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CYB5R3, XFFDIALFIBSR, BT &EAMIEHEMARGSTRBRE, SR MERSENTR, 1R EEER RS
MIFNSMERILERIR £, T2 BRI e AR . cybSr3t8xaEkmiIE R IMER MMPRE, E18IF, a2
EREORTAMR/R, (URTFLIAA, 3RS RS nIE A, 250, RGN Al aMAE AT, e
B, AT, SRS S AL, 2R S AT B I 5 S G R R ARG %, ELISAIRFIZE TR
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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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: HF2HD R EF

ESEt S s 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard RS - R 4000 pg/i |2 #R
Detection antibody (100 X) M ARZER (100X) ** 120 pL/=% 1%
HRP-conjugated antibody (100 X) [HRP#RZZHUREGER (100X) ** 120 pL/z 1%
Sample Diluent PT 1-ec HFARBER PT 1-ec 30 mL/#R 1#R
Detection Diluent TURRRER 30 mL/#f 14
Wash Buffer Concentrate (20 X) RIETFRR (20X) 30 mL/#R 11
Extraction Reagent SRR 30 mL/#R 1#A
'(rTeht/Ir;)methylbenzidine Substrate S@Ey TMB 12 mL/#E 145
Stop Solution IR 12 mL/#R 1#A
Plate Cover Seals HRAR 4 3K
R

1 KAABREHFEAE2-8°CHMA THFMOTNBEEE-20°CHR A TERLIE
2: EFBHFIEAE2-8°CHEHRTR

3 BRERIERMIITER EREER

* ERMN NSRRI ERETER, SRIEERESE

** FEFEED

B REFEEFEM

5.1 B RRAIEMA I ER AR TMB E&RK;

5.2 ERIEEF, FRFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB ERRRIRFIE TR, S mIF7mER;

5.4 TEEABEERNEY, RFMNAFRRZE, REVINZEER, LURSIITIEHRE,

N BRER

6.1 M3 2 MAFAZSEHE 30 minB1000 X g Biv15 min, BY EETEMERRSRE20°CHEM, Bk RS,

6.2 [f%2: FIFBEDTA FFESUT B E R LR, FRASREES 1000 X g BEL5 min, TTEMERS S RE-20°CIaM, SRR B 5
CEE: AFARMEMGTIESR, RIS mARARE TR,

6.3 MR WIS, BT (2-8°C) M1 X PBSHE3R, 500X gBiS min. AR+, B03E 5 ; IPMSF B4R AR
B, ZSREERL mM;IRE1X10 TN, AL mLZRARZARR(& PMSF), 7k E 294730 min, Higl E FEEIE2RE 5, AR
RERERLE, 8000 X g-10000 X gBiS5 min, 28 Hi&, £4/E-80°CIEH, HABCABERENEAF SR R BERE, B R E
SRR,
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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 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 3010 pL MRS (100X) 10 990uL AR R HI TS, BHERS.

7.3 HRPHRZZH (1X) :

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo #1010 pL HRPARIZZHUREER (100X) AN 990uL Mk RBER HITACH, BERS.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R
BB FARRSEERN, FREEARRIEREHRFEETMN K.

RO T AMBMMRFEARL 2 1:AERE, ARRBRIFARLASLSIER,; HFmKeE. WMIENEFHERAIESEONERIY

s
o

7.5 BEBENIRER:
FA2mL PT 1-ec HAMRRE BT Em, BIARENT!

500 ul 500 pL 500 |.|.T 500 pL 500 i 500 ulL

Sw VY YV v

2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL  62.5 pg/mL  31.25 pg/mL

sdl

Add # pl of Standard
diluted in the — 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL

previous step

# plL of Sample

2000 plL 500 plL 500 plL 500 pL 500 pL 500 pL 500 pL
Diluent PT 1-ec
ned7" "ed6" " d5" "edq” neda” ned" ned1"
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J\: LT E

KEF, FERMBHRAEREFEH20-30 min (KNHRERER. HRPIFZEZHRRERFAFZEZFHEE, A ;
wE#TAEm. BARURFERFIMER, Efiesk, S8REMHMARNAETE, FRNEAT, ERARRNMEFRE;
8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 ¥, DA NKZFLATAEFL FENAFASFL SN AHIRRL00 UL, RILD I ERRAA R ERBEENFZR100 pL/FL, >F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Egtrik= LR, 37°CHFF1h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLIN100 pL iliFHiR (1X) (BREAFEEHDT.2), HEHRER, 37°CHELh;

8.6 EESES8.4;

8.7 &7LhN 100 uL HRPAREZH (1X) (BREHFEEES7.3), ZLHRER, 37°CHFE40 min;

88 EESES84;

8.9 2 HFLMTMBE&ER100 UL, 37°CEEE 15-20 min QNRENGBHR%, A& EKEBEYE], FBiF30 min;(RFE®
YRR TFRRTS, BERRYENFTINELTESEN, EZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)
8.11 311630 nmARIER I, AESIRMYAEA50 nmiKIERFLAICEE(ODE). AL LIERES minR# TS, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #ED: B MNERMERNODEFT REZFLIODE, REE FL, BNEIIE, IR EmBIRENEALER, OD [EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLHRELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
RN TORIRE WERE
1 |FvEREEE 100 pL 60 9 5h 4% BEE37T°CHE
2 | KA (1X) 100 pL 60 3% 4% EREE3T°CHE
3 [HRPIREZZHT (1X) 100 pL 40 ek 4R BEE37°CIHE
4 | E6BTMB 100 pL 15-20 3¢k RRETF BIRE3T°CIEE, B¢
5 [&WLR 100 pL 0 2% FERELF
6 | MIAZLIERE630 nmARIERKEK, E450 nmAbUEO0DME, LdEEINRE 57
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: Rk
9.1 Z2ZfrihE

x4

m . verage orrecte
(pg/mL) 0.D A g C d
g Four Parameter Logistic (4-PL) Curve Fit 0.053
0 0.048 0.0505 -
z
£ 0.117
g 2l 31.25 0.113 0.115 0.0645
— 0.176
% 62.5 0.187 0.1815 0131
> i, 125 |22t 02075 0.247
250 g'gg‘i 0.515 0.4645
0.899
ool 10 T e C T o0 2000 500 0.935 0.917 0.8665
Human CYBSR3 Concentration (pg/mL) 1000 122; 15565 1.506
2000 ;fgé 2.419 2.3685
92 REE
WABEE: 3T TAERENEARERNESENE 2008,
REERE: 3T AEREREAREREIEZEENE 24/%
RFERE (CVR) IRIEHEZE (CV (&)
A HE  WHEpg/mL)  REE ZERRHCOV% BA HE  TYE(pg/ml)  EE  TRHRHCV%
1 20 1,439.3 73.7 51 1 24 1,463.9 6.7 5.2
2 20 304.1 18.3 6.0 2 24 313.0 174 5.6
3 20 75.5 33 43 3 24 85.1 4.1 4.9

9.3 INAR[E W=
HARIE, ETMEEMEES. P B3 VRE, #TACYBSRIBIMFEIRESL, SR,

EFiNe it MR (2L ¥IE (%) SEE (%)

1:4 106 100-114
A

1:8 107 98-119

R 1:50 103 94-105

HMENAER

1:100 115 112-118
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9.4 & 1E
MAAETR, R4 REANMBENMERADACYBSRIIRE, FrERBMIESETFARMRBILS 3125 pg/mLs

e
REZCERY KMARE (pg/mL)
A549ZRBAZLARE (1 x 10 cell) 2637
MCF-T4BREZUARR (1 x 10 cell) 6804

9.5 R E

20 MNEENEF FHH0DEIN LR EITEESRINODES NTERLZLINE B WAGREME, iXFIEH ACYBSYIHREEN 3.5
pg/mLo

9.6 &4

AR RABRIMNERERACYBSRIER, HEBREIINEARIMITANE, LMEHIEDNT:
(ANMRANRRR RSB R AT 2 ()

RS ¥® RRRERR
(& (%) 94 102

e SEE (%) 92-96 96-105
S8 (%) 101 99

e B (%) 98-104 97-100
54918 (%) 102 114

e 5B (%) 98-105 100-125
518 (%) 101 110

1:16
SBE (%) 98-105 94-122

+: X
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