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RYE: 6.7 pg/mL
KMSEE:  15.6-1000 pg/mL
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. db =
ERiER

MERREKRAF(VEGF), BRAM~EMN—MESER, RIBMELER. ERRAN—ED, SMEREIFTEE, FIaIEHRENE
/R"F, MEHRNEIEN, TTERRERRBEE MBVEGHRERS. VEGFRVESHABRTMERS; VEGFEBMK. &
M. HAREMABFEREERETAIEFR, ZERVRTFSE N RERBMET MRS, VEGFEITZS ERMMERRIA L,
HERASMER S HIMERE X,

— meNEE
O 5}
OO ® o
0000 oobé
\\_____/,"
& N et
b6 * CUHFDERE (RUFEFEEDR)
NN\== et RIBIEIRFT A AT LIS, TIATMB
" N sammicumin B, IR EERES, BMALLE

P BRI BB TIR A A,

\ P, ;
% £
N T (4 A
0360 THRIED

[y'd 2k

=: FEHENKRSEM

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

HXEH SRR i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PEESR - RTRYR 2000 pg/ii |2 3R
'(’le;g;t;“ antibody, biotinylated | oo o iR RER (100X) ** oWz |1%
Streptavidin-horseradish RS IR o

veroxidase (HRP) (100 X) HRPARICHEESEMEKLER (100X) 120 pl/%z 1%
Sample Diluent PT 1-ef FEARHERER PT 1-ef 30 mL/#f. 1R
Detection Diluent TUAIHERR 30 mL/#R 1A
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution 2 J1nic 12 mL/#R 1#R
Plate Cover Seals HRAE 4 5K
EFEERM:

1. RABIEFEAIE2-8°CEMH TEMRONAHEE-20°CEH FFERLE

2: BEFRRAFERE2-8°CHERTX

3 BREEISFERMNINER,FREER

BN AR ARITEE, DATRRRTETE
 FEBTEBL
B REFEHRM

5.1 BRERIEMAILRUKRTMB B8R,

52 ERIIRER, FRFEMABIPES, KKK, FE, ASMNIFEHE,

5.3 BB AEHURBNAFIHTRA, JHIFmIs/0Em;

5.4 TEER BRI, RFLMNEFRZ G, 1§E30WHEERERE, MIRESHEHE,

N BERES

6.1 4R B WeEEARRIE SR, 500X g Bi0S minBX L&, IZEMERSNRE-20°CEN, #fhk SR,
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+: HNES

7.1 %F& (1X) :

WRFER (20x) BRENH, 37T°CINAEREEIAR. R120HBEHHTHE: B30 mLIRGEEEKR (20x) , JIA570
mLBATKHERFIK, FHLXHFR.

7.2 WA (1X)

FEFBENELD, RL100LHIHTHRE, HEAIMRIBIAITERIARNSEES] (100 uL/fL) ,RPRECHIR R 2E0%10.1-0.2
mLe 2010 pLA&MiARgER (100x) A0 990 uL EER&E TS, BERES,

7.3 HRPHRIZEBFMER (1X)

FEFBENELD, RL100LHIHTHRE, HERIRIBIAITERIARNSEES] (100 uL/fL) ,RPRECHIR R 2E0%10.1-0.2
mL, %010 pL HRPARICAVEEEFZFZER4ER (100x) 10990 uL &R/ FITES, BIERES.

7.4 SEMEEZ:

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

HRELCEEFII T 40i0 E8 1450181k, MmREtFmRE. MIEMEENESRATRESEINENNZ,

7.5 BERENIREM:

fER2 mLPT l-ef HFAMBRRE BT Em, BERENT:

500 IiL a00 EL 500 ulL

£ r\___)f k___,A

.%WWW

1000 pg/mL 500 pg/mL 250 pg/mlL 125 pg/mL 62.5 pg/ml. 31,25 pg/ml 15.6 pe/mlL

Add # plL of Standard
diluted in the = 500 pL 500 L 500 pL 500 pL 500 pL 500 pL

previous step

# L of Sample
Diluent PT 1-of 2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
I|5d7ll Ilsdsll Ilsdsll Ilsdall Ilsdall Ilsdzll Ilsdlll
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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 FERELF
6 | MIAZIERE630 nmARIERKEK, E450 nmAbUEO0DME, LdEEINREE5 7%
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: Rk
9.1 Z2ZfrihE

x4

. (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit 0.024
0 0.028 0.026 -
0.088
= i 15.6 0.088 0.088 0.062
g 0.154
] 31.25 0.166 0.160 0.134
S 0.301
Op_ 014 62.5 0.304 0.303 0.2765
0.557
125 0.559 0.558 0.532
1.029
i e e 250 1.058 1.0315
= 10 100 1000 1086
Rat VEGF Concentration(pg/mL) 1.551
500 1.704 1.628 1.6015
2.51
1000 2544 2.527 2.501
92 BFERE
RBERE: 3P NERENESERRNEENE 200K;
REWERE . 3P AERENESEREBESNE 247Ko
RAFEEE (CVR) IRIEFEERE (CV [8)
HE THE(pg/mL)  tEE EREHCVY% B HE  THE(pg/mL)  tEE  BREHCO%
1 20 433.7 155 3.6 1 24 364.5 38.3 10.5
2 20 86.5 7.1 8.2 2 24 83.7 8.6 10.2
3 | 20 20.6 0.8 40 3 | 24 51.0 5.4 105

9.3 INAR[E W=
HARIE, ETMEEMEES. P B3 NRE, HTARVEGFIIITEIMEERD, LRIT:

=St TR ¥{E(%)
e 1:15 89 74-128
Z B
1:30 117 84-132
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9.4 B &{E

M L35

AREFIRL~2mmBYIR, FEFIN10%A4MERY 25-30 mLAY RPMIEFREH, A 2.5 ng/mLASZHELPSHE T 18574 Ko UEEA
B E5E, HIMKRVEGFAYKE/884.0 pg/mLo

AEBEIETIARL~2mmBY R, ERIN10%BE4MER 25-30 mLBY RPMIBBFREH, 10 ug/mL ConARE TIEFR3-4K, WEELR
35, HMAKRVEGFAYKEI584.7 pg/mLs,

9.5 REE

B0 M EENEFLFYODEN  LEAEMREEEBRINODER NEMAINS BN AERE, HiRFEPRABVEGFHRBERN 6.7
pg/mLo

9.6 &tk

AR CR AN ARG, ERREIIELSTAREEER, &MSiENT:
(4BRR LB A TSR RE2(5)

TR ZHpE_E5E
ME (%) 100
1:2
SEE (%)
¥ME (%) 87
1:4
SEE (%) 84-92
¥ME (%) 97
1:8
SEE (%) 88-108
¥E (%) 96
1:16
SEE (%) 87-107
+: BEXE
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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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