
cells/fL.. AXRSEHE A Activin A (13kDa) fEAFAYEZ ), Conc.01 £k A 8 ng/mL, 3 fi

BEFEFRRE, Conc.01-Conc.11 4 HEAfE B1-B11, B12 4y O iRFEXI M. JAREIFLIIA 100 pL
PBS, LAR7IEIISFLEK

FUBRHAT U0 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

o 2.67 888.89 296.3 98.77 10.97 3.66 1.22 406.44
Activin A

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

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

PBS

1) kP IR
a) TESEINHET 16-24 h, KA TR B, AL LRGeS R
BRI EE AN, A LIRS D, R RASE e R R AR IR Y 1.5 <
10%cells/mL. PAHEAEHN 100 pL AHfa/ L= F (A L. FFEIEFL 100 pL PBS. 7 EAR
w5, TR E SR .
b) A 1 ANTEH 96 fL V EARHE S 2R .
c)  BAFFNGUA, AT nBAT) .

d) HEREER

PURAATR feli 201 LN EWIRES

Activin A 1.2 mg/mL / B AR

e) 96 1LV IEMH T, I Assay Buffer, &FLAFIL T, 40 B1 fLIIA 163.9 uL

Assay Buffer, B2-B12 L, /I 110 uL Assay Buffer.
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) WA FEAAR R ARIURE S BB NS EE — MR EERREFL (i BL A 1.1

ul Activin A) , TEZ].

RO | BOREREETL, HCUCNRITLIRIN 55 L, AL Xt B4
1 2 3 4 5 6 7 8 9 10 11 12
T T T
1.1 pL Activin

110puL | 110 L 110pL  110pL  110pL  110pL 110 pL

A

9) M AEERRL BL I 55 pL, IOANEIS AR RRRAL B2, FEAMRS.
hy DAERHE, B2 11 MEERBIL (B1D .
i) CRDIR a i E IR LR, TSF 100 pL _EiE.
) IMABREERRELF 254, 100 pL AL
K) 5 B, T 37°C CO. KiFRfhHiFR 7h,
) EH RS R E, B Luciferase.
2) WeEFE N
AR R R W

o . 0 pg/mL 8 ug/mL 135.48 pg/mL
Activin A Reporter Cell Line
22225 1404213 21398
N
3) WIFZR
Activin A Reporter Cell Line Activin A Reporter Cell Line

1.5%10°1 1.5x10°1
=) =)
= =

= 1x10°4 = 1x10°4
3 g
£ =
3 g

2 5x10°4 g Sx10°4
= =
-1 =)

04 04

0 4 2 0 2 -4 2 0 2 4
Log gl Activin A](ug/mL) Log gl Activin A](nM)
Activin A Reporter Cell Line Activin A Reporter Cell Line
ECS50 | 0.02037 EC50 | 1.567

Fig 2. Activin A 550 E 45 R
CF FEI0S 2P AT o VA PR AR B ZK AR B P 8 B 5 2 )
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2. Bimagrumab $i4&k Block 3256

EEVE LR TR AL, XA S2E, HEFFE Activin A Reporter Cell Line 4l il & 1.5 x10*
cells/ fl. . A< Yk 52546 18 F§  Anti-ACVR2B hlgG1 Antibody(Bimagrumab) ( LL T f# #% A -
Bimagrumab; 150 kDa) 1E AFHYE Block ifk, Conc.01 iRFEA 15 ug/mL, 4 546 MR,
Conc.01-Conc.11 43 HAf £ B1-B11, B12 Jy 0 ¥KEEXTHE. A FEFLANIA 100 uLPBS, LA 1L

ALK

(o9)

FUBRHEAT U0 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

) 3.75 937.5 234.38 3.66 915.53  228.88 57.22 14.31
Bimagrumab

pg/mL  pg/mL | ng/mL | ng/mL ng/mL | pg/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) TESCIOHT 16-24 h, WA B IR b, AR ORI DTVE, S B S AR
IRk SR AN, RIS 0, D e e i Rk R AR IR D 1.5 < 10°
cells/mL. VAHEFEIN 100 pL 40f/FLZ A EfL. RPN 100 uL PBS. & Bk, T
ez A o B I

b) fEFTCE 96 FL VM & 2 H R .

c) XTARURES, 1T (WBAT) .

d) BHARCE

FLYEZE N fifh BRI [ WARFS
Bimagrumab 2.174 mg/mL / HiE R
Activin A 1.2 mg/mL 0.012 mg/mL HY 2 uL f#7#+198 uL Assay Buffer

e) 96 fLVIEMHRH, fnA Assay Buffer, SFLIAFIIL TR, @1 B1 fLHIIA 72.32 uL 1)

Assay buffer, B2-B11 il 55 uL 1) Assay Buffer.
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)  IRIAFAR

DRFINRE G BRI BI S — B RE AL (i B1 HiNA 1.01 uL

Bimagrumab) , JE%J.

BRI |

BOIERVREAL, ARVCMBIFLIRER 18.33 pL, IIAKAL | x|

3 4 5 6 7 8 9 10 12

1.01 L

Bimagrumab

0) ME—AEERPIL (W1 B1 L) I 18.33 pL WAk, IIAZBIZE AR+ (W
B2) , #moRA

h) BASEHE, B2 B11 5L, B12 NAIMFURHIR I,

i) FRE 2> 55 40 ng/mL Activin A (2.5 uL 0.012 mg/mL Activin A BRI E] 748.09

uL Assay Buffer o1, JRB2IE(EHD
) ORPER a BRI AN AL, AEALFE 100 uL BEFREE . SRS INABE ERRE 4T
I, AL 50 uL RA), 6 EmRBUSNEE R E Lh.

K) 1h JFEUHEBIE § W E FRRAEBRILIR,  RERFLSINA 50 uL 1 Activin A FEH A

irﬁ o %L%*ﬁ ’

ZKLEEH 6 ho

I) SRS Luciferase.

1) wEEEKEN
S AR BT

L . Activin A + 0 pg/mL Activin A + 15 pg/mL Activin A + 14.31 pg/mL
Activin A Reporter Cell Line . . .
. Bimagrumab Bimagrumab Bimagrumab
+ Bimagrumab
389491 31712 368904
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2) WFgER

Activin A Reporter Cell Line Activin A Reporter Cell Line
4x10% 4x105+
S 3
’@ 3x10°4 ’é 3x10°4
1 3
g 2x10% g 2x10%
3 g
£ £
S 1x10%4 E 11074
= + 20 ng/mL Activin A = + 20 ng/mL Activin A
0 T T T 1 0 T T T T 1
-6 -4 -2 i} 2 -6 -4 -2 0 2 4
Logy[Bimagrumab](ug/mL} Log,y[Bimagrumab](nM)
Activin A Reporter Cell Line Activin A Reporter Cell Line
IC50 | 0.007739 1C50 | 0.05160

Fig 3. Activin A ¥#7Ji%, Bimagrumab Block Ih#g36IF &5 F
(A5 IR B A AT IO B3R 58 R B ZR AR B ) 4 B 5 4D
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s 1 FaEtiir

Activin A Reporter Cell Line EC50
40 ©- CP5 0.02947
& CPI5 0.02257
30- CP25 0.02157
=
5 20-
10+
0+ T T 1
6 4 2 0 2

Logqg[Activin A] (ug/mL)

Fig 3.f2 € ML IE S

fi% 2 AIIESS R

100 = SamplelD Geometric Mean : FL11-H
] ActivinA Reporter H_lgG+APC-2nd 1436
J B | ActivinA Reporter anti-ACVR2B+APC-2nd 10850
80 T
o ]
o
o
=
2 80 7]
-
@
N
©
g 40 T 7=
5 ]
p ]
20 9 \
0 _- L

0 2 4 6
10 10 10 10
FL11-H :: APC-H

Fig 4. f#H Anti-ACVR2B higG1 Antibody(Bimagrumab) (Genomeditech/GM-51148AB) ilE4h
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