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—: BERER

HfEtazRc (cytochrome ¢, CYCS) @—112-15 kDaWEBBFiElaEH, UTLENERERE, ERATRIET, CYCSHMERIAEERE!
M, SHcaspase-3BUEMAT. MELNABRBHICYCSHEBTNMMABT AL, LI, CYCSIEAILUIBHMM, H1EH
T4V ARRE I ME SRR E B E M MBERRACNE, MECYCSIKEREAME AT ST NTEIEIT. SAFIERTEERN
CYCSERIIRE.

N GUAEDERE (BMFHTARC)
— SR EIRF T RAAIE LIS, TIATMB
B, IRPURABREEERES, BIALL
B

i BRATHEBEHITRALEBENE,
jﬁ. HRFERIE =

9
°, L4 0,
sjr} M

17') HILE

=: 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

ESEt S s 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard RS - AT 10000 pg/ih |2 #h
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 5-ef AR PT 5-ef 30 mL/#R 1A
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
B

1: RABAFEAIE2-8° CEMH TERONAREE-20°CEH FFRLE
2: BEARRAFIEAE2-8°CHERTX

3: BREEIYFERAMNINER,FREER

* ERANNAFAER RN ERFITER, EAdERRTESE

“* FERNEED

f: SCBAFE

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 MIBNRRT: WEEMRIS, FAFTA(2-8°C) M1 X PBSHE3R, 500X gBIily5 min. AL, B0 L5 ; PMSF E4BM SR

B, ZSRERNL mM;IRE1X10  NARE, i1 mLAARRSLARR(2PMSF), 7k 244830 min, Hig)_t FEEMESMERS, BEK
IRRERLEE, 8000 X g-10000 X g5 min, 988 LiE, PEE-80°CTEM, HABCAZRKENERFSNERERKRE, Bk E
RRR.
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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 AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRZZH (1X) :

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo #1010 pL HRPARIZZHURZER (100X) 1990 pL fuiEfEE &R H#ITEH], BIERES.

7.4 SEMEEZ:

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

RN T . AREEMRRIFA1:20801:40%5%; HFamRE. MIEMEEFNERIRESENENNZ.

7.5 BERENIREM:

F32 mL PT 5-ef AR E BT Em, REEFNT:

500 pL 500 pL 500 pL 300 pL 500 800 kL

_— 2 I Sl A A D I N ke =

PTG

oo YV U U

5000 pg/mL 2500 pg/mL 1250 pg/ml. 625 pg/mL  312.5 peg/ml. 156.3 pe/mL 78.1 pe/mL

sdl

Add # pl of
Standard diluted in = 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL

the previous step

# plL of Sample

2000 plL 500 pL 500 plL 500 pL 500 pL 500 plL 500 pL
Diluent PT 5-ef
llsd?ll Ilsdﬁll Ilsdsll Ilsd.all I|5d3ll I|5d2ll IISdI“
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J\: LT E

SKEF, FERMBEAEZEFHE20-30 min (KMHE KRER. HRPIFEZHRRERFAFZEZFHEE, A ;
wE#TAEm. BARURFERFIMER, Efiesk, S8REMHMARNAETE, FRNEAT, ERARRNMEFRE;
8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
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 EESES8.4;

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

88 EESES84;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNIRENGBHR%, FNEZEK EBEE], FBiE30 min;(RFE®
YRR TFRRTS, BERRYENFTINELTESEN, EZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)
8.11 3 LAI630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLACEE (ODE). IMANLLERES minR# TS, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT S MIEMMEANODEFHEZILNODE, RESFL, BNETIE, IR ERBRENEALTE, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLHRELINGRE, TRUFFE
BIREIF AN TNRE,

BIERENOT:
EERE TORIRE HeRE
1 |FvEREEE 100 pL 120 935h 4% BEEI7TCEE
2 [ (1X) 100 pL 60 23%H 4R BRE3T°CEE
3 [HRPHRZZH (1X) 100 pL 40 59 4R BIEE37°CIHE
4 | E6BTMB 100 pL 15-20 7% RRETF BEF37°CIFE, it
5 [&WLR 100 pL 0 2%F FERELF
6 | MAZEREL630 nmARIEFE, F450 nmAbUEO0DE, IidiEEINABIE55
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N KESK
9.1 & 1rHA
(pg/mL) 0.D Average Corrected
10
.051
Four Parameter Logistic (4-PL) Curve Fit 0 8 823 0.047 -
0.09
_— 78.1 0.004 0.092 0.045
= 0.15
E 156.3 0.15 0.15 0.103
£ 0.228
g‘o.l | 3125 0.24 0.234 0.187
0.45
625 0.434 0.442 0.395
0.719
— . . 1250 0.755 0.737 0.690
10 100 1000 5000 1 318
Human CYCS Concentration (pg/mL) 2500 1'245 1.282 1.235
2.021
5000 1.975 1.998 1.951
9.2 REE
RARBEE: 3T ARIRENFRERANEENE 200%;
RENEEE: 3T ARIRENFREREEENE 24K
RPIFEEEE (CVA) HRIEWEEE (CV i8))
BFA BE  PYE(pg/mL) IEE  BRAMCV® HE TYE(pg/ml) tEE TREHCV%
1 20 5454 216 4.0 1 24 513.0 45.9 9.0
2 20 1,398.4 51.0 3.6 2 24 1,370.1 90.9 6.6
3 20 2,467.2 119.3 4.8 3 24 2,503.1 97.8 3.9

9.3 INAR[E W=
HARRIE, ETMEEMERS. B, B3NRE, #TACYCSHIMFEMER, SRINT:

EFiEit] TS $HE (%) SEE (%)
1:40 78 74-86
HREZARE (MCF-T) 3mg/mL
1:80 72 70-77
1:80 104 84-126
RRESAER (RAJ) 3mg/mL
1:160 87 74-103
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9.4 & 1E
FEE10%BFIE. 4 mM/LAERE. 4500 mg/LAEHE. 100 U/mLEBZEAL00 ug/mLEBIEBENDMEMIEFRERIEFAA

FLEEAMMCF-T (5x 108 cells/mL) o #%E106 MARAL mL RIPAZ SRR, 2N EERHACYCSEBRE 28 ng/mlo
FEBL0%MR[FME. 2 mM/LAERHAEZ. 100 U/mLEEERHMN100 pg/mURERHEE ZHIRPMIEFEHIEF ABurkitt's A EELHM

RAJI (5x 10%ells/mL) o #%E10° MAMAL mL RIPAZARIMR, ZEHiN_E5ERH ACYCSHEBRE 54 ng/mLo

9.5 RYE

20 MNEEMNZTFLFYODEN LS EESEMODEH NF RIS BT NASKRER, HiXFIERACYCSHRBEN 7.0
pg/mLo

9.6 LM%

AR ERRERRE, EREEIOIELSTAREEER, &MENT:
(ZBRRRARRIF AT IHREL01E)

HRHEER MRERARR (RAJ) YRFRZYRTR (MCF-7)
(& (%) - 93

1:2
SEE (%) = 86-100
(& (%) 75 97

1:4
SEE (%) 70-79 88-105
¥IE (%) 89 116

1:8
SEE (%) 77-100 115-118
A (%) 98

1:16
SEE (%) 98-99 -

9.7 5=

FEFIERRMEIRBIRAMELAACYCS

+: &E#

1. Barczyk K., et al. Serum cytochrome c indicates in vivo apoptosis and can serve as a prognostic marker during cancer
therapy. Int J Cancer. 116:167-73 (2005).

2.Renz A, et al. Rapid extracellular release of cytochrome cis specific for apoptosis and marks cell death in vivo.

Blood. 98:1542-8 (2001).
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