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—: BEER

CD31XFRi MR AR ZAfEAEHT 2 F1 (PECAM-1) , @—#130 kDamvin/vikR-REZERE (EC) #5Min+, S=mAIMECSHIM/) MR &
M, ERIMIDRELBRD LT, CD3LBIRIAL MM T, ERAITFIREE, M- ARAEERTET, RIEMY
CD31B5LME TIINEIES, CD3ESE5ETAMMNE. THAEL. IMEENMMEER, XGRS
BOE (MA) HIEREXEE,

- % M 52 38
O )
00 X ,
O000 o666
N~
) ¢ ARFARLERE (B EEITHRP)
Y e - S
IREIME a0 ERE, TIANTMB
eEHe Y, WRFLRERTETRES, BIMALZL
AR— BRI & G B TR E B,
N "o
‘]r o e
lalils)
r//'i P

=: FEHENKRSEM

3.1 BetRY (ATIREN450 nmA1630 nmXUE ) ;

3.2 SHEEBREN—RIEEREEIEK;

3.3 FeARA (FRRIFEhEAR) 5

3.4 EPE (BT HEANERRIFE);

3.5 kEMSGEL (BTHT);

3.6 RMFNER;

3.7 BT ELISASSRRIEIE AT BISE NS I (HWEFINS NG 737%), 0t Origin, ELISA Calc.
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m: HF2AD R EF

XA e i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard RS - R 2500 pg/#l |2 7R
chri?uC;iaotr;jr(];i(?gi);, HRP HRPIMEKMFTARIER (100X) ** 120 pL/x% 1%
Sample Diluent PT 5 BAHER PTS (BF/NRIUEMIIIREE) 30 mL/#R 1R
Sample Diluent PT 3-ef BEAIERER PT 3-of (AT4MRBRIELR) 30 mL/#R 1R
Sample Diluent PT 4B1 BEAERER PT 4Bl (ATARRMBRER) 30 mL/#R 2
Detection Diluent MAEERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) RIEITFR (20 X) 30 mL/#R 1R
Extraction Reagent IR 30 mL/i#R 1R
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/4E 145
(TMB)

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. BREWHIEAMIITER EREEF

* AN RERRNERATER, SATESRTETE

> 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

+: WHNES
7.1 %K (1X)
MRFFR Q0X) BRETE, 3T CIMAERESENAMR, RI20HRMEHHTHRE: B30 mLRGLEER (20X) , A
570 mLBAKSERFK, BEHEER 1X) o
7.2 HRPARIZE MR (1X)

SRR, RL100LLFIHTHE, HRERIRIEMIITE LIRS ERE (100 uL/Fl) , KRFRECHIBY R 2 E0%10.1-0.2
mLo 4010 pL HRPARZAIHMASREER (100X) 10990 UL FiikR B R H( TS, BEES.
7.3 FFRNEEA:
TERIEAE AN AFERRHTRRE, NREQIERIITHRSTE, AT ENHEREEHTRR, R
RO MIES FATESEER, FRERHNHREHRE BT,
RO T NRIEMIMRAEZAL:165(1:321%%; AMRBRIFARL2F)1:400MF; AARMBKIFARL2568(1:512/FR;
fEREE. MERIMEERESATRESBUNIERRE.,
7.4 BERBRNINES:
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M NRIEMIMEIFEA, B2 mLPT SRR EAER; NMARKRMERIEDR, B2 mLPT 3-ofFAMRRER N ER; 1
MBLRREEREER, A2 mLPT ABIFAMRRE At ER. BERIFINT:

500 pL 500 pL 500 uL 500 pL 500 pL 500 L
;Mi’fb

- <R U U L U
OWVVV/W

1250 pg/ml 625 pg/ml  312.5 pg/mL 156.3 pg/ul  78.1 pg/mL  39.1 pg/ml  19.5 pg/ul

Add # pL of Standard
diluted in the previous = 500 pL 500 uL 500 uL 500 pL 500 puL 500 pL

step

# uL of Sample Diluent
PT 5 or PT 3-ef or 2000 pL 500 plL 500 pL 500 pL 500 pL 500 pL 500 pL
PT4B1

"5d7" llsd6|| llsdsu llsd4|| ||Sd3|l "Sd2" |lsd1||

J\. RETE

KRE, BRERMBANEZEFE20-30min (HRPIFEZEMHERERFARETEHER, AN ; fE#H{TiE
may FARURAEFMERN, Sigiesk, B IRnNARE, FRNEF, ERRRNMEE,

8.1 HRIBLHAE, EREEATIMEITIRSE, FRRFMAFEFBNEEREHEFHRT4LC, HF—AZRAR,;

8.2 1#¥, PRNLTFLATAETFL N ETL. SFLIEARBERL00 UL, RILO IS EFRIITERSENEZ100 ul/FL, 5F
BREFESE (BT ESTEASBMET, REBRIWIRE, WRFERERT, 5-10 minFemN&E) ;

8.3 BTt = L BAR, 37°CHEE2 h;

8.4 W%k

1) BFHIRE GHERR, BRMBIASERERESBET) , F&RIE, BF;

2) AR (1X) HFRE, 81350400 uL, HFE, BEREBETIRS, EEHSRAR, BREVFENRILUARMRETIE;
8.5 &FLIN100 pL HRPHRIZHIMFUA (1X) (BRIHAFESEEHT.2), HLEHRE, 37°CHFEF40 min;

8.6 EESRB4,

8.7 2 EILINTMBE&EK100 uL, 37°CEHXEE 15-20 min GIREAGERL, A& HIEK E @ATE], FAEBE30 min; FEEE
MR TFRCRTS, ERRYENFFINEXESENR, 8T E, 57ER) ;

8.8 &1k: HFLMAILRIO U, BETER, KIERSTMBEEBRNIEINFE—3; CEE: IRBMEKECEMELLR)

8.9 ¥R L1630 nmARIERK, FABSIRMYAEA50 nmiEKNEEFLAIZE (ODE) o AL LRSS minAIB TR, BF630
MRS, HRTERER450 nmigKiREs;

8.10 BN S MRESRIEANODERHRESFLAODME, KBS L, BNETIE, DN ERIRE LT, ODEAMLL
%, EAEWHRHE (@00riging ELISACalc®) #THSHINE (4-PL) , RIBEAMODEBIMEMSEELINGRE, TUGEEG
ISR AR TNRE,
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BIEREBEWT:

A=)

TEARIRER

WERE

1 |[fREmEEFER 100 pL 120 3% N BIRE37°CHE

2 |HRPARIZEMTA (1X) 100 uL 40 5% 4R BIEE3T°CHE

3 EBTMB 100 pL 15-20 Sk SR ER BIRE3T°CIHE, Bbe
4 |ARIbR o0puL |0 5%k FRER =

5 | MMAZLEREL630 nmARERK, 7450 nmibNEODE, i INAEE55 1

R g
N RESH
9.1 ZZfrih
104 Sample Dulient PT 3-ef
Four Parameter Logistic (4-PL) Curve Fit
g
»n
=
4
a
=
2
B, 014
=}
0.01 ——— — s
10 100 1000 2000
Mouse CD31 Concentration (pg/mL)
104 Sample Dulient PT 4B1
Four Parameter Logistic (4-PL) Curve Fit
£ '
w»n
=
0
a
=
2
B, 0.1
Q
0.01 ——— —— .
10 100 1000 2000

Mouse CD31 Concentration (pg/mL)
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(pg/mL) 0.D Average Corrected
0 g:ggi 0.0474 -
19.5 g:gggg 0.09935 0.05195
39.1 gziggg 0.15975 0.11235
78.1 8:;23; 0.2539 0.2065
156.3 822;;: 0.4448 0.3974
312.5 g:;zgg 0.7626 0.7152
625 ii’gﬁ 1.3218 12744
1250 | 2244|2081 2.1607
(pg/mL) 0.D Average Corrected
0 8:82;*2 0.04435 :
19.5 g:gg;? 0.10075 0.0564
39.1 gjg‘l’g 0.1562 0.11185
78.1 8:;28‘; 0.2752 0.23085
156.3 g:zgz 0.4675 0.42315
312.5 8:2;’?2 0.86185 0.8175
625 11.5556935 1.56125 1.5169
1250 ;:i%‘i 2.409 2.36465

ptglab.com




- (pg/mL) 0.D Average Corrected
E Sample Dulient PT 5 0.06
Four Parameter Logistic (4-PL) Curve Fit (0] 0:072 0.07 -
0.1227
o ] 19.5 0.1192 0.12095 0.05095
z 0.1789
= 30.1 0.1769 0.1779 0.1079
g 0.2702
£ 014 78.1 0.2715 0.27085 0.20085
= 0.438
156.3 0.4485 0.44325 0.37325
0.7589
i ; p 12. 0.766 0.696
o 10 100 1000 2000 3125 0.7749 7069 909
Mouse CD31 Concentration (pg/mL) 1.2807
625 12935 1.2871 1.2171
2.0483
1250 2.0595 2.0539 1.9839
9.2 BRE
IRAFEZE: 3N FEIRENERTEIRNESINE 8 /X,
IRIEMEZE: 3N AEIRENEFAEREBIEENE 16 Ko
IRAFEZE (CVAA) IRIEWEZE (CV [8))
AR HE TE(pg/ml)  EE  TBERRHECV% HAx #HE  FIYE (pg/mL) IEE  TBRRERHCV%
1 8 669.0 30.3 4.5 1 16 676.3 25.0 3.7
2 8 181.7 6.5 3.6 2 16 182.2 10.8 59
3 8 49.3 3.5 7.0 3 16 514 3.8 1.4

9.3 INAR[E Y=
REARIE, ETMEEMEES. P B3NRE, #T/RCD31MIMFEINESL, SRIT:

EV et iy ey FEIY(E (%) SEE (%)

/NI 1:64 95 84-118

RRZARR 1:8 92 87-98

LHAABIEIR 1:128 99 94-105
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9.4 & 1E
ANRIE - R, B0 E AT RCD31MRE,

EFie it ¥I{E (ng/mL) SEE (ng/mL)
NRIMERFZAR (n=16) 4.2 2.9-8.0
Aha /AR RR R

/NEECD31 (ng/mL)

bEnd.34ERRR 220.4 13

NIH/3T3REZURR 0.4 43

Mouse lung£B£R 347K 70.0 1.9

9.5 RYE

20 EENZFLFIODEMN LRENEERFEINODEF N AR S HNNAVREE, thidFflE+/ N ECD31NTREE 0.8
pg/mLo

9.6 &M

A RHRRERRE, EREEIOIELSTAREEER, &MENT:
UNRIEREATSERS G, ARRMBRIFARTNSHEREL28(E, )

/NRIME MEERAER ALONRR
(FERFTFRR PT 5) (FEEFTFR& PT 3-ef) (FEZSFHFRR PT 4B1)
ME (%) 100 100 100
1:2
SEE (%)
HE (%) 97 84 101
1:4
SEE (%) 86-109 7791 96-107
HE (%) 102 90 98
1:8
SEE (%) 96-109 90-91 96-100
SEE (%) 105-113 80-97 96-98
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9.7 K=

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

CD31

+: ZEXHE
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