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1. giffsEsR. RF. RAEAES

i 2 T B R DMEM+10% FBS+1%P.S

AR A TR DMEM+10% FBS+1% P.S+4 ug/mL Blasticidin+400 pug/mL G418
M AR AR FBS+10% DMSO

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

2. WIIFEMHEE

R
Reagent Specification Manufacturer/Catalogue No.
G418 10 mg Genomeditech/GM-040402-1
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM medium 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
VEGF121 10 ug Novoprotein/C744
VEGF165 10 pug Novoprotein/C083
VEGFR2 10 pug Novoprotein/CJ92
Avastin / Expression
GMOne-Step Luciferase Reporter Gene  1000T Genomeditech/GM-040503C
Assay Kit

HEA A
Equipment Manufacturer/Catalogue No.
AHARTH A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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1) 4B 2) #ffEAR (BA 10 cm MAH)D

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

3) ZHMIKA

{$FH 176 <g, 3 min 25O

1 FH FA 40 LR 77 (90% FBS +10% DMSO) &
YN, ZHMRESE RN 5 < 108 cells/mL, %% 1 mL
SR EIHRRAAE T

RS T, ENhRd)E, WA E B THERR &,
-80°C FIRMFZEAD 1R, RREBERA .

T MRETER L E 2R, EREFEFRE, F4RR
SRER, BERATHIAERNEKEFRE.

a)

c)

d)

YAy bR gup, WEEEAEK . BRI E 16-24 h
JG, BN VSEHARMEEERE L, 220 %5 KT 80%,
RIATHEAT A AL A R AN AR AR LBy 1:3-1:4, 2-
3 RAEAR.

W I EER FR R 3G 7R E5E 25, 10 em LN 2 mL PBS
TEBE 1K,

3£ PBS, /i 1 mL 0.25% Trypsin-EDTA 4Lk, 37<C
HAk 30-60's, AMEL N %,

FRrAH AR IR, 20 M T B B S5k, 08 440 R P 2 it s 6
BEIF, Jn2mL ZEAAKEFRERSZEHEN, FHH
Ha/NOIRFT R R, 176 xg ZiE B0 3 min.

¢ 1iE, iyt A KR RIS &, RIBEARHET4H
JH0 %5 P 53 R 1 7 ML AR R 40 ff 85 8 o B, AR AR
RN E DY 30-40%) .

HEEHMR:

HRRIRTR, SEARRE, RTERAR, 2WES
HHREE, RERER, #RERAREEZD, 4
RAEKERETRE.
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Ny ERGE

Bt A7 iy, 48 VEGF121(Novoprotein/C744; 14.2kDa) . VEGF165( Novoprotein/C083;
19.1kDa) #EATIhREMIE LK, M H VEGFR2 (Novoprotein/CJ92; 110.4kDa) #4724 4+
SZHG, i Avastin (Anti-VEGF) 347 Block 5256 . &FX ANERES, AT RS040 B 3R LA
PAFELFIIER
1. VEGF121 IiFs26

BAE DB AL, XF ARSI, HEE H_VEGF Reporter 293 Cell Line 4t & M
1.5%10* Cells/FL . VEGF121(14.2 kDa){F NBH 425, Conc.1 ¥ N 1 pg/mL, 4 566 EEHRE
Conc.1-Conc.9 73 AIHEARTE B2-B10, B11 Jy 0 ¥REEXTIE . JE Iy 100 uL PBS, LAR;ikifL2E

Ko SLBHEATINT :

1 2 3 4 5 6 7 8 9 10 11 12
PBS
250 62.5 15.63 3.91 976.56 24414 61.04 15.26
VEGF121 PBS
pg/mL  ng/mL | ng/mL ng/mL ng/mL pg/mL | pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) it

FESEBOHT 20-24 h, A AHMAER T A AL TR, DUB BERE IR Ik B, AU 4 v
IFitH. B0 130-200 > g (KR AN R 40 A AT A2 4 ) USCER A, P DASKT fif 55 57 R B Al i
WIE N 1.5 <108 cells/mL . LAHEFE N 100 L 40 /AL 22 v 18] 10 L. & [ A9 £LI0 100 pL PBS.
o EARGER, TR R A

2) TR
a)  fEATCH 96 1L V EBRME & 28R ke
b) RFTAREES, 47 (B AT, BAEE A LI 6 MY .
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c) M Assay Buffer, &FLIAFIN T, LA VEGF121 M, 41 B2 FLH A 145.2
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uL i) Assay buffer (GEfifils 334 1% FBS) , B3-B11 A 110 puL ) Assay
Buffer.
d) BHEACE
LB fiil BER [N WARFS

VEGF121 100 pg/mL / HRAE MR

e) MRHL 1.47 puL RRIFE SRR, IR — R ERRESLF (i B2) , 1B,

BRI | BREERRREIL, MO HTILIRN 367 uL, MAIKAL | %L |

1 2 3 4 5 6 7 8 9 10 11

12

1.47 uL VEGF121 | fnA

f)  ME—ERERREAL (a1 B2) L 36.7 uL Ak, MIAEIE AMEEEERALE (Al
B3) , AR X TARKERNZY), EAUMANZIEAR, L5 E MR
BAE AR R, AT DU HERE R AT 5256
g) LVAIEEHE, B % B10 fL, BLl AAMMPUIAMRINT .
h) KRR L 251 2 FLAR i b R AR
3) InEEB IR
a) IR 1M R ARG, BRI 100 pL IR
b) e Z HIHE R L AOBE AR RO AL 100 pL.
¢) i BASMIMRGES, T 37T CO, BraRfhHi7E 7h,
d) WCREAIN Luciferase.
4) R E
Z 2 At Fk R B 1
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5) WIE4ER

. PBS Control 1 pg/mL 15.26 pg/mL
H_VEGF Reporter 293 Cell Line
7034 472621 6958

6x1057 o H_VEGT Reporter 293 Cell Line 6.0x105y -©- H_VEGF Reporter 293 Cell Line
E 4.5x10% E

Sx1054
=) & 4.0x10%
g 8
S 3x10%4 s
2 2 "
E e~ é 2.0x10
= =
-1 -

0+ 04
4 3 2 i 0 3 02 a4 0 1 2

Log o[ VEGF121] {(ug/mL)
H_VEGF Reporter 293 Cell Ling
EC50 | 0.008927

Logo[VEGF121] (nM)
H_VEGF Reporter 293 Cell Line
EC50 0.6286

Fig DIREIGIESE R Cf IR 2593t AT BBk B R B R IR B e 5 5 28 {EA Luciferase Assay Kit
(Genomeditech/GM-040501A) #&:>
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2. VEGF165 KFsL5

BB DR AR AL, X FASLES, HEFE H_VEGF Reporter 293 Cell Line 4l &4
1.5x10* Cells/FL. VEGF165(19.1kDa)fE NBH 254, Conc.1 RN 1 ug/mL, 3 {5465 #ikk,
Conc.1-Conc.9 73 AIFHEATAE B2-B10, B11 4 0 ¥REEXS . J& DY 100 uL PBS, LAR; b FL78

Ko SUARHEATLIT

1 2 3 4 5 6 7 8 9 10 11 12
PBS
333.33 | 111.11  37.04 12.35 4.12 1.37 457.25  152.42
VEGF165 PBS
pg/mL  ng/mL | ng/mL ng/mL ng/mL ng/mL ng/mL pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) ZHpmER

TESERHT 16-24 h, KA AR TR AL ok, DU 55 77 5 S5 8 A, A I s )
I B0 130-200 > g (R AN [F) 40 0 P R S ) ISC B A, 7 AT S5 57 k] R 4
Wy 1.5 %108 cells/mL. EAHEFE AN 100 pL 28 f/FL 2 TA) 10 /NFL . J& BBl 9 4LI0 100 uL PBS.
i bR, TR A
2) Bt

i) AEF T 96 1LV RHE & 2R R .

D X TRAFES, EH—AT (0B AT, HES WL 6 NP .

k) BN Assay Buffer, %SRRI T, Ll VEGF165 Jufil, 4 B2 fLHNA 163.35

uL f) Assay buffer (JERbR: RIS 1% FBS) , B3-B11 A 110 uL f) Assay

Buffer.

) BHERCE
LY RN fiff B LW WIRFS
VEGF165 100 pg/mL / A AR

m) WRHK 1.65 pL ARilEE S BREL,  IONBIEE — R R REAL T (i B2) , JR%1.
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ST BREEMREAL, MK MAT LRI 55 L, IIAIKAL

X AL

1 2 3 4 5

6 7 8

11 12

1.65 uL VEGF121 | A

16335 110 | 110 110

ne pL ne pL

110 110 110
ne pL ne

110 110
ne ne

n)  MEE—AMEEEMEEAL (40 B2) I 55 uL WAk, IIAFIE ZASEREERSL (n

B3) , SR AT AFKEMZW), EIUMALGIEAR, & LR B R

BAE A, AT CAE AT S5

0) VAL, EH= B10 4L, BLL AP,

p) CRERA RG22 FLIR b R

3) P ER

e) IR 1FTEFIERHEGIM, FILWFE 100 L KRk,

) R TR A ORR EEMREBCREFLINAN 100 pLo

g) & ERIINGE, T 37T CO2 BiFafEdhkEaE 6 h.

h) ARSI Luciferase.

4) IFEER

. PBS Control 1 pg/mL 15.26 pg/mL
H_VEGF Reporter 293 Cell Line
7034 472621 6958
-9~ H_VEGF Reporter 293 Cell Line -6~ H_VEGF Reporter 293 Cell Line
2.0x 104 2.0x 104
=) =)
nj: 1.5% 1044 E‘] 1.5% 1044
2 3
§ LOx10% § L0x10%
E 5.0x10° E 5.0x10°-
= =
- -
0 r : r r . 0 r : r .
-5 -4 -3 -2 -1 0 -3 -2 -1 1 2

Logio[ VEGF165] (ug/mL)

H_VEGF Reporter 293 Cell Line
EC50 0.004271

Logio[ VEGF165] (nM)

H_VEGF Reporter 293 Cell Line

EC50 0.2236

Fig DIREIGIESE R Cf IR 2 idt AT B B3k B A EE SR IR #5522 {F A Luciferase Assay Kit
(Genomeditech/GM-040501A) #&:)>
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i1 VEGFR2 %L

4.0x104- .
-©- H_ VEGEF Reporter 293 Cell Line
-
g 3.0x104+
bt
S 2.0x10%
Q
3
8
E 1.0x104
E
—
0 L] L L L] .
-2 -1 0 1 2 3

Logio[ VEGFR] (nM)

H_VEGF Reporter 293 Cell Line
IC50 0.9370

Fig. DiReIeiE 4 R (30774 10 ng/ml VEGF 165)

fi% 2 2R E

H_VEGEF Reporter 293 Cell Line

6.0x 104 EC50
o © P5 0.4034
g 4 P12 0.3515
& 4.0x104- P22 0.5855
s € P32 0.5772
5
]
E 2.0x104-
£
=
—
0 r . . .
3 2 -1 0 1

Logo[VEGF121] (nM)

Fig. {8 FH VEGF121 Rl T e Al A A% A QA s M ) &5 R
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