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RYE: 4.2 pg/mL
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CD31 X R/ VR AR ARBEAGFT 3 F1 (PECAM-1) , B—#130 kDaRI/)viR-MEZ4HRE (EC) #&MiNDF, RADMECSHII/MRHPE
W, ERXMMEBLMEF LI, CO3LERIILXAMMAEN D F, EROMFRES, FAR-AREEERAIES, RIFENE
CD31Z5=MATIHIGIES. CO3LESESSRETRAMDE. TAREN. IVMRIECMMEER, XXIEhRKHIFENMEED)
BKE (AAA) BIAREXREE,

— KR

*

TURSHAT B TIRL, PIEEHIRERY

— Detection antibody W, MBEREA, BRI RERTE
(HRP-conjugated) . _—
WAIES (HRP) ARCHURIIAIING, 15
Antigen — @ SERPMFELE Y. EHRPRICT, 1
REKER (TMB) HEMARMERLT
Tagged-Capt e
— antibody B, INAILREES, SRAERE5EE
Antt_it;tzg . EEBMIELL. MERKKA450 nm, REH
antibo
Y \‘\ ;O KA9630 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

XA e i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard RS - AT 10000 pg/ih |2 #h
Capture antibody (100 X) HIRmERgE®R (100X) ** 60 UL/ 1%
chr:f:;:)tzg TI'S’S’ i); e HRP IRBHAAARER (100X) ** oou/E  |1%
Sample Diluent PT 1 BAREER PT1 (BT NRIUEMIREEL) 30 mL/#R 1R
Sample Diluent PT 4B1 AR PT 4Bl (A FRARRIEL) 30 mL/#R 14
Detection Diluent MAEERR 15 mL/#R 1R
Wash Buffer Concentrate (20 X) waE SRR (20X) 30 mL/#R 1A
Extraction Reagent IR 15 mL/#R 1R
'(rﬁtnr;\)methylbenzidine Substrate S@Ey TMB 12 mL/4E 145
Stop Solution KIER 12 mL/#R 14
Plate Cover Seals HIRAR 4 5K
fEfFRMH:

1) RABRRNERIE2-8°CHRYETHERONTAHEE-20°CERETEFRLE

2: EABRENEAIE2-8°CIFRTR

3. BREBHIERWNTER EREER

* AN RERRERATTER, 1FLTA488D, ERIEEETESR

> FERNIERID

R ERAETFER

5.1 BREKIEMAILRUKRTMB 28K,

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

5.3 BIRAERURAGHFIATER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNAFRRZE, RESWENZEER, LURSDITIEHE,
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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 ARERARR: WERABRRSE, A2 (2-8°C)BI1 X PBS%3/R, 500 X g&i5 min. 4RI, B/0F EiE; IMPMSFEZRRERARR

, ZIRENL mM;IRE1X10 "N, IINL mLZEREZARR (& PMSF), 7k L3230 min, Hisl - FEMEIERRE 7S, BN
FERALEE, 8000 X g-10000 X gBS/5 min, & _EiE, HEEE-80°CTEH, HABCARRRENE R ENESERRE, BERE
R

6.4 BRKMRR:

1) ERTULHIL X PBSEFRAR, WF 7K /E, B TISHE, INEERRERR (MPMSFEZRRF, ZKREN1 mM, §100 mg
ALRMANL mLIRAER, TRFEAFBEITNNL);

2) BIBBFULIIBLIKEER, SKL920-30T. IRMRESMEEEMNABRLAER, FEARKBRRFRSRREEFHRTE, F
BITM;

3) 5J3%20-30/R[FER492-3 ULABREAAR SR BBTERI A EHERRERE TR, NN ZBREZ A IR s e BB RRRAZA, W BRZBRE()
e, WNRBT0-80%NMITIZE M TTHEMRAS, RBARELT R, W#EHTF—P L, [N, JFSIK10-30%
BRI EDI0%E LM,

4) ZBREEKEF/E8000Xg-10000 X gBS min, 3B _LF, %/5-80°CHEH, HABCAZERRENEXHENE SEQRE, &R

R E R

+: AFESR
7.1 Rk (1X) MRS
MBFER 20X) BREM, 3T°CMAERELEEMR, RL20HBREHHTHRE MG0 mUREHHR 20X) , 1A
570 mL BAKREB TR, BEILXEHR.
7.2 ERER (1X) MRS

EFENEL, BRRASTIRIRERES IR 100 AR RIF—SHERT, RERCIFRRNIER. Fla: #50
WERHARGER (100X) FI50 pURTIFHARSER (100X) MO 4900 uLARHER, BOREIRL X SR A .
7.3 R
TR AERENNEARRRSTHE, IRESOIEBTTHRETE, Tt T—CNRERERTER, EHA
RO TIER FATESTERN, TR AR SR ST Ko
AR /N RIUEMMERA1:851: 1678, ZMRRIEA1:2002/1:1600/H; HARE. LERAEENERTESI
(BRI,
7.4 BERBRIITESR:

510
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/N IBFMRAFA, /M2 mLPT IFAHRRE AN Em; WNRBRIEA, E/A82 mLPT4BIEAHRREATEm, B

(LSESE I
500%[,%500 uL 500 pL 500 pL |ili(| 500 vl
- v V W W
5000 pg/mL 2500 pg/mL 1250 pg/mL 625 pg/mL  312.5 pg/mL 156.3 pg/mL 78.1 pg/mL
Add # pl of Standard
diluted in the previous - 500 pL 500 pL 500 pL 500 uL 500 plL 500 uL
step

# ul of Sample Diluent

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

PT 1 or PT 4B1
"Sd?“ TISd6TI rlsd5" Tlsd4" ‘Isdgrl TISdZTI "Sdl"

J\: LT E

LEH, RERAMBEANEZRETHE20-30 min (HRVERERNHRPARZEMRAKRERFTRETEHZR, BNARN
) ; fE#iTiRgEm AU RREEFMNER, Sitiek, B fLiRNARE, FRINEF, AT RME
;

8.1 {RIELIAE, BHRERIIMETIRE, FRRFMATFEFIBNGEREBHEFHRT4IC, HF—RAZRAR;

8.2 NN#¥, D ANEZFLATEFL FENAEATL. SFLIEAFERRS0 L, RELDFIINIEERBRAT AR ERNAEAS50 pL/fL, ER
REFESE BURERNEEARHET, REBEINIRE, iR LIFRERT, 5-10 min STHINE) ;

8.3 E7LI150 UL MIFEER 1 X) (BRIAFVERINT.2), & IR, 188IR%25 £37°C 400 rpm #8 1 h( ELIERIES
23, P BENBTCEHERS2h) ;

8.4 H%

1) 1EFERE GIERER, BRMEIASEREELESEF) , 7RI, B8F;

2) WOHRE (1X) %&EiRS, SFL350-400 uL, HFkaE, BIEREBTIRS, ESLPRIR, BERYIFENRTL;

8.5 B EFLMTMBE&K100 UL, [E8HR%25£37°C 400 rpm B 15-20 min GIREERX, A& YK B EATE), gl
30 min; FRIFZERYBELTECRES, EBRYENMEFRNELESEN, NEe%e, B7FH) ;

8.6 £1b: SFLIMAILRI L, BEETHEE, ZXIERSTMBEEARIIMEINE—3; CEE: REMEZAES SLIER)
8.7 13E: LI630 nmARIER K, FESMYTE450 nmiEMIERFLEINZE (ODE) MALIERES min#E# T84, E 630
MR, WRTEREEA450 nmigKIEE;

8.8 BT B MLERIIFERMNODER HESFLIODE, REEFL, INHTIIE, LN ERIRE HELAT, ODENIMELT,
FEAT WG (00rigin. ELISACalc®) #H{TIUBHINE (4-PL) , RIBHANODERIVEMGHERINEGRE, RUBREIE
BRI STMRE
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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
HEFLINA 400 pL Wash buffer 51k 4 ¥

AV
#H4LINA 100 pL TMB

v‘l“ W 2
37 °C 400 rpm HEEHFEEH 15min

4
SEFLIN 100 pL £ 1E3 ) 15

710
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: Rk
9.1 Z2ZfrihE

x4

Sample Diluent PT 1
Four Parameter Logistic (4-PL) Curve Fit
P
7
g
£ 1 s
]
2 R*=0.999
=
=
o1 4
0.01 T T
10 100 1000 5000
Mouse CD31 Concentration (pg/mL)
10 5
Sample Diluent PT 4B1
Four Parameter Logistic (4-PL) Curve Fit
£ o1
@
s
9
a
=
2
o1 4
0.01

10 100 1000 5000
Mouse CD31 Concentration (pg/mL)

9.2 BRE

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

(pg/mL) 0.D Average Corrected
0 82832 0.02305 -
78.1 g:g;gg 0.0756 0.05255
1563 | ol1ey | 011065 0.0876
312.5 8:;8;2 0.2059 0.18285
625 gégég 0.3646 0.34155
1250 8:%‘7*; 0.691 0.66795
2500 Sgé 1.26 1.23695
5000 ;igg 2.1836 2.16055
(pg/mL) 0.D Average Corrected
0 0%03312 0.0351 -
78.1 8:182; 0.1055 0.0704
156.3 g:i?g;* 0.17655 0.14145
312.5 8:?;‘1‘2 0.31305 0.27795
625 8:??3; 0.5587 0.5236
1250 é:g‘;z; 0.9917 0.9566
2500 1:;2;‘ 1.7703 1.7352
5000 ;:271’(5’;’ 2.62285 2.58775

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

IRIEHEZRE (CV )

BA BB THE(pg/ml)  REE EE%E‘:‘&CV%‘

1 8 2,610.8 67.5 2.6 1 16 2,576.4 75.6 2.9
2 8 672.2 17.2 2.6 2 16 669.5 18.8 2.8
3 8 340.1 9.0 2.6 3 16 341.0 11.6 34
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9.3 fntx el Z
REATRRS, ISR, B @3 RE, T/ ECD31MIMTEIRES, SRIT:

(EFi e it RSk T1E (%) SEE (%)
NRIME 1:16 103 100-109
SRR 1:1600 112 99-122
9.4 H&{E
INRIMTE - MAASIEFE, N NBinEEARF NFCD31AKRE,

(EFieSit] 918 (ng/mL) SEEl (ng/mL)

NRITEREZA (n=16) 11.3 8.5-18.8
/ALK

/NERCD31 (ng/mL)
bEnd.34REZRRR 337.0 1.2
INERFHLRLR AR 1130.0 5.0

9.5 RYE

20N EENZFLFHYODEM LA EINEESEIFIODET NINVERAINS B NAREE, idfEd/\FECD3I1MREE 4.2
pg/mL.

9.6 LM%

A RHRRERRE, EREEIOIELSTAREEER, &MENT:
UNBRIMEFATRSHRREME, HERERIFATEHR400% )

NRIE HER
(BEATERER PT 1) (BEZASHHRER PT 4B1)
BE (%) 100 100
1:2
SEE (%)
BiE (%) 91 98
1:4
BE (%) 88-94 98-99
o ¥E (%) 81 101
1:
SEE (%) 76-85 100-102
BiE (%) 78 93
1:16
SBE (%) 74-82 84-102
9/10
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9.7 K=

KAF SRR EIRFIRATEL/NECD3L, MA50 ng/mLATHBEF, TRERN RN,
Human:

CD31

+: ZEXHE
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