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REE: 0.8 pg/mL
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Nectin-4X#FPVRL4, B—MIEEREER, BT RRIKEBFMI D Frectinl ik, S55EFIFKHIELAOERM. Nectin-
ANBEIMENTE 3N RBIKE RSN (VEIF2ANC2AYE ) , MRYMEMIS AT E R /KRTIR], B rlaR .
Nectin-4iEid R ERImH RS SafadintBE(ER, FELVEISAEEER Snectin-1/PRRIRIHEE(EH. Nectin-4 225K
FMNZE, Nectin-4TE AL ST MBI ERE, HREERASHEHENFRIGEHEX,

— KR

*

TURSHAT B TIRL, PIEEHIRERY

— Detection antibody W, MBEREA, BRI RERTE
(HRP-conjugated) . _—
WAIES (HRP) ARCHURIIAIING, 15
Antigen — @ SERPMFELE Y. EHRPRICT, 1
. REBRE (TMB) HRYIAREEEL
T -Capt
— antibody B, INAILREES, SRAERE5EE
e R BEBAEL. WEFENA50 nm, KER
antibo
TR ;o K630 nm,

=: FEHENKRSEM

3.1 BBAHMY (AIRER450nmAI630NmIKEK) ;

3.2 BREEBRER R R0k,

33 RA (FREIFEER)

34EPE (BTFHBILERKIFR) |

3.5 KEMSEE (BFEF) ;

3.6 RIFFIEME;

3.7 BFELISASERAVEUR TSt HNG G (EEFSEINEIE) , W0 Origin, ELISA Calc%, tAIfEAProteintech AE]%
TR https: //www.ptgen.com/products/elisa-kits/;

3.8 MFLIRIERIR 728
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m: HF2AD R EF

ESEt S s 58
Microplate FREIMREBITAR - 96 FLIR 8FL X 12% (1
Protein standard PR - RTRR * 2000 pg/#R (2R
Capture antibody (100 X) HRiaRGE® (100X) ** 60 uL/EB 18

Detection antibody, HRP-

oA AR 4E X) ** 15 5
Conjugated (100 ) HRP tRiZkMTAR4ER (100 X) 60 uL/& 18
Sample Diluent PT 3-ef BEARERER PT 3-of (AT AMEHMMIRIFZ) 30 mL/#R 1R

R 4 B R RARR . \
Sample Diluent PT 4B1 Ii;!j?‘ﬁﬁﬁz PT4Bl (T4 LA, FRRFABREHERR 30 ML/ 145
Detection Diluent MEERER 15 mL/#R 1R
Wash Buffer Concentrate (20 X) AGESER (20 X) 30 mL/#R 1R
Extraction Reagent R 15 mL/#R 1ih
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)
Stop Solution £IER 12 mL/#R 1#R
Plate Cover Seals HRER 45K
fEEFRHE:

1: RABRHFERE2-8°CHMA THFMOTNBNEE-20°CHR A THERLE
2: EFREFZAE2-8°CFMTR

3. BREWHIEAMIITER EREER

* AN AR EmATER, 1374880, ERIEEE~ESR
* FERIEEO

h: LRATFEM

5.1 B R ARIEMAR I ER UK TMB 2ER;

5.2 ERIndiER, ERFEIOAMFESE, WKER, FE, OSHPEE;

5.3 BB AERURIATIETRER, SHFmIs7IER;

5.4 EEABEARVEY, RFLMNAFRZE, RESWENREER, LURSITEEHE,
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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 M3%: RAIABEDTA. FFERTUTIREREREHUEST, #r4sR & /51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(CER: MAMSRMNER, RS MARRAREHTRM),

6.3 4AfE_L3E: WnSERRIEFTAR, 500X g Bi05 minBY L&, IZBMERMEIEE-20°CIF, #RRkEFR.

6.4 FRI&: WEERKIE, 1000 Xg&:020 min, BXEE, ZEMERASDERG-20°CER, ERREHRR.

6.5 ARERARR: WERARRSE, A2 (2-8°C)BI1 X PBS%3/R, 500 X g&i5 min. 4RI, B0 LiE; IMPMSFEZRRERARR
h, ZIRENL mM;IRE1X10 "IN, IINL mLZEREZARR (& PMSF), 7k L3230 min, Hisl - FEMEIERRE 7S, BN
FFALIE, 8000 X g-10000 X gB5/0v5 min, B & L&, 93 f5-80°CTF, HABCARRRENE XN @NESERRE, #ERE
R

+: AFESR
7.1 Rk (1X) MRS
MBFER 20X) BREM, 3T°CNAERELEEMR, RL20HBREHETHRE G0 mUREDSHR 20X) , A
570 mL BAKHEB TR, BEILXEHR.
7.2 ERER (1X) WS

EFENEL, SRR ERES IR 100 LAIFRERZIA—SHRRT, BHREIFRENIER. FI: 1§50
ULEEHTARER (100X) F150 uLIFTARER (100X) AN 4900 ULFARRER, SEABSIRL X FERS R,
7.3 R
TR A RN ATRRRETHE, BARERELN12, e MEAILFRSMNEARRR2S ul.
MBHASMEBIIFHESSTE, TEHAt—SFREERTRR, SRAMNGIEDTATHTER, FREANHERENE
BT e
BRELEENT: AIEMMEHALRLARE, S DERALARLSHERE,; RREASL168132HE,; MNEMRREAL505
L100FHE; HEMRE. AMBNEENER T SHENRE,
7.4 BERBRIITESR:

510
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OMAMBMMEEA, B2 mLPT 3-ef FAHRREAER; WA LS. RRMRRAERIFR, B2 mLPT4B1EFA#HRE
RE AR . BIARIENT:

500 pL 500 pL 500 pL 500 pL 500 500 pL

| R R R R
e Y Y U U

1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5 pg/mL 31.25 pg/mL 15.6 pg/mL

Add # pL of Standard
diluted in the previous — 500 pL 500 pL 500 uL 500 pL 500 uL 500 pL
step
# uL of Sample Diluent
2000 pL 500 uL 500 ul 500 plL 500 ul 500 plL 500 uL
PT 3-ef or PT 4B1
||Sd7|| ||Sd6|| ||Sd5|| ||Sd4|| ||Sd3|| ||Sd2|| ||sd1||

J\: RETE

KEF, FERMFHRANEZEFHE20-30  min (HERVERERMHRPIFCEUNERERFFTEFTHERE, BNAEP
B) ; FE#HTIRER BERURAERFMERN, EHe Sk, B IR ARE, AR, AR R

18

8.1 IRIESLILAE, MLFERIIBEITRSE, MRRFMATIENBNBBEREHGFEFRTAC, HF—RAZRAR;

8.2 M#E, DANEZFLAREFL T AFL SFUINFAERIRS0 UL, RILD IS ERBRANERSEEUFEAS0 uL/fl, =
FEFESE (BnEREAERHMET, RESRLWIRE, WRLEAFRERT, 5-10 min SR ;

8.3 B|FLINS0 pL HMEEER (1 X) (BRIAFESEHT.2), HLIRE, BEIK%28 £37°C 400 rpm HE 1 h (BEEIEERS

28, WP BREN3TCEERS2h) ;

8.4 ik

1) BAERE GHEFER, BRMEIASERIFEHSBEI) , FRE, BF;

2) FOFRR (1X) FERSE, SFL350-400 uL, FFGE, RERERTIRE, EERDEIR, BRRVENRIL;

8.5 B&EIEFLIMTMBE&&100 uL, 188K 728 £37°C 400 rpm F¥E15-20 min GQIRENE %, oliE S K E EYE, il

30 min; RFEEERVEZLTEORS, EBRYEINEFNELTESEN, 1686, BH7ER) ;

8.6 &lb: SFLMMALLRIO0 L, BBETHEEB, KIERSTMBEERNMFEINF—2; CIF: IRFBMRKES EHRIER)

8.7 1R¥E: LA630 nmARIERI, AEBIRHMIE450 nmiINER LAV ZE(ODE). MALLERIES minR#H TIRE, EF630 nm
B, WRTERMER450 nmigKiRe;

8.8 R B MIEMNFRBIODEFT REZFLBVODE, KREE fL, EFIYE, DAEMBREIELAR, ODENIALT,
EALT WG ((Origin. ELISACalc®) #HITIUSHING (4-PL) , RIBFANODERIVEMSERNERE, FRURREIHS
BB SEMRE
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TN 50 pL e it B A 20 AL

AV
LI 50 pL PRI A

v
37°C 400 rpm ¥ 1h

AV 4
HEFLANN 400 pL Wash buffer ik 4 ¥

AV
#H4LINA 100 pL TMB

N g
37 °C 400 rpm I 15min

4
SEFLIN 100 pL £ 1E3 ) 15

710
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9.1 Z2ZfrihE

x4

Sample Diluent PT 3-ef

Four Parameter Logistic (4-PL) Curve Fit
£ 14
>
=
L
a
=
23
k=
§o1 4

0.01 T T
10 100 1000
Human Nectin-4 Concentration (pg/mL)
10 4
Sample Diluent PT 4B1
Four Parameter Logistic (4-PL) Curve Fit
.
£
@»n
: 2
a R’=0.999
b
01 4
0.01

10 100 1000
Human Nectin-4 Concentration (pg/mL)

9.2 BRE

IRPBEE: 3P FERENFRERAEENTE 8 'X;
RIEHERE: 3P AEARENFRERBEZENTE 16 Ko

(pg/mL) 0.D Average Corrected
0 ggﬂg 0.0117 -
15.6 gzgggg 0.06505 0.05335
3125 | o ﬁ;i 0.12035 0.10865
62.5 ggg 0.22335 0.21165
125 gﬁ;g 0.42065 0.40895
0 | %] %6 0.7613 0.7496
500 g%g 1.3541 1.3424
1000 ;:Zgg 22578 2.2461
(pg/mL) 0.D Average Corrected
0 06?011762 0.0166 -
15.6 8:3;5 0.07765 0.06105
31.25 g:g?i 0.13715 0.12055
62.5 8:;2% 0.25825 0.24165
125 8:2322 0.4848 0.4682
250 gzg%g 0.88005 0.86345
500 igf’é; 1.55575 1.53915
1000 22'.‘2?2? 2.43745 2.42085

RAFBEE (CV)
BA WE HYE(pg/mL) FEE TREHCV%

IRIEHEZRE (CV )

BA BB THE(pg/ml)  REE EE%E‘:‘&CV%‘

1 8 515.5 30.8 6.0 1 16 496.1 29.5 5.9
2 8 1223 38 31 2 16 119.6 4.1 34
3 8 36.7 11 3.0 3 16 35.6 1.5 4.2
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9.3 fntx el Z
REASTRRYS, TEITESEEMEER. B @3 RE, #1TANectin-4BTIMTEIMRSL, LRINT:

EFieSit) RIS EE (%) SEE (%)
1:8 111 108-117
PNk
1:16 111 103-115
1:16 111 98-119
HpE_E5E
1:32 106 100-116
1:64 101 97-106
R’
1:128 100 98-104
1:200 111 102-127
ARSRR
1:400 103 102-106
9.4 HF&1{E
A3 /R - MAAREFE, RNAmEZMREEDRH ANectin-489KE,
JEFieit] ¥91& (pg/mL) SEE (pg/mL)
AIMM#FAEZA (n=16) 475.0 270.6-881.1
R&EHEDS (n=8) 7411.8 559.2-16887.4

M _E5F - MCF-7T AZLBREARRE 2 10%BF 5. 2.5 mM [ -A&EERZ. 100 U/mLEEZHEM100 pg/mLREL B ZRIDMEMIEFT
BEohiggr, WEMAR LS, H1MANectin-4B1REN2718.5 pg/mbs

MR R
ANectin-4 (ng/mL)

MDA-MB-46 8 4RI 3 38.1 1.9

MCF-74Hf SRR 17.6 1.2
9.5 RYE
20N EENEFLFHIODEM LA ENEEFEIFODET NN ERZLIAS B ATRERE, hidflEH ANectin-489T8E 0.8
pg/mLo
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
(ZBRR LB AT RE2(E, RIRIFATISCHIESHE, ARAMRRIF AR5, )

Al pE LB FR& MAEERR
(FEAIRRRR PT 3-ef) (HFEAIHRER PT 4B1) (FEAHBRER PT 4B1) (FEAHRRER PT 4B1)
' HE (%) 100 100 100 100
- @ ) |- . - :
BE (%) 109 102 100 102
H SEE (%) 101-118 85-120 97-104 97-107
BE (%) 121 103 99 98
e BE (%) 114-127 91-114 95-104 84-112
BE (%) 104 103 92 98
e BE (%) 100-107 92-114 87-98 80-117
9.7 /R
FIAFIZERMIRFIRIATMEL ANectin-4, MA50 ng/mLUL TS T, TEBERX R,
Human:
IGSF4A/SynCAM1
IGSF4B/SynCAM3
IGSF4D/SynCAM2
Nectin-1
Nectin-2
+: SEXHE

1. Reymond, N et al. The Journal of biological chemistry vol. 276,46 (2001): 43205-15.

2. Fabre-Lafay, Stéphanie et al. The Journal of biological chemistry vol. 280,20 (2005): 19543-50.
3.Barron, Martin J et al. Human molecular genetics vol. 17,22 (2008): 3509-20.

4. Miihlebach, Michael D et al. Nature vol. 480,7378 530-3.

5. Bouleftour, Wafa et al. Molecular cancer therapeutics vol. 21,4 (2022): 493-501.
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