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MERREKEF(VEGF), BARFEN—MESER, RBEMEENMMEER. CRASN 8D, JMERBEARFEN, F0
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3.1 BetRY (ATIREN450 nmA1630 nmXUE ) ;

3.2 SHEEBREN—RIEEREEIEK;

3.3 FeARA (FRRIFEhEAR) 5

3.4 EPE (BT HEANERRIFE);

3.5 kEMSGEL (BTHT);

3.6 RMFNER;

3.7 BT ELISASSRRIEIE AT BISE NS I (HWEFINS NG 737%), 0t Origin, ELISA Calc.
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: HF2HD R EF

XA e i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PR - RTRR * 1000 pg/#f |2 ¥R
ooy antibody, biotinylated | oy i mimtoRsER (100X) ** 0wz 1%
iterreo ‘)’(tifj‘;‘sd;“(‘:;se{laodo‘; h) HRPAFIZEBFAZRAER (100X) ** op/E  |1%
Sample Diluent PT 5-ac BEAERR PT 5-ac (AF/ ) RIIEMMKEFEL) 30 mL/#R 1R
Sample Diluent PT 1-ef BARHRER PT 1-of (BT LEFA) 30 mL/#R 1R
Detection Diluent MEERER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) AGESER (20 X) 30 mL/#R 1R
(T_I(_ehtdr;)methylbenzidine Substrate S@EY TMB 12 mL/#E 146
Stop Solution Kb 12 mL/#R 14
Plate Cover Seals HIRAR 4 5K
&R

1) RABRFERIE2-8°CHRYETHEROTAHET-20°CHRE TFRILE

2: EABREFERIE2-8°CIFRTR

3. BRELBHIERMNNER EREER

* AN AERAERATER, SATESRTETE
SRR

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIndiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERURRNHFIHITER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNFAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 MVF: £MARAERERE 30 min/51000 X g E:0\15 min, B EFIZAMERARDEG-20°CHER, #RRkEHh,

6.2 [M3%: RAIAEDTA FFERTATIREREL(FAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R E7HRR
(ER: MAMSMNER, RS MARRREHTRM),

6.3 4AfE_LiE: WnERRRIEFRAR, 500X g Bi05 minBY L3E, IZBMEMENEE-20°CHFH, #RRkEFR.
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+: HNES

7.1 %F& (1X) :

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o

7.2 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 3010 pL AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRIZEBFMER (1X)

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, %010 pL HRPARICAVEEBFZMZER4ER (100X) 10990 uL A BRRRHTES, BREES.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R
BB FARRSEERN, FREEARRIEREHRFEETMN K.

WL T . NRIUEMIREARL25(1:41%%, A EEHFAR12514TER, HFamRee. MENEFHER IS EBUERIY

s
o

7.5 BEBENIRER:

I NRIERMERE, (62 mLPT 5-ac HAREREATER. RUMIEFEA, $E2 mLPT Lof HARRREARE
o BUKR(ET:

500 plL 500 uL 500 plL 500 pL 500 pL 500 uL

rs ’ 7 I . ’ . ’ . e e

— q '\_____/‘ \__/J r\____,,A \__/“ )I

§ PLU d ! Il II | II; \ ;I IIII .I

e VYV VY vw =«
500 pg/mL 250 pg/mlL 125 pg/mL.  62.5 pg/ml.  31.25 pg/mL 15.6 pg/mL 7.8 pg/mL
Add # plL of Standard
diluted in the previous - 500 pL 500 pL 500 pL 500 plL 500 pL 500 pL
step
# uL of Sample Diluent
2000 pL 500 pL 500 plL 500 plL 500 pL 500 pL 500 pL
PT 5-ac or PT 1-ef
T!sd7" r!sd6|’| Tlsd5" “Sd4" Tlsd3" "Sdz" "sd 1"
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J\: LT E

SKEF, FERMBEAEZEFEH20-30 min KNHERER HRPAFCESENERERFAFTETHER, AR
) ; E#fTiER. BRURTEEAMEN, SHiesk, BREMBILIRNARE, FRNEF, ERARRME
o

8.1 RIELILAE, MEFTEMRIMIITIRTE, MRRFMATEIBRNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL SR ARRRR100 UL, RFLDH IS ERRRAREmBERNAEZA100 pL/FL, 3F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLIN100 pL iliFHR (1X) (BREHAFEEEDT.2), HEHRE, 37°CHELh;

8.6 EEPES4;
8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BREHAFEEHST.3), ZEHRER, 37°CHE40 min;
88 EESES4;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNRENGBHR%, FHEZEKEBETE], FBiE30 min;(RFE®
YRR TR, BRRYENFTINELTESEN, IEZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)

8.11 3 LA630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLAICERE (ODE). MANLLERES minR# TR, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT B MIEMANEANODEFHEZILNODE, RESFL, BNEFIIE, IR ERBRENEALTT, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERENOT:
EERE TOERIRER BeRE
1 |[fREmEER 100Ul [ 120 o5 4% BEE3T°CIHE
2 | KA (1X) 100 UL |60 7%F 4R BEE3TCHE
3 | HRPRIZHEEFEME (1X) 100 uL |40 o5 4 BRE3T°CHE
4 [EETMB 100 uL [ 15-20 73%F FRELF BIEE37°CIFE, Bt
5 [&WLR 100l |0 9%k NRERR
6 | MIAZLIERE630 nmARIERK, 450 nmAUEO0DME, LdEEIN @57
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: TESE
9.1 Z2ZfrihE

x4

(pg/mL) 0.D Average Corrected
103 Sample Diluent PT S-ac 0.027
] Four Parameter Logistic (4-PL) Curve Fit 0 0.021 0.024 -
. 7.8 §:§§§ 0.100 0.076
fij ' 15.6 onye| o183 0.159
gm_ 31.25 8:;1)2 0.312 0.288
° 62.5 gzgzg 0.561 0.537
B 125 (1):822 0.988 0.964
1 Mouse VEGF Concentration (pg/ml) 250 1?;3 1.593 1.569
500 ;:i;g 2.279 2.255
167 Sample Diluent PT 1ef (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-P1) Curve Fit 0 0.011 0.012 .
0.013
o] 7.8 ooea| 0060 0.048
E‘ K099 15.6 8:3;3 0.128 0.116
; 31.25 §;;;g 0264 0252
62.5 0:2;? 0.525 0.513
i 125 | ooy | 0997 0.985
' Mowe VEGF Concentration (pg/ml) 250 1:?2? 1.642 1.630
500 ;ggi 2371 2.359
9.2 BEE
IRABZE: 3P FRIRENFEAERAEZESNE 2007,
IREMERE: 3P FREIRENFAERBIESNE 2477,
IRAFEZE (CVH) IRIEIWEZE (CV [8))
AR HE HYE(pg/mL)  IEE  TREHCV% HAR HE  FYE(pg/mL)  iEE TBREHCV% ‘
1| 20 37.0 2.5 34 1| 24 39.0 45 5.7
2 20 118.0 9.0 3.8 2 24 128.0 7.1 2.8
3 | 20 369.0 63.6 8.6 3 | 24 390.0 319 4.1
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9.3 INAR[E Y X

ARG, ETEEERERS. B B3 NKRE, #1TEVEGFAVIIFREIRERSTL, L4ERINT:

=i RSk HE (%) SEE (%)
1:2 79 74-83
INRLIMSE
1:4 106 102-110
1:2 93 92-95
A LS
14 95 92-98
9.4 HEAR{E
e L5

TEARN10%ASFME. 50 pM B-HEZEE. 2 mM L-AEERE. 100 U/mLEEE. 100 pg/mLRERIESEMNRPMIBFEPIEF/NR

BEEEAIAISP2/0 (3 X 10° cells/mL), EFA3IXK, WEMME LR, M/NRVEGFAURE 502 pg/mL
TEARIN10%BEH A, 50 UM B-FREZER. 2 mM L-ASERZ. 100 U/mLEBER. 100 ug/mLEiEHEBRMIRPMIBFEHEF/NR

% BB B IBARRERAW264.7 (3 X 10° cells/mL), HE5R3K, Uee4HRa 55, il \BVEGFAREE 486 pg/mLs

9.5 RYE

FA20 N EEHZFLFHIODEN LIS EESEIRODET N ERILIN A I M AGRE®, ItiXFIET/ EVEGFRRIER 2.0
pg/mL,
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9.6 £

NRIBEFRIMABRERNEVEGFER, BERBRENESIMREN, MRET RN SHERIGEEE, EHRE0
HMERTARESERERN, ST

HREE INRIE (AR PT 5-ac) 4R 5 (AR PT 1-ef)
H1E(%) 87 100
1:2
SEE (%) 87-88 =
{8 (%) 90 104
1:4
SEE (%) 86-95 100-108
HE (%) 101 111
1:8
SEE (%) 84-90 110-113
5{E(%) 104 123
1:16
SEE (%) 99-106 123-124
+: BEXmk

1. Sengar DR.et al. (1983). Science. 219: 983-5.

2. Ferrara N. etal. (1992). Endocr Rev. 13:18-32.

3. Boocock CA. et al. (1995). J Natl Cancer Inst. 87: 506-516.
4. Sunderkotter C. et al. (1994). Int J Cancer. 55: 410-422.
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