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BOEER N BIZ AR (ACtRINALFEACRIIA (ACVR2A)FIACtRIIB(ACVR2B) i f AN [6] 3244,
EAE THAAEKE TR (TGF-B) ZMRFIRII M IL, /& EHEE L ZA(ACtivin A)FEIL R
B(Activin B) 2BMP7. BMP9. BMP10. GDF1. GDF8(myostatin). GDF11FfINodal{E P fr)
fTGF-BE K R FINAL 5 524k . ALKARIALKT 43 5l & 3t A R ARG AL R B £ IR TGF-B
SARZ R 71 - Bimagrumab 2 —Fh NI S sCFESTAR, ATREIBHSGEZR 1 224k (ActRI), M
T AR K AT IR . P70 R, Bimagrumab5ActRIIB. ActRIAYIEAGER 7, (H
5ACRIBHIZEA ) 2 /0 H 5 ActRIA5E 2001 -

FHHAEYIH_ACVR2B Reporter Cell Line& —FfLuciferasefik f5 2& K 4l 5 . 78 2 LD
Activin A Reporter Cell Line (Genomeditech/GM-C26082) [)3&At £, #ACVR2AXE iR,
FltbActivin A, GDF8%5 2 1 R BE 45 £ ACVR2BITE FUiF(s Sl M. i in A4 & AOFs Hi
Pk, BEWTE GBS N EE Siak, MEE, EE TOUE S E RO EM (Luciferase)
ik, [EATARPUIRHE M g m AR, R, b e, REL RS i

16 FHIIE #E 1] ACtRIIB(ACVR2B) I L 2454 .

Activin A GDF8

e

Bimagrumab
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1. ZfEIr. . RHRGnEE

2 S 5 a5 7 0 DMEM+10% FBS+1% P.S
I AR K B TR S DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+125 ug/mL Hygromycin
2 ML A7 90% FBS+10% DMSO
Assay Buffer: DMEM+10% FBS+1% P.S
2. IR ER
T HE
Reagent Specification Manufacturer/Catalogue No.
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 White Flat Bottom Polystyrene Not Treated 96-well Corning/3912
Microplate
Recombinant Human/Mouse/Rat GDF-8 10 pg Novoprotein /CJ43
Recombinant Human/Mouse/Rat Activin A 10 pug Novoprotein /C687
Anti-ACVR2B hlgG1 Antibody(Bimagrumab) / Genomeditech/GM-51148AB
Anti-ACVR2B hlgG1 Antibody(Fab-17G05) / Genomeditech/GM-82350AB
GMOne-Step Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040503C
B
Equipment Manufacturer/Catalogue No.
T ThermoFisher Scientific/Countess 3
AR Moleculardevices/SpectraMax L
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a)

b)

c)

d)

a)
b)

<)

. HRET. BR HFE
MR 5

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

RNV 2R R L R A 4 B R RN 37°CE IR K I
By, KA BRI TR 20K T DA T R AR R SRR, EEINI
MRt GEE 2-3 7380 .

HI 70% LI AR A7 8 AN LARRARIS G 1) J LA A A
W A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEam e, # L.

A 1 mL Zosa R EE, WU &
G ORI, TEANH> 3 x 108 cells/mL.
AN T E IR IR, A % B R 2-3
x105 cells/mL, R4 4H A2 SRR, 440 #eh 3
BB SR

AR AT

i 176 xg, 3 min B ICEELN .

1 FH VA 40 LR 77 (90% FBS +10% DMSO) &
YN, ZHMESE AR 5 < 108 cells/mL, % 1 mL
SR BIHRRAAE .

RS T &AL RS E TR RS,
-80°CTFIRAFZED 1R, RIRFEREWA .

2.

M HAEA (L 10 cm ML)

T MREFER L E 2R, EREFEFRE, F4RR
SRER, BERATHIAERNEKERE.

a)

b)

c)

d)

e)

Ny LR AR, WHEEAEA. BiRMEE 16-24 h
5, BN EES DL, 40 % KT 80%,
RUAT AT A AL A R AN AR LBy 1:3-1:4, 2-
3 RAEAR.

W I EES TR ARG R SR 25, 10 om LN 2 mL PBS
TEBE 1K,

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

R ARR B, 40 A] S A 5k, 308 430 P N R B 50
BEIF, Jn2mL ZEAAKEFRERSZIEHEN, FHH
/N CIRET TR, 176 xg %250 3 min.

7 B3, dipTiE AR KR R A R, R AL AT
JH0 %5 P 53 R 15 7 ML I ARURI 40 i 35 8 o B, AR AR
JE AR E A 30-40%) .

HEEHMR:

a)

b)

MRRER, RAREE, BTEXRR, ZHE
LAWRFE, REkes, #RERARSED,
MpAEKEEBETRE.

BEZHBTE ACVR2A Rk BH4H U I Femth_BHEAT IR,
B AA G418, Puromycin FiltERA.
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1. GDF-8 & 3y sLi6
BB AT AL, ST ACSES:, HEFE H_ACVR2B Reporter Cell Line ZH il &4 1.5 <
104 cells/FL. ARSI {# F Recombinant Human/Mouse/Rat GDF-8 (L)L R {#i#x GDF-8; 13.1

KDa) fEAFIM:25%), Conc.01 W4 N 1 ug/mL, 4 566 R . Conc.01-Conc.09 43 HIHE

it B2-B10, B11 4 O kXTI, FIREIFLANA 100 uL PBS, LAR5iEiAFLZE K .

FUBCHAG I F -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
250 62.5 15.63 391 976.56 | 244.14 61.04 15.26
GDF-8 PBS 0 PBS
g/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

1) kIR
a) (ESCIGHT 16-24 h, AN RE T AU, B OB T, EHE R
SRR AN, AL R, DU R R R IR Y 1.5 <
105 cells/mL. PAHEAEHN 100 pL 40/ L2 H (A FL. S Bl LN 100 uL PBS. % B4R
i, TR E A
b) AEFHTGE 96 £l V EHRHE % 25 B o
c) X TARURES, 1T (WBAT) .

d) BHARCE

L YEZY fif iR BER LR
GDF-8 200 pg/mL 20 pg/mL HY 2 pL fi%i%+18 pL Assay Buffer

e) A Assay Buffer, &fLIAFIN TR, a1B2 fLH NN 145.93 pL ¥ Assay buffer,
B3-B11 fiNA 110 puL ¥] Assay Buffer.
) RECAFERR RIS S B, OB EE — MR EERREAL T (i B2 DA 7.7 uL

GDF-8) .
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BRI BREEMREAL, I MATALIRI 36.67 ul LA AL

X AL

1 2 3 4 5 6 7 8 9

10

11

12

7.7 uL GDF-8 110 pL | 110 pL  110pL  110pL  110pL  110pL | 110
L

pL 110 pL

110 uL

9) ME—AMERERFFL (nB2) ThiREL 36.67 pl Wifk, IR —ANEEEERE LT

(i1 B3) , AR .
h)y LLREHE, EEH 9 MREMEL (B1O) .
) RPER a W E ISR AL, R B
§) B AR I B R RECREF LN 100 pL.
k) @ BRI, T 37T COx HFRffAhHiFE 7he.
) WOREASI Luciferase.
2) REZEFKN
S A R R I 3 B

. 0 pg/mL 1 pg/mL 15.26 pg/mL
H_ACVR2B Reporter Cell Line
39110 616785 37803
y
3) KFZE R
H_ACVR2B Reporter Cell Line H_ACVR2B Reporter Cell Line
8x10°+ 8x10°+
=) -
=] =
Z 6x105 ° 2 6x10° °
b Py
= o
é 4x10° § 4x105
E g
£ 2x105 T 2x10%
= 3
" T L] 1 " T T 1
-6 -4 -2 0 -4 -2 0 2
Logo[GDF-8] (ug/mL) Log,g[GDF-8] (nM)
H_ACVR2B Reporter Cell Line H_ACVR2B Reporter Cell Line
ECS50 | 0.04333 ECS50 | 3.308

Fig.2 ThREEIUELS IR Chy BIGS 25 W3t o il P R B 7R YA FEE FA) 4 B0 s 461D
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2. GDF-8 HA¥E, Bimagrumab sz

BRIl AL, BT A2, #EFE H_ACVR2B Reporter Cell Line 40 &y 1.5

=10% Cells/fL . f# Fi} Anti-ACVR2B hlgG1 Antibody(Bimagrumab) (P4 f&i #& 4 Bimagrumab; 150

kDa)E JBHPEZ%), Conc.01 £k 30 pg/mL, 4 {48, Conc.01-Conc.09 43 5 HEAi

1t B2-B10, B11 4 0 yRJEXTE . FE A 100 pL PBS, ARG 1EIAFLZER .

FLAA -
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
Bimagrumab | PBS PBS
pg/mL | pg/mL  pg/mL ng/mL  ng/mL ng/mL | ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR

a) fESCIRAT 16-24 h, Kedug \RE IR B, AL B ORI, EAE R

RIS AN, A INANNEE SRR, RS R IR R BRI 1.5 %

10%cells/mL. PAHEAEHN 100 pL 4/l 2= F A L. FFEIFFL 100 pL PBS. 7 EAR

i, TR AR

b) M 1NER 96 fL V RIRAESPUIARRRE .

c) EEAMEFMGLA, 4T (41 B2-B10)

d) #HEFREHR

ik RR fif iR 201 A & 772
Bimagrumab 3.15 mg/mL / LA AR
GDF-8 200 pg/mL 20 pg/mL HY 2 pL ¥ +18 uL Assay Buffer

e) 96 fL VKRS, I Assay Buffer, #fLIAFIIL TR, @1 B2 FLINA 71.94 uL

Assay Buffer, B3-B11 L, fNA 55 uL Assay Buffer.

) IR RRAR AR S BRRL IMAZIZE — MR REAL (1 B2 A 1.4 uL

Bimagrumab) , JE%].

TR EY AR (L) AIRA
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BRI X FREEMREFL, RUCNATFLIRAR 18.33 uL, AL X HE AL
1 2 3 4 5 6 7 8 9 10 11
T T T
, il 71.94
1.4 L Bimagrumab A 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
ne

9) ME—AERERFEIL B2 R EL 18.33 uL, MR —AEEERFAL B3, R
hy DLSRISHE, EZH 9 MREMBIL (B10) .
i) TCE 2> #iEF): 60ng/mL GDF-8 (2.2 uL 20 ug/mL GDF-8 BEAIIAZE] 731.1 uL

Assay Buffer &, JREEMEAD .

) CRPIR a WE LR ALAREU, SE IR SRR IS R R I ST L
FLINA 50 pL VB, o e IRFEIEE 1h.

K) 1h EEHEPE | BEERIRSERILR, REFFLS A 50 L 1) GDF-8 2 M
W T LR, 4RZEEE 6 h.

I)  YSREAEI Luciferase.
2) G HEEW
S FE DA IE BH 1

\ 0 pg/mL 30 pg/mL 457.76 pg/mL
H_ACVR2B Reporter Cell Line
209616 13036 222802
»
3) WFER
H_ACVR2B Reporter Cell Line H_ACVR2B Reporter Cell Line
2.5x105 2.5%10 5+
S 2x10% = 205
2 2
2 L5x10°4 £ L5x10%4
= E]
g 2
s 1x10°4 z 1x10%4
| 3
E 5x1044 E 5x1044
- - + 30ng/mL GDF-8 = - + 30ng/mL GDEF-8
0 T T 1 0 T T T 1
-4 -2 0 2 -4 -2 0 2 4
Log,[Bimagrumab] (ug/mL) Log, [Bimagrumab] (nM)
H_ACVR2B Reporter Cell Line H_ACVR2B Reporter Cell Line
IC50 | 0.5846 1C50 | 3.897

Fig 3. Tfgsis:
i BRI A A R P VB Uk (1 3 B 281

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

10 / 16



T O m m O O

Genomeditech (Shanghai) Co.,Ltd.

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

Email: service@genomeditech.com

((/; oom EATla

Genomeditech

3. Activin A BUE 2L

BB R AT B, KT ACSEE:, HEFE H_ACVR2B Reporter Cell Line 41l & 1.5 <

104 cells/FL. Ak SZE{# B Recombinant Human/Mouse/Rat Activin A (LA T f&i#x Activin A;
13 KDa) 1EJBHIEZG), Conc.01 W4 )y 20 ng/mL, 5 f%#:E#%. Conc.01-Conc.09 434

HEARTE B2-B10, B11 A4 0 ¥kEEXTAE . JEFEFLINA 100 pL PBS, VARG 1B FLZEK .

FUBCHAG IR -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
6.4 1.28
Activin A PBS
ng/mL | ng/mL | pg/mL pg/mL pg/mL pg/mL pg/mL  fg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) keI
Q) fESKIRTT 16-24 h, KA TR, WA EOUCEARYTE, TSR
R E SN, ARSI, RLE R IR AL R R AR Y 1.5 %
105 cells/mL. DAHEFEIN 100 pL i/l 2 (A L. J& L0 100 uL PBS. % FAi
i, TP IR
b) I ICE 96 fL V JRARE S 2R R
c) TR, 1T (B AT .
d tHEACE
AR ikt B i B 7 1%
Activin A 100 pg/mL 1 ug/mL HY 2 pL fi##i+198 pL Assay Buffer

e) M Assay Buffer, ZFLIAFIIL IR, a1 BL FLHINA 134.75 ul ) Assay buffer,
B2-B11 A 110 pL ) Assay Buffer.
f) A FEA

Activin A) .

DAF AL S B NN BZE — B R R L (i B2 HRin N 2.75 ul

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
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BRI X BEEERREAL, ARIRMBTFLIRAX 27.5 uL, HIAIRAL X HE AL
1 2 3 4 5 6 7 8 9 10 11
T T |

i 134.75

2.75 pL Activin A A 11opL | 110pL  110pL 110l 110pL | 110pL  110pL 110 pL
ne

9)  MEE—EREEMEESL (W1B2) PRI 27.5 L WA, AIAEIEE AR FL
(i1 B3) , AR .
h)y LLREHE, EEH 9 MREMEL (B1O) .
) KPR a W E IR AR, T B
§) B AR I B R REIUREFLIN 100 pL.
K) 5 BRiREE, T 37T CO. KiFrfhhiFR 7h.
) YSFER I Luciferase.
2) WMEEFI
S A R R I 3 B

. 0 pg/mL 20 ng/mL 51.2 fg/mL
H_ACVR2B Reporter Cell Line
31752 580110 31566
y
3) KFZE R
H_ACVR2B Reporter Cell Line H_ACVR2B Reporter Cell Line
8x10°1 8x10°1

z 3

& 6x10°1 z 6x10°

3 P

= ]

8 ax10 g 4x105

E z

g 2x108 g 2x10°

= —

0 T T T 1 0 T T T 1
-6 -4 2 0 2 -6 -4 2 0 2
Logg[Activin Al(ng/mL) Logg[Activin A](nM}
H_ACVR2B Reporter Cell Line H_ACVR2B Reporter Cell Line
EC50 | 0.15%0 EC50 | 0.01223

Fig 4. DWREIGUEL R O BDNS 25 WA T o7 Bk B RS ZR VA P2 PR B s 221D
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4. Activin A BiE, Bimagrumab FI% 25

B R aTERAAL, XHFASES:, HEFE H_ACVR2B Reporter Cell Line 40 &E N 1.5
=10% Cells/fL . f# Fi} Anti-ACVR2B hlgG1 Antibody(Bimagrumab) (P4 f&i #& 4 Bimagrumab; 150
kDa){E AFAPEZGY), Conc.01 £k JE N 30 ng/mL, 4 1586 B, Conc.01-Conc.09 43 HiIHEAR

1t B2-B10, B11 4 0 yRJEXTE . FE A 100 pL PBS, ARG 1EiAFLZER .

FLAA -
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
Bimagrumab PBS PBS
pg/mL | pg/mL  pg/mL ng/mL  ng/mL ng/mL | ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

4) kPR
a) {ESEINHT 16-24 h, KA TR B, AL LRGeS RS
AR IR L EOE AN, RIS D, DA SE A R A R A IR D 1.5
10%cells/mL. PAHEAEHN 100 pL 4/l 2= F A L. FFEIFFL 100 pL PBS. 7 EAR
i, TR E IR
b) A 1ATER 96 LV ERARAE S PUATEE
c) HMFPUA, 1T (41 B2-B10) .

d) #HEFREHR

ik RR fiti 201 Wi &
Bimagrumab 3.15 mg/mL / LA AR
Activin A 100 pg/mL 1 pg/mL B 2 uL f##i+198 uL Assay Buffer

e) 96 fL VKM F, M Assay Buffer, #FLIAF I N2, W1 B2 fLINIA 71.94 uL
Assay Buffer, B3-B11 L, fNA 55 uL Assay Buffer.
f) WA ERFRARARIAE S BRE, IMAR S — B REAL (n B2 HHinN 1.4 pL

Bimagrumab) , JE%].

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
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12

BT/ BREEARESL, AR FLIRI 18.33 L, HIAKAL XF AL
1 2 3 4 5 6 7 8 9 10 11
' | | | | | | [
1.4 uL Bimagrumab SSuL | SSuL S5uL S5uL S5uL SSuL SSuL 55 uL

9)  MEE—ABREERMREAL B2 HIREL 18.33 uL, IR —ABREERMEESL B3, WA .

hy LASEHE, BEEE 9 MREMBIL (B1O) .

i) TCE 2x #i55: 2 ng/mL Activin A (3.0 uL 1 pg/mL Activin A RERIIAZE] 1497
uL Assay Buffer H1, JBEJEMEH) ©

) RDIR a RS LR, TR BT . SRS INER BERR R BT TR
FLIA 50 uL JBA), # EmBUIAREFRFAERE 1h,

K) 1h FHBCEDER | W E RS ERANG RERLS A 50 pL [ Activin A &
FVAW. o Laiti, 4RZE0HH 6h.

) WHERIN Luciferase.

5) i 45EE
B HAR S AT P

. 0 pg/mL 30 pg/mL 457.76 pg/mL
H_ACVR2B Reporter Cell Line
542252 19573 538346
»
6) WFLR
H_ACVR2B Reporter Cell Line H_ACVR2B Reporter Cell Line

6x10%1 6%10%7
3 3
‘g 4x10%4 *g 4%10%4
= =
3 g
s g
£ 2x10%7 2 2x1054
g g
= + 1 ng/mL Activin A a2 + 1 ng/mL Activin A
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