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RYE: 0.24 ng/mL
KMSEE:  0.78-50 ng/mL
FA & A2 AT E SN RERFE ANectin 3IRE

FEmNATHFRR, NMERTIRRIZET
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EREEAS3, WRMACD113, BARKMD FEREAKKN—R. MR- A HFAIHDEEN TR PEE EXEENF
A, X TERFBRATREMEMARRIEERERE, Nectin SRTLIZARIREMZMEMEE R, XERECALLES B CREMER
F|EEREMSR, WNectin-2, XEREFANTARTE. ARABNERARLCHFIEFEER.
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=: FEHENKRSEM

3.1 BEHRY (FT35EX450 nmA630 nmIGEK);

3.2 SHREEBRB N —RUEREEICXK,;

3.3 AR (IREIFahisEtR) 5

34 EPE (BTFHBIRAERKRIEL);

3.5 K EMSEL (BFIET);

3.6 BT FIEMRE,;

3.7 BFELISASE SR AT RR IS TG (FFINSEINS 5 7E), 90 Origin, ELISA Calc%,
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m: HF2AD R EF

HXAT B i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard ot - RTAR - 100 ng/i#i 2R
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARIZHMITARSER (100 X) 120 pL/z 1%
Sample Diluent PT 5-ef FFARMTER PT 5-ef 30 mL/#h 1#R
Detection Diluent TUAHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) I TTER (20X) 30 mL/#R 1R
Extraction Reagent R 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution £IER 12 mL/#R 1#R
Plate Cover Seals HRER 4 5K
R A

1! RABRAFEEIE2-8°CHFH THERONAHET-20°CHR L TEFRLFE

2: BARRAFIEAIE2-8°CHERTX

3: BRXBYERHNINER,FREER

* FRANNAEARRRITERETES, EAMEREFESE
* HEIESO

R REFEEFEM

5.1 B RRRIEMAIER AR TMB E&R;

5.2 ERIEER, FRFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB AERURIRFIEI TR, S mIF7IER;

5.4 TEEABERNEY, WRFMNAFRRZE, REVINZERER, LURSIITIEHRE,

In: BERER
6.1 MEASYRTR: UREEARRAIS, FITIS(2-8°C) ML X PBSHE3IR, 500 X gBEyS mino 4BRATHEL, BB 3 ; P MSF E4RMn sk

o, ZGREAL mM;IRE1X10 TN, AL mLBRERARR(SPMSF), 7k £330 min, Hial - FEEERBE RS, B8R
FhEALER, 8000 X g-10000 X gB:05 min, 78 L&, 24/5-80°CHER, HABCARRRENE X2 NE REERE, #ERE
/?Emﬁo
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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 HRPiRIZKWHE (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, #0110 pL HRPARZIMFIARZE®R (100X) 70990 uL HiikmRm#TE S, BZRES,

7.3 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

RN T . AREEMRRIFA1:50801:100%%%; HFmRE. LIEMEFINESIRESENENNZ.

7.4 BEBRENIEM:

fER2 mLPT S-efff SRR E AR Em, BIEREOT:

500 |1, 500 EL 500 pL 500 pl 500 Ef, 500 ul
s S T R o s B o e S B (N
s YV U VU y

50 ng/ml 25 ng/mL 12,5 ng/ml.  6.25 ng/ml  3.125 ng/ol 1. 563 ng/ml.  0.78 ng/mL

Add # pl of Standard

diluted in the previous — 500 pL 500 pL 500 pL 500 pb 500 pb 500 pb
step

# plL of Sample Diluent

2000 pL 500 pl 500 plL 500 pk 500 pl 500 pl 500 L
PT 5-ef
"ed 7" g [ "ed5" "sd4" "sd3" "sd2" b= B
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J\: LT E

KRE, RERAMBANEZEFE20-30min (HRPIFEZEMHAERERFIREFEHER, AN ; EHTIRE
may BFALRABEFIMER, SEifiesk, SRR 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
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 HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 BESFLINTMBE®EK100 uL, 37°CEHEE 15-20 min QIRENER%, PIEHEK E B8, FEI30 min,(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 33K L1630 nmARIERAS, FESHRHMYAEA50 nmiB B R FLBIEE (ODME) o AL LERIFS minfA##1Ti5EK, £H7630
MK, BAJEREMRA50 nmik IR

8.10 HiENH: S MIERMFARRODEFHEZFLHIODE, IKREE L, ETIIE DANEmMBVRE NEEIT, ODENHEL
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=N TTERIRER BeRE
1 | PEREEFA 100Ul [120 9% 4.; BEE3T°CIHE
2 | HRPARIZEMGUA (1X) 100 uL |40 9% 4R BEE3TCHE
3 |E&TMB 100l [15-20 /% TEEHA BEG3T°CHE, Bt
4 | &R 100 UL [0 72%F FRELF -
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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: Rk
9.1 Z2ZfrihE

x4

0 (ng/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit 0.0465
0 0.0429 0.0447
0.1396
2 0.78 0.1346 0.1371 0.0924
5 0.2364
% 1.563 0.2248 0.2306 0.1859
2 0.4062
£ 3.125 o309 | 04026 0.3579
0.7328
6.25 0.7091 0.72095 0.67625
1.2245
12.5 1.21735 1.17265
0.01 - X " P 1.2102
Human Nectin 3 Concentration (ng/mL) 25 1.9974 1.95445 1.90975
1.9115 i i
2.752
50 2.7029 2.72745 2.68275
9.2 REE
IRABEE: 3T ARARERNFAEIRAEENTE 8 'X;
IREHEEE: 3T ARIARERNFAEREIZENE 16 Ko
RIEEE (CVA) IRIEWEEE (CV i)
A BE FYE(hg/ml) EE ERRECV% HA& HE FYE(ng/ml)  tREE ERFRIRCV%
1 8 24.13 2.32 9.63 1 16 22.56 3.08 13.64
2 8 5.96 0.46 7.67 2 16 6.16 0.56 9.12
3 8 3.01 0.29 9.717 3 16 323 0.36 11.16

9.3 INAR[E W=
REATRIE, MEITASEEPMEES. P B3 NKRE, #TANectin SMIMFEINESL, SLRITT:

EvieSit] R TIIME (%) SEE (%)
SRR 1:100 96 90-106
9.4 H&1E
MR &
A Nectin 3 (ng/mL)
HCT116 ZHREERR 29142 4.30
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9.5 REE

A0 EENZTFL FHIODEN LM EREEREIFODET NNEMAIAS B NATREE, HiHFZH ANectin 3RREEN0.24
ng/mLo

9.6 £k

X NAF AR RS, EREEIEIIERTIREER, SMEHiEDT:
(BRI TSR RR251F. )

PRBIETR \
91E (%) 100
1:2
SEE (%) -
& (%) 99
1:4
SBE (%) 84-114
¥(E (%) 118
1:8
SEE (%) 114-121
¥ME (%) 121
1:16
SEE (%) 121-122
9.7 %5 5%

FAFBIFRMIRBIRATIELE ANectin 3,

+: ZEXE

1. Satoh-Horikawa, K et al. The Journal of biological chemistry vol. 275,14 (2000): 10291-9.
2. Harrison, Oliver J et al. Nature structural & molecular biology vol. 19,9 (2012): 906-15.
3. Takai, Yoshimi et al. Cancer science vol. 94,8 (2003): 655-67.

4. Devilard, Elisabeth et al. PloS one vol. 8,10 e77424. 7 Oct. 2013.
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