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—: 52ER

MEREEKEFDVEGF-D), XE&CfosifSMEKEF(FIGF), 2PDGF/VEGFRMENM—R, EHEMEHE. HEEERMK
EHBERKS, ZaERREH—NEXNERKERZTE, RIS SFEWVEGFR2, VEGFR3F“{2|SE’J§‘7$EPDDIH/I - VEGF-D
BOEATRITHRESIM T VEGF-Co VEGF S 2 HhAIN A K TIBEAEE, 755 A K IEIASN BEMN B AT A TIVEGF-DRiT
FAM, B, VEGF-DRVFDAS I EBAER-IS & A RNF SE %,
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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

L &R i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PEESR - RTRYR 2000 pg/ii |2 3R
'(’le;g;t;“ antibody, biotinylated | ) s oM oR R (100%) ** owE 1%
Streptavidin-horseradish RS IR o

veroxidase (HRP) (100 X) HRPHRICHEEFEMER4ER (100X) 120 b/ 1%
Sample Diluent PT 4 AR PT 4 30 mL/#h 1R
Detection Diluent MAEHER 30 mL/#R 14
Wash Buffer Concentrate (20 X) RIEIER (20 X) 30 mL/#R 1#R
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution 2 J1nic 12 mL/#R 1#R
Plate Cover Seals HRAE 4 3K
EESMY:

1. RABEFNERIE2-8° CE U TERONTBHEE-20°CRHF FERILE

2: BEFBRRFIERE2-8°CIEHRTR

3: BREIISFERHNINER,FREER

* ERN A AR ERETTER, EAdEERTESE
 FEAIEED

B REFEFEM

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 BRES

6.1 M58 £ MARAZSREE 30 minfS1000 Xg B015 min, BLEETEMEERERE 20°CEN, BRE SR,

6.2 M3%: AIFIEDTA. FFESU Bt E R FUEER, FRAREES1000X g BEL5 min, EMERR S 20°CIEH, SR S e
CEE: AFARMAMGTIESR, FRIAMARARE TR,

6.3 AR 75 WNEERRIETR, 500Xg Ei05 minBY LS, MEMEASDEG-20°CTER, ER kSRR
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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.

RN T . AMBAMMREFARL 214, oK. WIENEEFENER Y ESEIIERE,

7.5 BERENIREM:

fERL mLPT 4 HAWEREBITEm, BIEREDNT:

500 iL 500 pl 500 ,u 500 |11 500 il 500 |.lL

— .‘\_\_\_‘____/1 e
Sw VYV VYV YU O =~
2000 pg/mL 1000 pefol 500 pg/mL 250 pg/ml. 125 pg/mL  62.5 pg/ml.  31.25 pa/ml
Add # pL of Standard
diluted in the previous e 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# L of Sample Diluent
1000 pL 500 pL 500 plL 500 pL 500 plL 500 pL 500 plL
PT4
ﬂsd:rl'l IISdﬁ“ r|5d5n Hsdq-rl I'Isd3ll rlsdzﬂ Ilsd-ll'l
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J\: LT E

KEH, FERAFEAEZETE20-30 min (KUHERER. HRPIFICEEFXNERERALTETEHER, DA
BY); E#fTAER. BAURAERFMERN, Eifiesk, 8RR IRNAKE, FRNEF, ERAFRNMEE,
8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
EREFESE (B ERAIFRESHE, REERKIIRE, WRLFTEYE, 5-10 minsThiliF);

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) IBAHIRE GhFRR, BRfEIASBREELHSTL), FRIE, BF;

2) BRI (1X) FiFMRksk, S1350-400 uL, ARG, BiEREETFRS, EERDEUR, BRIVHNRILURIRFZTIE;
8.5 /FLIN100 pL #MFA (1X) (BRIAFIESEEDT.2), HEHIRE, 37°CHEE1 h;

8.6 EESES8.4;

8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BRIRAFIEEENT.3), HE LR, 37°CHFE40 min;

88 EESES84;

8.9 E&:BFLINTMBE&I&R100 pL, 37°CEFE 15-20 min (J1RENBIR%, A& K E BYE), FEI30 min; (RIFZGEK
YRR TR, ERRVENFIINELTESER, MEEE, B7EA);

8.10 &1k BFIMAILKI0 L, BETEEB, KIDRSTMBEERAVIFINF—2 (2 IREBMEZ R REARZLIER);
8.11 BRE: LA630 nmARIERIK, AEHRMYIEA50 nmiBIKIERFLAICEE (ODE). IMAL LRSS minR# TS, EF630
nm RIS, WAJEREMA50 nm IR

812 HiENH: S MIERMFARRODEFRHEZFLAIODE, IKREE L, ETIIE DANEmMBVRE LT, ODENHEL
7, EFR TR (300rigin. ELISACalc) #{TISHINE (4-PL), iRIBHABODEMINELE R HINETRE, UGG
RERFANTNRE,

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 BIEF37°CIFE, Bt
5 [&WLR 100l |0 9%k FERELF
6 | MAZEREL630 nmARIEFE, F450 nmAbUEO0DE, IidiEEINABIE55
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: Rk
9.1 Z2ZfrihE

x4

- (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit . 8283 ? ) ]
g 3125 |1l 0166 0.075
ég 625 |oa3i| 0230 0.139
g . 125 |07 0331 0.240
250 8:22‘6' 0.555 0.465
oo+ - s 500 0"’;39377 0.954 0.863
Human VEGF-D Concentration(pg/mL) 1000 1.599 1501 1501
1.583
2000 ;:;gi 2.321 2.231
9.2 BERE
IRAFEZE: 3INFRIRENEFEATERNESENE 2008,
IRIEWEZE: 3INFRIRENEFEAERBIESENE 247K,
IRAFEEE (CVI) IRIEWEZEE (CV &)
wE  TE(pg/mL)  REE  TERR¥ECV% A WE FYE(pg/ml)  REE TREHRCV%
1| 20 1,028.8 63.9 6.2 1| 24 1,060.9 458 43
2 | 20 240.2 113 47 2 | 24 263.7 135 5.1
3 | 20 56.5 35 6.2 3 | 24 616 32 5.1

9.3 INAR[E W=
REATRIE, ETMEEMEES. P B3 VRE, #TAVEGF-DIIREIMEERD:, LRIT:

E S HREEER ¥IE(%)
v 1:4 98 76-113
18 102 91-113
o 12 111 105-119
1:4 112 87-128
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9.4 & 1E
AR, HNRERARATEIAVEGF-DIRE,

PEZAR A (& (pg/mL) SEE(pg/mL)

AISE (n=16) 232.7 99.5-934.0

A% (n=14) 119.7 62.2-474.6
9.5 RYE

20N EENZFLFIIODEM LA ETEESEINODET MR EEINS B ARERE, thidfl&+H AVEGF-D WREE
59 6.7 pg/mLs,

9.6 LM%

RS EBIMANSRERAVEGF-DER, BEREELNERIMRENE; AMKANNFAFRRRHBREEE, EHEESIELT
TRRESEREMW, SEENT

TR
5918 (%) 100 99
e SEE(%) : 95-102
S8 (%) 118 102
e S (%) 107-128 97-108
S8 (%) 101 110
e SEE (%) 93-112 107-116
A (%) 99 107
1:16
SBEI(%) 87-110 103-110
+: X

1. SAStacker. etal. (2001) Nat Med. 7(2):186-91.
2.M G Achen. et al. (1998) Proc Natl Acad Sci U S A. 20;95(2):548-53.
3. Natalia Davydova. et al. (2016) J Biol Chem. 291(53):27265-27278.
4.YYamada. et al. (1997) Genomics. 42(3):483-8.
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