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BER (OPN), BH#FASPP1, B—MowEEMERD, BT\ BREBLSECANEIEER (SIBLING) Rik. OPNRIIEMEEE
ROBWHERR, METER. MEAR. EMERRMETIEART LRI, OPNEUSCD44MEBESRMEEEFRFEAT SFEYT
2. EABRABNEETEAZHENER, E25RENMRERN. WEAENEEHRR,
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1 g ATRELERE (BRI ENE)
N\== e BIREINF RS LIS, TIATMB
" | T A— Y, WALREREEERES, BMALL
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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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: HF2HD R EF

B TR OB A4S 0 \
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard RS - R 4000 pg/i |2 #R
'(’le;g;t;“ antibody, biotinylated | .o, it ORAER (100X) ** wouwE  |1%
Streptavidin-horseradish HRPARESEESZAZRER (100X) ** 120 pL/% 1%

peroxidase (HRP) (100 X)

BARIER PT4-ag (BFAMB. MR EE

Sample Diluent PT 4-ag 30 mL/#R 21

BER)

Sample Diluent PT 3 BEAHRER PT 3 (AFRARMBIIELR) 30 mL/#R px i}
Detection Diluent TARER 30 mL/#k 1R
Wash Buffer Concentrate (20 X) I TTER (20X) 30 mL/#R 1#R
'(rTeht’Ir;)methylbenzidine Substrate S@Ey TMB 12 mL/# 145
Stop Solution LKIER 12 mL/#R 14
Plate Cover Seals R 4 5K
it ot :

1. RABEFEEE2-8°CHRMA TEFERONAHEE-20°CHRE THFRILE
2: EFBEFEZAE2-8°CEMRTR

3: BRERIERFNILER EREER

* AN AERRTERHITER, ERIEREESR

SRR

B REFEFEM

5.1 BHRRERKIEAAR BRI TMB 28R,

5.2 ERIIIE R, ERFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB AERURRIRFIEITRR, S mIF7IER;

5.4 TEEABEERNEY, WRIMNAFRRZE, REWENZEER, LUREIITEEHRE,

N BERES

6.1 5. £MARAEREE 30 minfG1000Xg B/015 min, B EBIZRMERENEE-20°CTFH, BRREFR.
6.2 M3%: RTAEDTA FFERTATIREREREAHUEST, 174 EE/51000 X g Bir15 min, IZBMERSR D E/F-20°CTEM, B R & 7FRR
(ER: MRS MNER, RS MARRARE# TN,
6.3 4ApE_L3E: WERARRIEFRAR, 500X g Bi05 minBY L3E, IZBMEMENEE-20°CTFH, Bk EFR.
6.4 FR&: WEERRfE, 1000 Xgi20 min, BXEE, ZEMEMSNEF-20°CFR, BRREFRF.
6.5 B} WERFASS, 7£2-8°CHMT1000XgE/015 min, BUEEERD, EEIEIE2IR, TEMERSNERF-20°CHER, BERE
o
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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.

BRI T . AMUEHFZA1:160501:320#8F; AMMIKEFA1:30081:600%%%, REEFZA1:200051:40007%%%; BILFR
1:40000051:800000#%%F; MK, WIBMEENESTESEIENNZ,

7.5 BERENIREM:

KMAMGE. MRS LB, /A2 mLPT 4-ag HARRRERER; WNRBRMEIFR, E/RA2 mLPT 3 H4HmiE

RE Bt Em; BAREINT:
500 ul 300 pl 500 plL 00 pl. 500 upl 500 pl

-y A
== b A N A [ A “ A “ A S|

Sw VY YV YU

2000 pg/ml. 1000 pg/ml 500 pg/ml. 250 pe/aml 125 pg/ml.  62.5 pg/mL  31.25 pe/mL

gdl

Add # plL of Standard
diluted in the previous == 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# puL of sample Diluent
2000 pL 500 pL 500 pL 500 pL 500 pL 500 plL 500 pL
PT4-ag or PT3
flsd?fl flsdﬁfl IISdS” Hqu-ll Ilsdgll Ilsdzfl TISdlll
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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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9.1 Z2ZfrihE

x4

10 5 Sample Diluent PT 3
Four Parameter Logistic (4-PL) Curve Fit
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Four Parameter Logistic (4-PL) Curve Fit
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9.2 BRE

IRARBEE: 3P FERENERERAEENE 200K;
REWEEE: 3P FERENEFRERBIEENE 247K,

(pg/mL) 0.D Average Corrected
0 06?0773 0.072 -
31.25 06.11775 0.173 0.101
62.5 8:;22 0.259 0.187
125 0‘?':’1 0.405 0.334
250 0(')'66334 0.632 0.561
500 8:3;3 0.976 0.905
1000 1:2;332 1.509 1.438
2000 ;i;i 2.171 2.100
(pg/mL) 0.D Average Corrected
0 0(')?0772 0.071 -
31.25 8:122 0.184 0.113
62.5 8:;32 0.278 0.207
125 gﬁi 0.413 0.342
250 8:222 0.666 0.595
500 ig;g’ 1.064 0.993
1000 11'_667: 1.669 1.598
2000 ;:g‘l’g 2.333 2262

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

BA BB THE(pg/ml)  REE EE%E‘:‘&CV%‘

IRIEHEZRE (CV )

1 20 1,000.9 30.3 3.0 1 24 942.4 38.1 4.0
2 20 232.2 104 4.5 2 24 214.7 118 5.5
3 20 54.5 23 4.2 3 24 47.6 34 7.1
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9.3 INAR[E Y X

HARRE, ErEEENERS. B K3 NRE, #17AOsteopontin/OPNRYIIAREIMLERSELS, 45N

(EFieSit] TR RR(EEK )& (%) SEE (%)
R 1:150 97 83-117
AIE
1:300 95 85-107
1:300 90 77-99
A%
1:600 97 89-107
‘ 18 90 84-99
e
1:16 101 88-117
N 1:4000 94 78-112
R&
1:8000 89 77-105
_ 1:500000 92 86-97
1S}
1:1000000 94 88-100
9.4 H¥&{E
MAEEFE, @NAEERH AOsteopontinBIRE,
EFie i) ¥{E (ng/mL) SEE (ng/mL)
A& (n=16) 20.8 12.2-28.3
A (n=16) 1034 28.1-252.9
R (n=8) 1446 47-5308
% (n=6) 232496 70066-373475
MBS

TEE10%BBFME. 2.5 MM L-AagEAR. 100 U/mLEEEMNL00 pg/mLRERE S ZADMEMIEFEH IS A T4 =4
HepG2, WiEE4HRE L&, il AOsteopontinfiREH325 ng/mL.

TEH10%BFMAE. 2.5 mM L-ARERE. 100 U/mLBEZENL00 ug/mLERERIEE ZAIDMEMIBFEHIZF ABHR M 4Hpe
A431, WeEEHRRR B, I A OsteopontinBi&kE/0.67 ng/mLo

g

9.5 R E

20N EENFFLFIIODEM LA ETEESEIFODET M EEIAS B ARERE, it AOsteopontin/OPNEYR
BEN 1.85 pg/mLo
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
(NMEMMIRAF ATRSIHREB0ME, FRRIFATSCHIEL0001E, SFAFAFSTHRE200000)

A Al 4R b5 . -
RSN (HABRRPT4- (WABRRPT4-  (WAHRRPT 4- HATERPT 3) (RAREEPT 3)
ag) ag) ag)
918 (%) 100 100 100 100 100
H SEE (%) - g : - -
(& (%) 115 106 107 102 104
e SEE (%) 112-119 102-110 101-112 95-108 101-107
HME (%) 122 111 119 102 102
e SEE (%) 116-126 108-115 110-123 94-109 93-112
(& (%) 103 111 114 102 100
o SEE (%) 93-109 100-117 111-120 83-124 90-119
+: &2EZ Mk
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