SEA143Hu 96T
I Py B 22K BT A (VEGFA) Ryl st &
(BFIER S0 B T P IR EHR)
BRAEY: A
s
PRSI UL, AT A S W !

11 MR (2013 4F 07 A1)

[P LA ]

A B iE FIGTA IO ELISA € Sl g NS M . AZI500% . AR AR, AR i o B3 sl etk
YIAR VEGFA 5 &

&N A ]
RFI LR ¥E R LR ¥E
96FLAR (TS #%) 1 96FL b 74 it 4
FrfE dh 2 P S A R R 1 X 20mL
For I A 1X1200 L I R A 1X12mL
For N B 1X1200 L 0 B B 1X12mL
TMBJEA) 1 X 9mL 11 1 X 6mL
WPEEI (30X) 1 X 20mL A FH 1

[ B & B8 % K]

1. 4504 10nm P& Y BEEAR A GRS AR A H$2 A 7tk
2. FRIHE B2 E T s SOk

3. MREFE AN ) EP

4. ZMKELEE K

5. WKL

6. HIBUER A

(RS e 7 BB 0]

Lo RIFEISR & Al RDmAR % B R /e . EERL WERAHEEE R PO AR UE A DU
WA R B LL A 96 FLARIRAE T--20°C,

2 SRR S AR T e RO RS 25 B 7 IR BE ORAF T 3 U5 IR BB AR B I 8 750 )5 85 B DR A T
-20°C, & GG .

HE:

WA G N BEFR A TR ED, 2SR AT 2 AT AT S R R A S B E E R R L AN e R

7 I SIS TA) L& B ROARZE A, ORITIT N BT 2 53 A DR AR 1

(A HIRE S RA]

Ia o I35 BRI T I35 20 30 B I A AR ASAE SIS 2 /NP ER 4°C 187, AR JGE 1000 X g B0 20 434k, HY i Rp
L, o R T -20°C 5-80°C {RAF, {H B H R,




2. 3. H EDTA B HEAFAPIBEAERENRA, FERARAA R G I 30 438N T 2-8'C 1000 X g &0 15 434,
I WS RIATARY I, sk b3 B T —20°C 8-80°C {47, ELN i 4 S 53 VR il
3. MALK:
D BUEEHALE, T PBS (0.01mol/L, pH 7.0-7.2) HiEUEZRRIMMK, FREGAH (AL KT )G
A
2) ORIk 2 RS KOk BRI I R R s B e A SN NS ST A, NN 5-10mL Fiiv4 PBS HEAT 78
SRS, R AE UK BT &SI vl LA S0 5 19 250 00 nT R RS 75 il e i s 52 il
DA HE GE R R P vk s R RBE TR 2 1K)
3) KIS T 5000 X g B0 5 40 8h, B E I BRI
4. 9 M SR
1) BN f 75 250 R v A, B9 oSSR A L RV 40 i ) B4 o AL )
2) F AR 2 1 40 i FH Y PBS 3t 3 K
3) WHELI VAR AN M Cn SR PR R A M, PR R -
i HOEE PBS Hak 4 M, H— i D2 75 i A SR A0 M B, A A B SR R
i1 REHR: BRI AE-20°C LR VKR, =ihmhig, <E 3R, (E40 Ak
4) FehrAT 2-8°C 1500 X g B0 10 435, Wk Big# M.
5. AIMREE IS EOLEAEMRR A 3 1000 X g B0 20 40 8h, B ERGEDATAS I, 0K FRS R T-20°C 5i-80°C &
17, ABNE b e 52 1 il o
HEE:
L. DL ERRARY TS GRAE, 4°CHRAFNNT 1R, -20°C ANEERE 1 AH, -80°C AN 2 M H .
2. PRASEE LS b JE R 45 5, DRI AR AR AN B AT S I AS: WU
3 PR TN IS R E I, ANINHVE L mfE.

[ ]

Lo AR I IR AR A S 18 3 i 48 =i (18-25°C), RFUANRE ELERAE 37°C %ifi .
2. FRAES G o RHRERUES INASRE SRR InL, &40 SEERE KL 10 4080, [ R a5 5 Lh
B g, ORISR 1,000pg/mL. HE 7 MFRRERRAES K EP &, R4S EP A p N 500 u L AR SRR,
W TR A LU B AR 1, 000pg/mL, 500pg/mL, 250pg/mL, 125pg/mL, 62.5pg/mL, 31.2pg/mL, 15.6pg/mL,
b A & BV (Opg/mL) FLAEAE B L. ARIESER G RARM, BIRERE MR ARdE R SR
500pL 500pL S00puL 500pL S500uL 500pL

avava

Tube 1
pg/mL 1,000 500 250 125 62.5 31.2 15.6 0
3. KPR A BARWYEI B: Detection A A Detection B ZEAFHFITH T 0L N E/ D B0 B,  DLf# A REER
LS5 PR A DR B I o I P T 20 31 AR AR 93 A BR B1: 100 FBé (. 10 w L A IR A/990 w L K6 AR B¢
WA, FATIRAT, MR AR IU5E v S R A IR S 56 BT R 1R S B (100 w L/ FL) 5 S B il I Y 22 i i)
0. 1-0. 2mL.,




4, YRVEEIE: FH 580mL ZEIR/KEL 253 /K ¥ 20mL IRPEE IR R 42 600mL, HEAT 30 5k .

5. JRVIVEIR: 5K B SLIR BT AR A TMB 28 53— T A s P A ], A8 Th IR IR N T B3,
RNEARI[] TVB v

HE:

L. ARUES R A RE EHAE T AT .

2+ FRAESRTE TIGHET 16 2B il BhnrE s R — k.

3 BRdEAL. RV A TR, RIS B AR A N (AR R IC ), ANREVRE o TRAI IR 78 /R
5), TEGADIL . R ORIE S0 45 SR ERA 1 (R R, R ARHERCE IV o 8 I T T R SR A, R
T AN G ] AR R SR A B, — RN T 100 L), DUk Gis ok B 1 72

A, HEEATH CARmRBL RS R A TR B B TRV -

5. WAL SN, EAREEER, BRIEY, BEEGEEa R TR .

6+ ARFNE P IRARAFAGEAHL, & TG E R TARUS R, 75 R rh PR Ak T 22 Bk mys 4, LA
FeSzmrb By FHAEM WS E 22, T RBIE BOSE I 4 AN MERG, H R e, XK.

[hRAAb 2 ]

1. Cloud—Clone A AXRFGAR M, A3 EMEHERAN ST ERNEANEENAT, BEAEFHIRS
ZRIFAN W REMEHE, MERERAEER.

2. SEEOHTNTARAS B &, W SRARAIREEIE &, NOMRRAREATRRRE, ATRRE IS AR A AT G 70 S R v
VHELIN e LUAH R M BEAE 8. BRAE ] 0. 01mol/L f#) PBS #ik (PH=7. 0-7. 2)

3. ETRFEANE SR BIFIFEA T, UGHEAT ISR RE AR, IR R R AAREA.

Ay A AR SRR R 2 T AR 25 9% Bl At B DO PT B s bl T e i 5 | N33 ELISA SE50 45 w2 .

5. EREACHANMuEEFR BE, PIZRFEATINE 82, W ARRES. AREcE. KRR SE, Priln] Gefs
TERTIUAS H (15 D o

6. FLCRMREANEARD, OHEZLEAZEAE A, TR R 5 A 55 A Ak K il R pAA T

e, TASRAS I H

FEUE B EREAS, CRAFIT IS K T Re AP AR R A P Bl E B 8O e 45 . 22 .

[#fEDEK]

Lo ke il sehrtt L. RROURE AL S fL. WARHEAL 7 L, KUK 100 w L AN [FI3 B At i (IR ME
2% 2) . AL 100 p LOLEGHER S P m—8) , RAMGIEES 100w L, Egbrtion FER, 37°C i
H 2 /M.

2. AEWE, BT, AHEE.

3y BRAL IR BIEER A TAEW 100 0 L (K A RTECHD) , BFsAON BEE, 37°CHE 1 /M.

4y FERFLAWE, FEALT 350 u L UEIRMVESS, 1290 1-2 20%h, W2k OR AT fid Kb R ) ol FEL B BB R AR P9 FRIVBLA,
FESER & FARERILZWKAS, Bt A T LR (B TS H0k L  R 0T, R 3 I fa—X
Wl E, ZEANMRERREEET. BERALIIRA .

5. FRALINRrIIYEVE B TR (I FHATECHD 100w L, i BZEME, 37°CH#LAE 30 4r4h.

6. FRILAWE, T, PEbR 5 Kk, kR 4.

7. HILINEWEEI 90 u L, FEbRAON AR, 37°C WX B (SN IN 4RI 4E 15-25 438k, ANEEHRE 30 434k,
bR AELIET 34 LA RIBEE A, )5 3-4 fLM AR, RInZIE).

7



8+ MALIMNZIEFEW S0 L, LIbRN, BB, KRR NG N R I G A
o WP EOAS —, RSB bRAR LRI G442 .

9y FERAIRBEASHRRIC /KR K AL NG, 3L R BERR AR 450nm P& #4-AL A6 3 (0. D. KD

ER:

1. BAMES: MES—XERITHEMER A, JLEMTTMRELR BT, BE, SR BB kR, Mg
AL

2. DA SEIRERAECPIAE A ERONCL, BERA TG R IR RN, KRR I T AR AU
REA R ALEE, BRI ARSI, 55— AL B a AN FLIAT: 2 18] (R s ] T B 2 SRR
Koo RECRFK “PGEEE 7 I, AT W2 e 2P0 A e e S . M, — ORI ] (B4
BRUE S S I RE ) B A HIAE 10 20 o 0 B B R FLIET S50

3. WHE: MPIEAEE AR, SERERIN b o A R RS R TR N, DU R A, YRS R Rt
TR B3R, AT I AN T G AR AR AL T TRRIRZS TR I I A% 38~ 45 2 POt 7 N TR L

4. ek ROMVEERIRWEL, ARG T, IS AT . Yelkid R R BAL ik B R
BONAEDELR EAAT 20K DB AR BRI SN FUA IR K, [ I3 R AR ECH B AV R TR B, 38 G S i i
IR R RAT BShVEL, AR SRS A R0 IESSE Rl R

5. JRPUHT TR IR a1 2 I 8¢ S AL A2 AL (Bbt, &K% 10 0 Bl E—3k) , BB ELR,
THEERTINAZ AR N, 88 G S L 5 M T 5 00 I e A3 ' 8 P 1540

6. JRY: JRYIERDGORTE, LEAAEAN E N R st B Y

7o ORRSER S NIRRT 60%, HEFAE TN A% P2 mii B Ko

(525 R 3 ]

¥4 VEGFA FLA T 96 FLAALHRR, BURIEATAL G, 1 BALH 5 BN FRAE S SbR AR, Eeh 0 VEGRA 153 T
R A6 EROBUIS 2, AR IMAESIBILI VEGEA BLIE, HEAL: A I BBV IE, I HRP AFICH) 5
R, FEUCHIEYEHR T I THB SR (5. TVB {EXL AN OREAL T AL (0, I ERRIOTE T i e
(KBS EL 0 B RN o 0 VEGRA SIE A FIBRICE 4500m e K FIEBOLIE (0. D. 48) , ¥ EEFRRIKIE.
[7H4]

BRI R SR 0. D. (IR (1 4L 0. D, BRI (L), B aql, SUIC TR, LA O
SR (SAHCLER) , 0. D. A BARKR (SRAPBCARER ), £ HERRHE I (i UL TR S0 AR 2
LA R R T 1 ) o SRFEAEFI SRR I HIAT AT, 20 curve expert 130, AURFES 0.D. 4, thfz
HE 5 RS OIKIE, TRLARRRE (50 S BRMER VK FE 5 . D. T LAt PR I e 0 07 R, KR B
0.D RN, HSLHRRRIKIE, FTRLVFRRAEL B0 RE 0SB

B %t cad

T BT, RUEFIRIEN AR O. D, (AL, JRA122 BN USRI AR 0 0. D LR BEAEAR O, bt
S5 V1 1 A (Y ) o RISty T 0 6 R 0 L 0o B8 0 A 06 SR T R M 9 1T 2

EHE AR HE M ot TSI AR SO R CInERAE S . B EOR . YRR BRI B4 S5, Al i 26 (1
0.D. HEAMZESR. Pritftiibsde i IS, SCi A i 2R B O Seie @ T ARHE 2L .



1200
1000
800
600 |
400 |
200

Concentration{pg/mlL)

CAsz 0l vis L ]

15. 6pg/mL—1, 000pg/mL

[ A 30l FR ]

6. 1pg/mL

BEAH 2 20 A2 EURE il (BIAR YRR St BRI U AT S (RN A5 A Z2 B0 L PR AR B

[t ]

1.5

ARG TN VEGRA, - g5 e B I e B S A8 SO o
1152 BB S FEA USRI BRI, AT RESE oS B A AH SR BAR AV I 5 SO BAs it , - DRI BB AR R AT T R S5 R 48

A P e oA A8 XY o

2

Optical Density
NI p Bz A2 K BT A (VEGFA) Ay B S bmvie ih 2%

2.5 3

[[H] 2 ]
39 T e B I3 S AR A R N — %2 18 VEGFA CINFRFES ), BRI e o & ILE, Mk il e (E 5 8ie
ER =z
FEA [F]e 231 ] (%) S EN R (%)
137 (n=5) 80-94 86
EDTA Ifi.3% (n=5) 78-92 84
&I (n=5) 90-101 95

[kit]

16 T E ML S ML SEFEAS P INNGE & 1Y VEGFA, JEEEbRRE Ak 1:2, 1:4, 1:8, 1:16 MFEFMEEA, ZRVEVs BRI 4%

B e FEA R VEGFA &5 RIIE (1 9 R A LE AR

FEA 1: 2 1: 4 1: 8 1: 16
13 (n=5) 96-104% 80-92% 83-95% 87-98%
EDTA Ifi.3% (n=5) 86-99% 80-94% 95-107% 93-105%
JH# 12 (n=5) 93-105% 87-99% 92-105% 83-96%




[ B ]

5 B FHRE B2 (B AR 5 R B CV Kok, CV (%) = SD/meanX 100

e 25 BRI FI GG Py R (R A AT & S A, SR FEAIE LT 20 Ik, 40 AvH AN [k B
AHP34{H K SD 1E.

felaZE: B 3 MAFERGR ARG B T s EFEARE T ®NE, BMEAEHR —ARGER
WSE 8 I, J3 AITHEAS IR BEAEAS IR~ 2448 f SD i .

L 25 CV<10%

fElA 2. CV<12%

(35 % 1]

2, WA ROW N AR RO/, HAR PERRAR AN T 5%,

A INAI B R R G A H S A B P S, SR A PME A AE R B AR R — 8, UL SR = N .
JE R T 4 o FEK H ) — S G SR AT A T N R iR 22

[SERHAE]
L. SR RUARE S R R AR B UE &
2« JNEE ChrUES B FEAD 1001 L, 37°CHEE 2/
3. WEFE, ARSI IEALIO0 u L, 3TCHEE 1N
4. PEtR3IK;
5. NI HBIOO 1 L, 37°CHF A 304041
6. PEHRSIX;
7. JNTMBJEMI90 1 L, 37°CHEH 15— 2544,
8. I IEW50 0 L, SLEI450nmisEy.
[iBA]
I T HA S RRFERAR K MASREX A HE 52 i 4 A i) o OB e T A TR 58 5 08, ™ b n] Re A1
— 58 MU AR KU .
2. AP R G AR SER A B DCER AR LAY I R SE IR PR BE B UIAROG, 545 e & 78 L AR A
Ao
3v  AFHEKMF /=T RE A VPR, W RTDURR . REBUE LU R TR AE, AR G P U AT
SEIRHRAE, P R BAUES % .
4. HAAMAA AT G E XA A G R IER IR, A RETR A FAL SIS B = 5 A )™ i 18 s AR a
UG U A 219 B R AR R M 45 5
5y TERHAE S A I R e S R ) B R AR T o T IR R R 20 R DA 1R 2 R AR s B, R R
IK AR PR BUR B R 45 R
6. NITF/E IEGBAR AL FTRE A DV AKFEYIIT, MONIEF IR, ANEnsLie 45 5 IE BT 56 . 1 20 B2 ik il
AN NS e 4T
7.

H TR E B ARG, B SRR B BN o e B R A5 A P e 2 P EURHIR G SR 10 A o VA 2848 2™
HUAT40 e Se 3 B 15, ARG BEAR A, WA B % 450 & 10nm JE 6 I BEFR A, HAZ B AR I &2 o Fl 76
0.001-3.000 0.D. 5tLh |,

X7 ELISA BAEANZGRIF 0] LS A ( http://www. cloud—clone. us/homepage/operate. htm ).



At A AE R T AT R BEAT PSR 5

il Fed vy AT P U oy ol IR SN S e iE S L E M e S B

] — A P B AR AR ) — 7 i, A AN )T I, BT Re s RS IR i A 22 S AR AN TR S 2R, PRl

— A R S AL R ZZ R O, X IXR i Ol & I AL B

10+ ARG GA 5 FAt ) 53 ) St AN ] D5 32 U ] — H B8 07 S ABORE L, P AT A0 TT BE 2 A2 AL AGT I 45

FA—HHIE L
1L AGAE U G T 48T Bt &, 3 48T il & B A il ma-F .

(& &)
ARG AL TR GR IR AT £k, LR UR T, A R A 3 S i A R L T Ak Bk R R A
(1R A ]
150 AT REJR ERTTR
RIEE VR A AN I TEAT IERA (b AE it B S R R
R | WIS A TS FEI3 IR S
ARG R A AN EAS Wi
ek Aoy SRR 7 0 PR AR
P TRAIAN TR 53 FR IR AAS 2 FEI3 IR SRR IR
FAT IR 2 s R AP I 2 S O (08 S« A R ) 75 s A
INFEA K R B AR E AR Wi
BEFL I AR AR FOER W, R A
U 7 I [ AN T DRAIE 78 AL 1 7 I 1]
0.0 5 A AN IR BT 4 0 DR U A ) i 7 35
Wi 0 ) BRI R IR A BRI AR, P R G DR A A
B AN F IRV SR A D BRI AR
7 R T TR) 12 FE G A HERF AT B3 ) A 132
ANIERFIREA AT 7 3 IERMEAAAEAS, AR A AT S
FEAME ANIERARIREASC A AR B 55 RHUE R I REAWCEE AN AL Py 12
TN JFAEREA 5 A AP EREA, RS

A RERIE I ATUR B AURA




