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. dAbE/x
. B= I:I:%\

MERNREKAF (VEGF) , BARFEN—MESERD, RIBMEEMRMNMEER. ERAAN—ED, HMREIFTEN, f
EREIFRT, MEARNEIHN. XIEFHNERAEEMBVEGHRERS. VEGFELESIHNRRTMERSE; VEGF
EBLM. &, HOREGMABFERSEERETAIEER 2RI SEV N RERBMET MRS, VEGFEITZS ERBIME
hFRE B, HRASMENDITHES X,

— 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
T -Capt
— 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

ESEt S & 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard RS - R 2000 pg/#l |2 %R
Capture antibody (100 X) HRiaRGE® (100X) ** 60 uL/EB 18
Eia‘jﬁtg':t"ezn(tl'ggiy) HRP- HRP B MASRER (100X) * ou/E  |1%
Additional Diluent AT-60009 FHHH AT-60009 (RFAF MABFIIIIIEZ) 6 mL/#. 1R
Sample Diluent PT 1 BEARRER PT1 (B RIEFMIRAFZ) 30 mL/i#f 1R
Sample Diluent PT 4B1 AR PT 4Bl (T4 _LBEFMALIRREAR) |30 mL/HR 1R
Detection Diluent TURRRER 15 mL/#A 14
Wash Buffer Concentrate (20 X) RAETFRR (20X) 30 mL/#R 11
Extraction Reagent SRR 15 mL/#R 1R
'(rTeht/Ir;)methylbenzidine Substrate S@Ey TMB 12 mL/#E 145
Stop Solution IR 12 mL/#R 1#A
Plate Cover Seals HiRAR 43K
TSR

1: RABRNERIE2-8°CHRETHEROMTAKET-20°CHRE TFRLE

2: BEAREFERE2-8°CEMRTXR

3. BRERIERFNIER EREER

* AN AR ERATER, L7488, ERIEEE~ESR
SRR

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

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

5.3 BIRAERURRNHFIHITER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNFAFRZE, RESWENZEER, LURSIITEEHE,
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N BARES

6.1 MiE: SMiTAZREEERE 30 min/51000Xg Bi15 min, BXEEMEMERSOEE-20°CTEM, BHRkE R,

6.2 M¥Z: AJFEDTA. FFESATERERERE A UEET, ARARERF1000 X g Bir15 min, SLEMERDEES-20°CIE, B R 25
CER: MBS TMENER, RS MARRREFHTIM),

6.3 4BAE L5 INERARREIEFRAR, 500 Xg Bi0S5 minBY LiE, IEMERASIEE-20°CHEN, ##RRE .

6.4 HRRRR:

1) ALK XPBSERAR, WF K53 fE, FAETISHE, INSEMZARR MNPMSFESERT, LIREHN1 mM, §100 mg
ALMANL mLRER, FREAZEBRITIL);

2) BRRRIINAIIBA KRR, SIKA20-30 T, ORBRSHMAERMABRLXIEX, FEARRARFRENIRRBEFRTR, &
BT,

3) A3%20-30)R[EER92-3 PLARASHAALR SR RBTE R A EHE BHEE TR, N ABAEA% A IR SR B ARREAZ TS, WiBRZBRE(D
FE, MNRBT0-80%MAMITIZEARIFTRAEAS, RPARELT DM, WHEHTF—P LK, [N, FHIK1I0-30K
HEIHZEDI0%BELEIIE,

4) ZBREFRFZE8000 X g-10000 XgBS min, 3B L, 5%/5-80°CHFiK, HABCAZERRENE XF&NE BEBRE, &%

R E R,

+: WS

7.1 HAFR&R (1X) B9ECH:

MBRFER 20X) BREME, 3TCIMAEREDIAMR, RI20FRMEHHTHRE: B30 mLIREEER (20X) , MA
570 mLBAIKERFK, FRLXHER,

7.2 EBRER (1X) BEH:

FERBREEL, BRI AHERES SR 100 L AR T ZIR—EHBRP, RHIRUFMENTIIER, Fl0: &50
uLBRHIASREER (100X) 50 uLKSMFAREER (100X) HON 4900 udIAHIRR, SBOEHIML XIFEE K.

7.3 A

TR EREN N AFER R TRRE, FARERERILEA12, BEMERILPRSIMNELRRRK25 ul,
NRERMEBS TR CE, A —SRBEEHTRR, EEANEIELTIRMTERN, REFANEREHE
BTk,

RRLbHEN T DB MEAMTEEARL2ERE,; A EEHEARL4501 8758, HALARMBRIEARL8T1:16/HFE; HmKE. WIEME
FHERATRESBUNERNEREE.

7.4 BERBENIOER:

510
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M NRIERMEIFEA, B2 mLPT IFAHRREA T ER; N EMARRERIFZR, B2 mLPT4BIEFARRRER

TSR, BAIRIENT:
500 pL 500 pL 500 L 500 pL 500 pL 500 Bl
m)

| | | | | | [
\ . [ - . b
PTG I‘ f / \ \ .f{ N\ / \ f’
Standard | v W il

1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5 pg/mL 31.25 pg/mL 15.6 pg/mL

Add # pL of Standard
diluted in the previous — 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# L of Sample Diluent
2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT 1or PT4B1
”Sd7” ”Sd6” IISdSII ”Sd4” ”Sd3” Ilsdzll Ilsdlll

J\: LT E

KEF, FERMBFHEAEZEFHE20-30  min (HERVEKRERMHRPIFCEVRAERERFFZEZFHER, BNAEP
) ; FE#{TRER BERURAERFMER, EHe Sk, B R L IR ARE, AR, AR R
&
8.1 RIELILAE, MEFTEMRINIITIRTE, MRRFMATEIRNSERESREFRTAC, AT —AZRAR;
8.2 PAREFL. tuEmFL. AL

NFMESMEEFA, 2. TRERFLARFUFZFLIRFTIINLG u/FLFHIHFIAR, FREBWBSNITE;

TR EBFANRBRIFA, FREMANTIIDGES, IERHTI—F;
8.3 I, TFLIMFARIERS0 UL, RILDAIIBERRBTERBFFNEEARS0 ul/fL, FEFEFEE RITERTIEEAE
WEF, RESBSEIWIRE, WR LHENER, 510 min STAHIIE) ;
8.4 BFLIN50 pL FURER (1 X) (BRIAFEEE5H7.2), ZELHIRE, 1EEIRH28_£37°C 400 rpm B 1 h(EXIEERRS
28, WPEENITCRHERS2h) ;
8.5 ik
1) BFEHRE GhiFER, BRsPIASEREEHEL) , F&RIE, BT;
2) BOER (1X) FFERS%, SFL350-400 uL, G, BERERTIRE, EERSEIR, BREVFENRTL;
8.6 2B SFLINTMBE&R&R100 pL, [ERIKH25 £37°C 400 rpm IEFE15-20 min GAREAERE, AIE HiEK 2 &), Rl
30 min; REFEBRYIBALTEIRS, SRRVENSFINELRER, MEZE, B7ER) ;
8.7 &1k SFLMALRIO L, EETEt, KDRSTMBEERNIMFINF—E; CIE:. REEMRKER EMAIER)
8.8 33K LI630 nmARIERIK, AESIRIE450 nmiBIKIERFLAICEE(ODME). MIALLLKRES minR# TSR, E7630 nm
B, WRTERMER450 nmigKiRE;
8.9 RN B MNERMFRIODEFT REZFLIODE, REE fL, NEFIIE, DANEMBRE LT, ODENINELT,
AT (WNO0rigin. ELISACalc®) #HITIUSEING (4-PL) , RIEFANODERIVEMIREHMNERE, RUBREHRSG
BUAF AEYSENARE
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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
HEFLANN 400 pL Wash buffer ik 4 ¥

AV
#H4LINA 100 pL TMB

N g
37 °C 400 rpm I 15min

4
SEFLIN 100 pL £ 1E3 ) 15

710
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: TESE
9.1 Z2ZfrihE

x4

(pg/mL) 0.D Average Corrected
10 Sample Diluent PT 1 +Additional Diluent 0.0392
Four Parameter Logistic (4-PL) Curve Fit 0 0. 0374 0.0383 -
0.1074
] 15.6 0.1053 0.10635 0.06805
z 31.25 8‘132 0.177 0.1387
= .
2 0.3034
OQ'OAl | 62.5 0.2984 0.3009 0.2626
0.5626
125 0.5535 0.55805 0.51975
1.0143
) : . 250 1.00265 0.96435
o 10 100 1000 0.991
Mouse VEGF Concentration (pg/mL) 500 1.7316 1.69585 1.65755
1.6601 ) )
2.667
1000 2.5537 2.61035 2.57205
o (pg/mL) 0.D Average Corrected
Sample Diluent PT 4B1 0.0877
Four Parameter Logistic (4-PL) Curve Fit 0 0.08175 -
our Parameter Logistic (. ) urve/l/. gg;;g
. / 15.6 01739 | 017585 0.0941
g 2 0.2674
2 R?=0.999
% 31.25 0.2662 0.2668 0.18505
g 0.4517
5.0'1 1 62.5 0.4457 0.4487 0.36695
0.8266
125 0.8442 0.8354 0.75365
1.4918
) . ; 250 1.47185 1.3901
o 10 100 1000 1.4519
Mouse VEGF Concentration (pg/mL) 500 2.3986 2.39775 2.316
2.3969 i i
2.9599
1000 2.9502 2.95505 2.8733
9.2 BEE
RAKREE: 3P FARIREFREIRNESNE 8 'X;
RIENEE E: 3P ARIRERFAEREESENE 16 Ro
RAFBEE (CV) IRIEHETE (CV (&)
A WE  TME (pg/mb)  REE  TREBCV% B WE  TME (pg/mb)  REE BREBCV% ‘
1 8 565.6 36.2 6.4 1 16 573.7 49.3 8.6
2 8 124.5 52 4.2 2 16 124.0 5.7 4.6
3 8 42.6 21 4.9 3 16 42.7 1.9 4.4
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9.3 INAR[E Y X

ARG, ETEEERERS. B B3 NKRE, #1TEVEGFAVIIFREIRERSTL, L4ERINT:

PR FRRELR FHE (%) SEE (%)
/N ITE 12 86 83-91
; 1:16 103 95-111
g M =
1:32 104 94-111
B 1:32 85 72-107
ASpAREAT T
1:64 82 80-87
9.4 BEARE

INBIE - NAAIEFIE, Rl 16 2B ERRMERF AT NRVEGFRIRE, FRERmIESRTFARERRR 15.6 pg/mbo

A EF - B (1N, 1-2 mmp) E&10%Ba4-IMERIRPMI 1640387 EFRiEFR, BX4RE L&, $N/NRVEGF, MEERN
931.2 pg/mL.

/NERVEGF (pg/mL)

/NRAPARR KRR 4023.4 5.9
NRBIFALRER 2343 84

9.5 RYE

20N EENZEFLFYODEM LA EINEESTIFODET NNERAINS BN NAREE, idfEd\RVEGFAIREE /0.6
pg/mL.
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9.6 £

NRIGEMANSRESNEVEGFER, HERREINFARIITEE, Mg LEMARRERAXNNIFEBRBEERIFE, EHE
[ERVIER FATRRSEER, SEiEDT:
(4BRE LB ATARR2ME, ALRRMBRIFATNTHEFAE, )

JNRIE 4Hpa_EE IS EAD Y
(BEASTHFRR PT 1) (BERFFR& PT 4B1) (BERFF& PT 4B1)
ME (%) 76 100 100
1:2
SEE (%) 16-77 - -
HE (%) 100 105 103
1:4
SEE (%) 93-106 101-108 99-106
HE (%) 113 106 108
1:8
SEE (%) 112-114 105-107 107-109
¥ME (%) 110 112 109
1:16
SEE (%) 105-115 111-113 107-111
9.7 F 5=
FRFIESF R EIRBIR AT EL/NEVEGF, 1IA50 ng/mLLL UM T, THERX R,
Human: Mouse:
PIGF IFN-y
IL-1a
JE/MCP-1
IL-13
GM-CSF
SCF
TNF-a
+: &E#
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