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PiESEER, WMASELP. GMP-1408(CD62P, B—HEEIEEER, PIMSEUNARARKIIVRS BAREEFHE. E2—
D F, SE5ERE. MEERMNMELAEFIRE, PEFREETI/IVREIo-FHA AR Weibel-Palade/) AR, TEARREH

AEEERR, PEFRRBDERCEMRRE. FLAEPERRRM/) VR AR EHE MK PIET,
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3.1 BEHRY (FT35EX450 nmA630 nmIGEK);
3.2 SHREEBRB N —RUEREEICXK,;

33 BAKHEBFK;

3.4 AR (IREIFahisEtR) 5

3.5 EPE (BT HBIRAERKRIEL);

3.6 K EMSEL (AFIET);

3.7 GAFFIERE,;

ik

BHKRE

SRS RIS

HRPEZIDEE @ R AnE

THBER

2k

AR EOLERE (KRNRERZEYR)
RIREIRF R RUAR O, TIANTMB
¥, RAKEHEBERER, BIMALLE
RRAET B BEHITRCEENE,

3.8 100 mM PMSF (phenylmethanespLfonyl fluoride) &% (1 g PMSFATST mLERES), HFAEEREAF;
3.9 A TFELISARIHEIR A VSITHINE T (EFNSEINETE), W: Origin, ELISA CalcZ,
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: HF2HD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96FLiRk 8FLx 12% 11R
Protein standard PEESR - RTRYR 4000 pg/#a |2 7R
Detection Antibody (100), EMEITTRIAARER (100X) * owE 1%
biotinylated

Streptavidin-horseradish RS IR o

peroxidase (HRP) (100 X) HRPIMSHESFMERGER (100X) 120 L/ 1%
Sample Diluent PT 1 BEAERR PT1 (AF/ ) RIEMMREFL) 30 mL/#R 2R
Sample Diluent PT 4 BARRER PT4 (ATALSMRRIELR) 30 mL/#R 1R
Detection Diluent TUAHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) RIETTER (20 X) 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 THERONMNAHET-20°CHR L TEFRLFE

2: BEARRAFIEAIE2-8°CHERTX

3: BREEYERFTNINER,EREER

* AN AERRERATER, EATESRTETE
* FERNEED

R REFEEFEM

5.1 B RERIEMAIERIUAKNTMB BEBK;

5.2 ERIEER, FRFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB AERURRIRFIEI TR, SHmIF7IER;

5.4 TEEABERNEY, WRFMNAFRRZE, REVINZERER, LURSIITIEHRE,
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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 HARRR:

1) ERTULHIL X PBSEFRLAR, T K5 /G, FAEITIS0HE, INEERRERR (MPMSFERERF, LREN1 mM, 8100 mg
ARIINL mLREER, FEEFEAFBEITNRK);

2) HIBRIFULBIBI KRR, IKE920-30T. IRMRESMEELEMARLEEX, FEARNARABNSIRREEFRTR, &
BITIL;

3) 23%220-30/R[FERLY2-3 UL AARRERARR R RBTERI A EHERMERE TS, NIN4BAe%Z A SR s A RRRAZ, W BRZBRE )
5T, WNRABT0-80%NAMITZEA M EARAS, RRARELT oW, MHITT—P LK, BN, BJFAIKI10-30%
BRI EDI0% LM,

4) ZBREIRFF/E8000Xg-10000 X gBiL5 min, 3B _L7E, 03/E-80°CTFI, HAABCAZRRENE T ENE SEARE, #R

R E7FRo

+: WS

7.1 %F& (1X)

MBRFER 20X) BREME, 3TCIMAEREDIAMR, RI20FRMEHHTHRE: B30 mLIREEER (20X) , MA
570 mL Ak ERFK, BEHER 1X)

7.2 WA (1X)

FEFBRNED, RL100tFIHTHRE, HREAIMRIBIAITERIARMNSEAH] (100 uL/fL) , PRECHIRY R 2 EC0%10.1-0.2
mMLo #0110 pL MR GER (100X) 70990 pL AR HITES], BERS.

7.3 HRPIFIZEEEME (1X) :

FEFBRENED, RL100tFIHTHRE, HREAIMRIBIAITERIARNSEAH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 4010 uL HRPARZAIHEEBEMERER (100X) 10990 uL LABBRRFE TS, BERES.

7.4 FFHNEEA:

TR ERENAEAFERRHTRRE, NRERONEBIITHRSTCE, AT ENRREEHTER, R
AU ME FATESEEA, FRERHNHERESRE BT,

BRI T DN RIUEMMREAL:160501:320/1; ALAMMRIFAL40051:800/1; HARE. BIEENEEFNERTILE
SEUNMENHZ.

7.5 BERBRNINES:

510
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OAVNRIE. Mm¥REA, A2 mLPT 1 FAHRRERINER;, WNARRERIFAE, £/A2 mLPT 4 FAMRRESITER,

B ENT:
500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
5t PTAE III III III III II.
fo=ss = W v w
2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL  62.5 pg/mL  31.25 pg/mL
Add # pL of Standard
diluted in the previous — 500 puL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# pL of Sample Diluent
2000 pL 500 plL 500 pL 500 pL 500 plL 500 plL 500 plL
PT1orPT4
Ilsd7ll Ilsdsll “Sd5“ Ilsd4ll Ilsd3II llsdzll IISdlll
6/10

USA: Proteintech@ptglab.com
UK & Europe: Europe@ptglab.com

China: Proteintech-CN@ptglab.com ptglab.com




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:
FIE A EERTE TORIRE WERE

1 | FRAEmEFEA 100 UL [ 120 9% 4., BIEE37°CIFE
2 | HlETE (1X) 100 uL | 60 93%h 4% BIEEITCHE
3 [HRPARCHEBERFENE (1X) 100 pL |40 %k 4R BIRE3T°CHE
4 |EEBTMB 100 uL | 15-20 3% RRETF BIRE37T°CIEE, &bt
5 |&LE& 100 UL |0 Z3p NRER
6 |[MIAZIB&RE630 nmARIERKE, 7£450 nmbMIEO0ODME, IR ICREES S #

710
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9.1 Z2ZfrihE

x4

Sample Diluent PT 4
Four Parameter Logistic (4-PL) Curve Fit
15
)
=
3
a
=
2
014
=}
0.01 — T —— .
10 100 1000 2000
Mouse P-Selectin/CD62P Concentration(pg/ml.)
10 5
Sample Diluent PT 1
Four Parameter Logistic (4-PL) Curve Fit
15
‘2
=
3
a
=
2
o014
=}
0.01

10 T T e C T oo 2000
Mouse P-Selectin/CD62P Concentration(pg/mlL)

9.2 BRE

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

(pg/mL) 0.D Average Corrected
0 828?2 0.038 -
3125 [ 0122 012 0.0835
625 | %57 o199 0.1605
125 gggg 0.354 0.3155
250 gzggg 0.637 0.599
500 1:%51’ 1.088 1.05
1000 iggg 1.727 1.6885
2000 ;ggz 2.379 2.341
(pg/mL) 0.D Average Corrected
0 8:822 0.046 -
31.25 8:3; 0.126 0.08
62.5 0(')_21%5 0.198 0.1515
125 gég 0.348 0.3015
250 8:283 0.607 0.561
500 11'?0365 1.048 1.0015
1000 11_'77156 1.733 1.687
2000 g:ggi 2.420 2.374

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

IRIEHEZRE (CV )

BA BB THE(pg/ml)  REE EE%E‘:‘&CV%‘

1 20 924.9 36.8 4.0 1 24 933.7 49.3 53
2 20 234.5 7.5 32 2 24 230.1 111 4.8
3 20 56.2 2.0 3.6 3 24 56.0 4.5 8.0
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9.3 INAR[E Y X

ARG, ETEEERERS. B B3 NRE, #1T/)\EP-Selectin/CD62PRIMNAREINLZRSLLN, £RINT:

=it R FHIE (%) SEE (%)
1:500 92 89-99
INRIME
1:1000 91 79-102
1:1500 107 101-112
PARMER
1:3000 102 96-110
9.4 B &{E

NRIME - NAREFE, Wl RinEFAT )\ EP-Selectin/CD62PRIARE.

¥){E (ng/mL) SEE (ng/mL)
/NI (n=16) 83.4 53.8-142.9
PALARER

P-Selectin/CD62P (ng/mL)

PR 153.1
FERAER 90.7

9.5 RYE

20 EENFFLFIODEM LR ETEESEINODEH ML EREINS B ARERE, itz EP-Selectin/CD62PH
REENG.5 pg/mls
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
UNRUIDERATSHRESOE, ARNBREATLHERE2001E)

HREE INRINE (REAHRRPT 1) LBNBURER (HATHBRPT 4)
¥9ME (%) 100 100
1:2
SEE (%) - -
BHE (%) 94 107
1:4
SEE (%) 92-95 100-113
¥9E (%) 89 111
1:8
SEE (%) 85-93 107-115
¥9ME (%) 80 103
1:16
SEE (%) 76-82 96-110
+: &EXm

1. Koedam JA, et al. P-selectin, a granule membrane protein of platelets and endothelial cells, follows the regulated
secretory pathway in AtT-20 cells. J Cell Biol. 116(3):617-25 (1992).

2. Dunlop LC, et al. Characterization of GMP-140 (P-selectin) as a circulating plasma protein. J Exp Med. 175(4):1147-50
(1992).

3. Davi G, et al. Increased levels of soluble P-selectin in hypercholesterolemic patients. Circulation. 97(10):953-7 (1998).

4. Pasquali A, et al. Detection of a large deletion in the P-selectin (SELP) gene. Mol Cell Probes. 24(3):161-5 (2010).

5. Panicker SR, et al. Circulating soluble P-selectin must dimerize to promote inflammation and coagulation in mice. Blood.

130(2):181-191 (2017).

10/10

USA: Proteintech@ptglab.com
UK & Europe: Europe@ptglab.com

China: Proteintech-CN@ptglab.com ptglab.CO m




