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2 0 B2 5 B TR I 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
2 R AT 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. RFUFEAHER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep(P.S) 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen/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 96-well Corning/3912
Not Treated Microplate
Human RANKL / OPGL / TNFSFI11 / 50 ug Sino Biological/11682-HNCH
CD254 Protein
Anti-H RANKL higG2 / Genomeditech/GM-77688AB
Antibody(Denosumab)
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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A 5mL % 15 mL B.0%E

NV 2R R L R A 4 B R RN 37°CE IR K
B, R AR TR 22K T UL B R s R, BRI
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 A

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 .
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Q)  4Hf bR gnie, MhEEAEK, EFRFETIEE 16-24 h
Ja . BN WA IR O, 20 KT 80%,
RIAT AT A AE A R AN AR AR LBy 1:3-1:4, 2-
3 RAEAR.
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Y 1.
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BEIF, Jn2mL ZEAAKEFRRSZIEHEN, KA
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e) F Lif, dMITEH KSR ER, RIELARTH
Ji s B gy CRR A 55 7 L IE AR AN AR B 85 B 5, A% AX
RN E DY 30-40%) .
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1. BIEIIESEH——Human RANKL Protein

BT EEE AL, W T A2, HEF RANK Reporter 293 Cell Line 4l &y 1.5 x

104 cells/FLo AR 5256 4# H Human RANKL / OPGL / TNFSF11/CD254 Protein (20.5 kDa) (LA

N fEFR N Human RANKLOE A A 254, Conc.01 ¥ 250 ng/mlL, 4 {45 £ 4% B, Conc.01-

Conc.09 HHAR7E B2-B10, B11 4 0 iREXT . I FEIFLIIA 100 uL PBS, ARG LB FLZE 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
Human
250 62.5 15.63 3.91 976.56  244.14 61.04 15.26
RANKL PBS PBS
. ng/mL | ng/mL ng/mL | ng/mL | pg/mL pg/mL pg/mL pg/mL
Protein
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR
Q) fESEEGTT 16-24 h, KA EEIHR L, WAL B U EMIYTE, SR

ARG E RN, RS S T, FEDASE AR IR AR R A IR 1.5 %
105 cells/mL, LAHEFED 100 uL 4HAE/FLE FalFL, R MFLIN 100 uL PBS. i L
Mg, TUEAE A R .

b) A 1 ANKE 96 LV RHHES ZPIFERE
c) BN, EH—AT.
d) #HERERK

kYRS fi#r il BEK i B 7572

Human RANKL 0.25 mg/mL 0.025 mg/mL HY 2 uL fifi+18 pL Assay Buffer
e) 96 fLVH, A Assay Buffer, &fLIAFRN T, W1 B2 fLMA 145.2 uL Assay
Buffer, B3-B11 fL, /A 110 uL Assay Buffer.

) IR RRFRI A DAL S BRI BIEE — AN EERREAL D (i B2 Hin 1.47

uL Human RANKL) , J&%J,
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BRI | BRIERVREL, (KM FLIRI 36.67 L IAVAL | x|

1 2 3 4 5 6 7 8 9 10 11

1.47 pL Human 145.2
PPN 110yl 110 puL 11opL  110puL 110 pL 110uL 110l 110 pL
RANKL L
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9) ME—AEBLERBSL B2 HIREL 36.67 L, MIAFISE —ABEERL B3, Fe40iE
51,
h) DABGISHE, B 9 BRI (B1D .
D) CRPIR a i E R MFLBRECE, FEFLRIE 100 pL Bi 7Rk,
) IGEER h HE A B AR, &AL 100 pL.
k) . EWs, T 37°C CO, B3R5 9% 16 ho
) i F GMOne-Step it i 2 B R A&, A Luciferase.
2) WEEF
AR FE PR U W S

. 0 ng/mL 250 ng/mL 3.81 pg/mL
RANK Reporter 293 Cell Line
5788729 50209224 5426397
»
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0 T T T 1 0 T T 1
-4 -2 0 2 4 -4 -2 0 2
Logg[Human RANKL | (ng/mL) Logg[Human RANKL] (nM)
RANK Reporter 293 Cell Line RANK Reporter 293 Cell Line
EC50 | 8.313 EC30 | 0.4055

Fig 2.Human RANKL Protein % 46 1iF 45 51
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2. BuAABH B SIS ——Anti-RANKL

EEVE L IR TR AL, XA S2EG, HE#E RANK Reporter 293 Cell Line 4Hfi&E A 1.5 x
10* Cells/fL. {1 F Human RANKL Protein i, #44& 82y 200 ng/mL, Anti-H_RANKL hlgG2
Antibody(Denosumab) (150 kDa; LA F{Ei#K AN Anti-RANKL) EABHHEPLIR, Hah 24k B
(Conc.01)4 30 ug/mL, 4 {548 MiFE, Conc.01-Conc.09 43 A HEAi £ B2-B10, B11 My 0 W)

X . FEEINY 100 uL PBS, PARG 1Rl fL28 K . FUBRHER QT -

12

. 7.5 1.88 468.75  117.19 29.3 7.32 1.83 457.76
Anti-RANKL

pg/mL pg/mL | pg/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

PBS

PBS

os)

T Q 0 o g 0

1) kPR
a) {ESEIGHT 16-24 h, ARG IR, TEAE ORI IEYTE, &R
R SRR AN, AIGETE R, RS e R R R AR Dy 1.5 X
105 cells/mL. PAHEAEHN 100 pL AHfa/ L= F A L. FFEIEFL 100 pL PBS. 3 EAR
w5, TR E R AL
b) A 2 ANTCH 96 LV R 2R RE
c) fE14964L VIR, IiA 2 < & (2.2 uL 0.25 mg/mL Human RANKL Protein

TINF] 1372.9 uL Assay Buffer /1, 821D , 52 uL &fL. EAAHEAAWT:

1 2 3 4 5 6 7 8 9 10 11

12

Human RANKL

52ul | 52 puL 52ul 52 puL 52uLl 52 uL 52 uL 52ul | 52 uL 52 uL
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d) 5896 L VIR T, BEATYIRRE.
e) BRI, EH—1T.

) HERTHEK

By A FR fil W BE LN WIRES

Anti-RANKL 2.316 mg/mL / HRAE MR

g) 96 1LV H, InA Assay Buffer, #fLIAFIL T3, W1 B2 LI 71.4 uL Assay Buffer,

B3-B11 FL, MM 55 uL Assay Buffer.

BRI | BREERRREAL, RUCAAITLII 183 L, AL | %L |

1 2 3 4 5 6 7 8 9 10 11

1.9 uL Anti- ’
A 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
RANKL puL

hy WA EAARR AR IURE it B, NN BISE — BB MR AL (0 B2 HPinAN 1.9 uL
Anti-RANKL) , J&%],

i) MEAEEEREIL B2 PR 18.3 uL, AIARIE AMEEERAL B3, MRS

) DARSEHE, EEE 9 MEREMBLL (B10) .

K) KPR | BREERMRERL > BN EP IR ¢ iR i0aS LR, 52 pL #R4L, IRE
E Lhe

) 1hJa, KP¥a BaE LRSI, BALRSE 100 pL H5 773, MABER KRS
% 7 e RO T S DU R AFL 100 pL.

m) AREEEEIRAETIEE 15 h.

n) {#H GMOne-Step fix 15 HE R A A&, il Luciferase.
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. RANKL+ 0 pg/mL Anti- | RANKL+ 30 pg/mL RANKL+457.76
RANK Reporter 293 Cell Line . .
. RANKL- Anti-RANKL- pg/mL Anti-RANKL-
+Anti-RANKL
25399021 6902989 23522436
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-©- RANK Reporter 293 Cell Line

1001 o

751

Inhibition x100%
¥/ ]
e

+200 ng/mL Human RANKL Protein
0 | | | | |

-4 2 0 2
Logg[Anti-RANKL Antibody] (png/mL)

RANK Reporter 293 Cell Line
IC50 | 0.1787

©- RANK Reporter 293 Cell Lineb

100+
&
g 754
L1
v
X
g s
= 251
o
+200 ng/mL Human RANKL Protein
0 L] | | ] ] ] |
-3 -2 -1 0 1 2 3

Logo[Anti-RANKL Antibody] (nM)

RANK Reporter 293 Cell Line
IC50 | 1.191

Fig 3.Anti-RANKL Il 38 iF 45 5
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