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RYE: 0.10 ng/mL
KMSEE:  1.56-100 ng/mL
FA & AFIZATFESRNME. MK, MESMERURABRRRRRENEVE-cadherin/CD144KE

FEmNATHFRR, NMERTIRRIZET
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BHAR—MERIEERD, NSIOKMITAR-MIELN, EASERARENSEAIEEEEIFM. MERRAEMER (VE-

cadherin, X#fCD144) BMAINERRETE LLHTGHENRR. ERFUEMRATARAR, THERNRPNSERE

kMY, VE-cadherinfEBARMIRA R EEMIEG M ERNRKRS B ML EEERIEA. tIh, VE-cadheriniEH3iERRRE I 4 A4

B,

- % M 52 38
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OO0 Y ,
Q00O 666
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) ¢ ARFARLERE (B EEITHRP)
Y e - S
IREIME a0 ERE, TIANTMB
eEHe Y, WRFLRERTETRES, BIMALZL
. N AR— BRI & G B TR E B,
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‘]r o e
lalils)
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=: 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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m: HF2AD R EF

XA e i 58
Microplate FREIMREBITAR - 96 FLIR 8FL X 12% (1
Protein standard PEESR - RTRYR 200 ng/#h 2
chrﬁ?uc;iaotr;jr(];i:gi);, HRP HRPARIZH MU AREER (100X) ** 120 /% 1%
Sample Diluent PT 3 BAHER PT3 (BT NRIUEMIIERE) 30 mL/#R 1R
Sample Diluent PT 4 BAREER PT4 (AT NERBRELR) 30 mL/#R 1R
Detection Diluent TUARRER 30 mL/#R 14
Wash Buffer Concentrate (20 X) RIESER (20X) 30 mL/#R 14
Extraction Reagent RIER 30 mL/#R 1R
(TTeh;r;)methylbenzidine Substrate S@Ey TMB 12 mL/4E 145
Stop Solution KIER 12 mL/#R 1R
Plate Cover Seals HRAR 4 5K
fEEFM:

1) XRABRANERIE2-8°CHRY TFMONAHEE-20°CHERH TERLE

2: BEABRENIZAE2-8°CEMTR

3: ERXBHERTNINER,EREER

* RN AR EmATER, ERTESRTETR
&AL

h: LRAETER

5.1 BRERKIEMAILRUKRTMB B8R,

5.2 ERWIREF, FRFEMNABPES, NXKR, FE, ASMNIFEE,

5.3 BB AREHURENAFIHITRA, JHF @IS0,

5.4 IEER BRI, RFALMNEFRZG, 1§E30WHISERER, MIRESmHEHE,
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N BARES

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERARDEG-20°CHER, Bk EHq.

6.2 IM3K: ATAEDTA FFRSTIERERELE LT, ARAREE/G1000 X g B/ 15 min, ZBMEASIHE/E-20°CTFM, B Rk 2%
(CER: MAMSRMNER, RS MARRAREHTRM),

6.3 ARERARR: WERABRRSE, A2 (2-8°C)BI1 X PBS%3/R, 500 X g&i5 min. 4RI, B/0F EiE; IMPMSFEZRRERARR

, ZIRENL mM;IRE1X10 "N, IINL mLZEREZARR (& PMSF), 7k L3230 min, Hisl - FEMEIERRE 7S, BN
FFALIE, 8000 X g-10000 X gB5/0x5 min, B E L&, 93 fE-80°CTE, HABCAZRRRENE XN @NESERRE, #ERE
R

6.4 BRKMRR:

1) ERTULHIL X PBSEFRAR, WF 7K /E, B TISHE, INEERRERR (MPMSFEZRRF, ZKREN1 mM, §100 mg
ALRMANL mLIRAER, TRFEAFBEITNNL);

2) BIBBFULIIBLIKEER, SKL920-30T. IRMRESMEEEMNABRLAER, FEARKBRRFRSRREEFHRTE, F
BiTAL;

3) 5J3%20-30/R[FER492-3 ULABREAAR SR BBTERI A EHERRERE TR, NN ZBREZ A IR s e BB RRRAZA, W BRZBRE()
e, WNRBT0-80%NMITIZE M TTHEMRAS, RBARELT R, W#EHTF—P L, [N, JFSIK10-30%
BRI EDI0%E LM,

4) ZBREEKEF/E8000Xg-10000 X gBS min, 3B _LF, %/5-80°CHEH, HABCAZERRENEXHENE SEQRE, &R

R E R

+: WHNES
7.1 %K (1X)
MRFFR Q0X) BRETE, 3T CIMAERESENAMR, RI20HRMEHHTHRE: B30 mLRGLEER (20X) , A
570 mLBAKSERFK, BEHEER 1X) o
7.2 HRPARIZE MR (1X)
SRR, RL100LLFIHTHE, HRERIRIEMIITE LIRS ERE (100 uL/Fl) , KRFRECHIBY R 2 E0%10.1-0.2
mLo 4010 pL HRPARZAIHMASREER (100X) 10990 UL FiikR B R H( TS, BEES.
7.3 FFRNEEA:
TERIEAE AN AFERRHTRRE, NREQIERIITHRSTE, AT ENHEREEHTRR, R
RO MIES FATESEER, FRERHNHREHRE BT,
BRLEEFN T DRIUEMMRIEARLAHL SRR, MERIFALSHL16MHRE; HARE. BMIBNEENERITESBUIMERZ

7.4 BEBBENRER:
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S NRIMEFMERFER, FH2 mLPT 3IHERERREBINER, WNRMARER, A2 mLPTAERHERRESIER. EEIRME
W
500 pL 500 pL 500 pL 500 pL 500 pL 500 pL

e | ‘I ‘ / "‘t / \ 1' \ / \ /
8 Y U 9 U i

100 ng/mL 50 ng/mL 25 ng/mL 12.5 ng/mL  6.25 ng/mL  3.13 ng/mlL  1.56 ng/mL

Add # pL of Standard

diluted in the previous = 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# pL of Sample Diluent
2000 plL 500 pL 500 pL 500 pL 500 pL 500 plL 500 plL
PT30rPT 4
Ifsd7ll "SdG" I!sd5l! Ilsd4ll I!sdall Ilsdzl! Ifsdill

J\: LT E

KRE, RERAMRBANEZEFE20-30min (HRPIFEZEMAERERFIREFEHER, AN ; EHTIRE
may FALRAEEFIMER, Eifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE,

8.1 RIEKILAE, MEFTEMRINIITRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRR100 UL, RFLDF IS ERRAANERBERNAFEZA100 pL/FL, >F
EAEFESE (BWNERMEREBET, REMEIEIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 EtrikE LR, 37°CHFE2 h;

8.4 ik

1) BAHRE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFRR (1X) FHRF, SFL350-400 uL, #FE, BERERTIRE, EERTEBAR, BREVENMRILUNRFTIE;
8.5 &FLiN100 pL HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 2&:ZFLMTMBE&ER100 UL, 37°CEEE 15-20 min WNREGBHR%, FHEZEKEBETE], FBiF30 min;(RFE®
IR TFRCRTS, ERRYENFFINELESEN, WEZe, B7ER) ;

8.8 &ik: BFLMALKIOO L, EETEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 3K LI630 nmARIERIK, AESIRIE450 nmiBIKNIERFLAICEE(ODME). MIALLLKRES minR# TS, E7630 nm
B, WRTERAER450 nm RIS

8.10 #iENHT: S MIERMFARRODEFRHEZFLAIODE, IKEE L, ETIYE, DANEmMBRE NEEIT, ODENHEL

15, ERATERHE (WOrigine ELISACalcs) #H{THNSHIME (4-PL) , RIEFANODEMINEMLAHRELINGRE, TRUFFE
BIREIF AN TNRE,
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BIEREBEWT:

A=)

TEARIRER

WERE

1 |[fREmEEFER 100 pL 120 3% N BIRE37°CHE

2 |HRPARIZEMTA (1X) 100 uL 40 5% 4R BIEE3T°CHE

3 EBTMB 100 pL 15-20 Sk SR ER BIRE3T°CIHE, Bbe
4 |ARIbR o0puL |0 5%k FRER =

5 | MMAZLEREL630 nmARERK, 7450 nmibNEODE, i INAEE55 1

.
9.1

R

ZirthE

N

Sample Diluent PT 3
Four Parameter Logistic (4-PL) Curve Fit

R*=0.999

Optical Density

1 10 100
Mouse VE-cadherin/CD144 Concentration (ng/mL)

10
Sample Diluent PT 4

Four Parameter Logistic (4-PL) Curve Fit
e

—
1

R?=0.999

Optical Density

e
s
I

[ ]

0.01

1 10 100
Mouse VE-cadherin/CD144 Concentration (ng/mL)
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(ng/mL) 0.D Average Corrected
0 g:ggﬁ 0.06365 -
1.56 8: gig 0.1965 0.13285
3.13 09'2289697 0.29285 0.2292
6.25 8:2;2;‘ 0.48935 0.4257
12.5 09'7855545 0.80475 0.7411
25 3??; 1.3007 1.23705
50 12.;30828‘; 1.95645 1.8928
100 2.25'2 | 25758 2.51215

(ng/mL) 0.D Average Corrected
0 8:8?22 0.0365 -
1.56 gzggz 0.13365 0.09715
3.13 g:;-’l’ii 0.22665 0.19015
6.25 géﬁgi 0.41925 0.38275
12.5 g:%gz 0.74005 0.70355
25 iggg 1.2801 1.2436
50 ;:;ggg 2.0799 2.0434
100 ;:gggg 2.55385 2.51735
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2.2 KEE

RARREE: 3T FRIREFREIRNEENE 8 'X;
RIEWEE E: 3T ARIREFREIRIEESENE 16 Ko

IRAFEEE (CVI) IRIEWEZEE (CV &)

BAR #E THE (hg/ml) IEE BAR #HE  FIYE (hg/ml) IEE
1 8 55.36 2.37 4.28 1 16 55.22 2.61 4.72
2 8 12.71 0.40 3.13 2 16 12.70 0.64 5.04
3 8 6.48 0.30 4.56 3 16 6.56 0.35 5.40

9.3 N#r[E]Ug =

BAHREE, EAMHEENEES. P {3 KRE, #1T/EVE-cadherin/CD144INAREINERLL,, LRI :

EvieSit] R TIIME (%) SEE (%)

NRIME 1:32 98 83-107

AR 1:64 92 84-96

9.4 B AME

INRITE - MAASIHTE, RN NRinEEAH/ N RVE-cadherin/CD144R9KE

EFie it ¥HE (ng/mL) SEE (ng/mL)

NRIMERFZAR (n=16) 157.57 130.70-179.51

Aha /AR RR R

/NERVE-cadherin/CD144 (ng/mL)

bEnd. 34 RARR 280.01 1.30

NEBIARERR 455.59 8.40

INROBEBLR SRR 397.57 7.10

/NERPRRELRR SRR 371.22 6.40
9.5 REE

B0 EENEFFH0DEIN EREINEESZIFODET N MEMLLINES HXIWASKEE, tidfE+/\FVE-cadherin/CD144
B RBE/90.10 ng/mLo
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
UNBRIMEFATCHRRE2E, MERRERTEHRRAE, )

NERIME

¥ME (%) 100 100
e EE (%) : -

E (%) 107 100
e SEE (%) 98-117 95-105

¥ME (%) 111 90
e BE (%) 102-119 86-95

¥E (%) 112 101
1:16

SBE (%) 109-116 94-108
9.7 {521

FAFIZFFMIRAIR A ELR/ VB VE-cadherin/CD144,

+: ZEXE
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2. Lampugnani, M G et al. The Journal of cell biology vol. 118,6 (1992): 1511-22.
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