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KMSEE:  23.4-1500 pg/mL
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—: 52ER

MEMEEHDFL (VCAM-1) , Rk CD106, B—FEEEER, BT RuREHRRE. VCAM-1HAREFSEMM R4

fRE, SEARKENEAEVIA (4Rl) HBEMER, NSHEMESRS, CHESMHEMARNMARTARTRESHR

X, BEMEEENAMR. DM EERINAR. SMmE R4, Bl (Kupfferdif@) . MR B REERAME, BT
RELESBIVCAM-15h, AT EHAMVCAM-1 (SVCAM-1) » SVCAM-LIEMBHIERS Sfim (MIERRIBHXHA. RN

mzamm%ww B E RN,

D RNEE
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=: FEHENKERSEM

3.1 BEFRY (BI3%2EX450 nmA1630 nmXLES);

3.2 BREES RIS R E Rk,

3.3 etRA (IR FEhisEiR) 5

34 EPE (BTRBIERRIFER);

3.5 KEMSIERE (BFHET);

3.6 I FIEME;

3.7 A FELISASEBAYEUR DTS HN ST (HFEISEINETE), M. Origin, ELISA Calc%,
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m: HF2AD R EF

ER e R Z R K& HE
Microplate FREIMREBITAR - 96 FLIR 87L X 12% |13k
Protein standard PSR - ARTAR 3000 pg/#h 2 #R
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARIZHMITARSER (100 X) 120 uL/x 1%
Sample Diluent PT 4B1 FEAIRRR PT 4B1 30 mL/#R 2
Detection Diluent TUAHERR 30 mL/#R 1#R
Wash Buffer Concentrate (20 X) RIEFTZR (20 X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@EY TMB 12 mL/#E 146
(TMB)

Stop Solution KIERK 12 mL/#R 1R
Plate Cover Seals HRAR 4 5K
&R

1) RABRFERIE2-8°CHRYETHEROTAHET-20°CHRE TFRLE

2: BABRRAFEAIE2-8°CHERTX

3: ERXBYERTNINER,EREER

* AN AR ERATER, SRS ETE
> FERNEREID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIdiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERUREGHFIHITER, S mIs/ER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 f7E: £MARARZERERE 30 minf51000Xg BE/15 min, B EEIBMEAEIRE-20°CHFHK, BeREFRm.

6.2 [M3%: RAIAEDTA FFERTATIRERER(EAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R SRR
(ER: MAMSMNER, RS MARRREHTRM),

6.3 4HRE L35: WERABREIEFTR, 500 Xg Bi0S5 minBY L3E, IZBMEMAEI%E/GE-20°CTF, BRREFR.

6.4 Rk WEERRfE, 1000 XgRi020 min, BX LS, ZEMEASNEF-20°CFR, BRRE KRR
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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 HRPARZIMARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,

7.3 A

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

WL T NRIDEMIIRAFZA1:20008(1:40005%%F; AL LiBHFA1:2801:4%58F,; FRRIFZAR1:1608¢1:320%%%F; H¥m*K
&, MIENEENER TS EUNERN .

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 |.|1'L 500 pL 500 pL 500 pL 500 iL 500 pL

- -
6 ‘

| \ | | [ [ |
.03 \ \ |
®ow YV Y VY U U -

1500 pg/mL 750 pg/mL 375 pg/mL  187.5 pg/mL  93.8 pg/mL  46.9 pg/mL  23.4 pg/mL

Add # pL of Standard
diluted in the previous = 500 pL 500 pL 500 pL 500 plL 500 pL 500 plL
step

# uL of Sample Diluent

2000 plL 500 uL 500 pL 500 pL 500 pL 500 pL 500 pL

PT 4B1
IISd7II "Sd6” "Sd5" "Sd4” Ilsd3II "Sdz“ Ilsdlll
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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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x4

TR

9.1 SR E

0.14

Optical Density

Four Parameter Logistic (4-PL) Curve Fit

T
100

T
1000 2000

Mouse VCAM-1/CD106 Concentration (pg/mL)

2.2 KREE

RARBEE: 3T ARIRENFRERANEENE 200%;
RENEEE: 3T ARIRENFREREEENE 24K

(pg/mL) 0.D Average Corrected
0 8:82; 0.072 -
23.4 06.11573 0.162 0.09
46.9 8:;;; 0.271 0.2
93.8 8:22? 0.44 0.368
187.5 8:;% 0.726 0.655
375 11'.22541 1.245 1174
750 iggg 1.951 1.879
1500 ;:gg 2.64 2.568

RPIFEEEE (CVA)

IRIEWEEE (CV i)

HE YE (pg/mL)  tREE  TREREHCV% BAR WE TYE(pg/ml) EE  TREHRCVY
1 20 654.3 321 4.9 1 24 643.7 36.3 5.6
2 20 156.1 6.9 44 2 24 152.4 8.6 5.6
3 20 37.6 2.7 7.1 3 24 395 25 6.3

9.3 IN#r[o] =

HFAHRE, EmEEREES. B {3 NRE, #17/\F VCAM-1/CD106BINAREUERILE, FRAT:

=it R FI(E (%) SEHE (%)

NRINE 1:8000 95 92-98

4R 5% 1:16 92 85-98

FRA& 1:320 85 73-92
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9.4 & 1E
JNR I/ BRI - RIFBAIAFIR, MR I ROAR AR Aseh [\ ERVCAM-1/CD106 YR

EFie it ¥E (ng/mL) SEE (ng/mL)
NRIMERFZAR (n=16) 897.4 639.8-1914.3
Ri& (n=8) 92.3 ND-184.6

ND*=Non-detectable

4ipp 75
INERBBEIARL~2mmB/ R, FEZRIN10%BA S MERIRPMIEEFER, 1£10 ug/mL ConARIBIFIEFAR3IK, WEMME EE, NVNE
VCAM-1/CD106HIKE#36.8 ng/mL,

INROHETIRR 1~ 2mmBYIMR, TEARINL0%RE4MERIRPMIBBFREFIEFRIR, WM EE, 1llVEVCAM-1/CD106BYRE R
0.3 ng/mL,

INRRREF RS 1-929 (1 x 100 cells/mL) 7EAH10%BAAMIERIRPMIEFEHIES, H5FIMA2.5 ng/mLFI100 ng/mL LPSHIE
3K, WEARE LA, /N VCAM-1/CD106 BURE, 93%5796.3 ng/mLF14.7 ng/mL,

9.5 RE

20N EENEFLFHIODEI LR EINEESTIODES NS HXIWAREE, idFE+/EVCAM-1/CD106KIR
BEN0.3 pg/mL,

9.6 &%

XN AHRRRSREED, EREEIIIELSTIREER, SEHiEDT:
(NER BB ATRSHEREL000E, FRRFFATHERES(E,

/NERIE

90 (%) 100 100 100
e SR (%)

¥ME (%) 98 88 91
e BE (%) 93-100 86-90 88-97

¥ME (%) 97 87 86
e SEE (%) 86-105 86-88 79-96

¥ME (%) 91 83 84
1:16

SEE (%) 80-98 82-85 76-92
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9.7 K=

FIAFIZRERMEIRBIRANEL/NEVCAM-1/CD106, MIAN50 ng/mLUL FAREEF, TRHERN RN,
Mouse:

E-Selectin

Fas Ligand

G-CSF

GM-CSF

ICAM-1

IFN-y

IL-1a

IL-1B

+: ZEXHE
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