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Caspases (Cysteine-requiring Aspartate Protease)E —XERA Rk, EARAT . SRIENKEFT REE
EZEEA. RIBEBNEERE, shEF s Caspases T4 =2k #Lis Caspases (8115 Caspase-2. 8. 9 F1 10),
MR BMATRIK R, $17 Caspases (B34 Caspase3 6M7) MFEEVIAEANSHIETRD, SK
AT RS L, 20 DNA FE{k. MippsEiass, &K Caspases (Caspase-1. 4. 5. 111 12), F
BHERERN, BERCEHEMEF (40 IL-1pF0 IL-18) ﬂéi}éﬂ%%ﬁﬁrﬁo Caspase-3 th#:j Yama, CPP32
#0 Apopain, UUATHABRINEAR, AFNTARATHEENR ENSHERZAT (BFEEER

A0 DNA F k) HiERER. 7%, Caspase-3 tho] AT TIAE Gasdermin E (GSDME), 5|4 4
y= Y

Caspase-3 SEMNITXFIE (tb&3%) AN Caspase-3 SEMIR M T — T EmIRIEN T %, 2T 5E
F Caspase-3 St#riCEY Ac-DEVD-pNA (N-acety-Asp-Glu-Val-Asp-p-nitroanilide) fY7KEE{ERE, MmN
HEERN pNA (IREERR) &0, BIA pNA 7 405 nm BB R KRIKIE (emM =10.5) , HRET B
i 405 nm AL ERCEE, SuRidER pNA ZRIRE RS TINIRERZRITE, RN ] AEIR TR

02 BEF

P
RFELES fEFER
2T 50T 100 T
Cell Lysis Buffer 5mL 10 mL 20 mL 4°C
Reaction Buffer (2x) 10 mL 20 mL 40 mL 4C
Ac-DEVD-pNA (4 mM) 100 pL 250 pL 500 pL -20°C, BHREF
pPNA (10 mM) 100 uL 250 uL 500 pL -20C, BHRE
DTT (100x) 150 pL 400 pL 750 pL -20C
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03 BH&XHFSIHF

BERRLE RIRBTR #ix
%8 EEtR . (ORBEOHL. HKH ESARIL TR REAR M 405 nm 4LR9IR L
M I TR LB 96 FLAAEEE TR
=8 B EhgZ Mk (PBS, pH7.4) £ETK R, Bk
Hth TR ABRIEREL. IRHR ALAHATRE IRH

04 JFEEM

o AERREMERREN, FNEMTIRKIZH.

05 SKIERTE

05-1 RFER
05-1-1 KFAER

HFBIR

RS

EREW

Working Cell Lysis Buffer

Working Reaction Buffer

Ac-DEVD-pNA (4 mM)

pNA (10 mM)

DTT (100x)

Standard &% &

s FIRTEZE, 1 mL Cell Lysis Buffer it 10 L DTT (100%) ,

e FARIECE, AEBEF/KH Reaction Buffer (2x)#E#BEZE 1x,

B4 1 mL Reaction Buffer (1x)in 10 uL DTT (100x)

RIAR, {F/H7), EBTKE.

BIAZY, MR, BTKE.

BIAZY, MR, BTKE.

i mECERP~, A Working Reaction Buffer #4574 &

pNA (10 mM) HHE AR EREHIRAER R

EEZETKE RAZHFEH

EETETKE RATRAEF.

KA F 2 K /F-20 C RS AR
7, BREREFR.
RATHIAF D E/F-20CRER
7, BRERE KR,
RATHIAF D E/F-20CRER
7, BRERE KR,
BRIBIEM—RAERIQN,
HERREh, BHRERNERE RS
ToiE, DAE 4 /NEAEM.
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05-1-2 R mBECH

{# F Working Reaction Buffer 5458 S pNA (10 mM) #3835 200, 100, 50, 25, 12.5. 0 uM f9FR AR K.

Fs FREmETR Working Reaction Buffer (L) WESRE (UM)
Std.1 6 uL pNA (10 mM) 294 200
Std.2 150 uL of Std.1 (200 uM) 150 100
Std.3 150 pL of Std.2 (100 yM) 150 50

Std.4 150 pL of Std.3 (50 uM) 150 25

Std.5 150 uL of Std.4 (25 uM) 150 125
Std.6 0 150 0

05-2 HEAHI&F

AR RMNBWERFSHEG. SURRHAHE EHAREE-80C. FA, AAXLRE, XTRSEEHEMOREN, 7
BSOS ETHN. LXAETRNEEKREE. ERaHSTRPBEDIEAZEBANFH, CTRSTRUE.

HRATHMEES: ERSENTEEFSHERAT, BN, BUEA Caspase-3 Lb 2N ERENFSAIN REEFF.
1. BEASLIE:

(1) MFNLEERAMAE: FRE QB HEIREMAE, 6009, 4CEix5min, /JviRE &%, B 1 mLPBS 34 2 k., BiE,
X &R, 7 50 uL Working Cell Lysis Buffer &£ 1-5x108 MAf,

(2) SHFE5Z4M: 600 g, 4°CEilr 5 min, /JJHRE EER. B 1 mLPBS JisdifE 2 5%, Bl g, £ 5%, 78 50 uk Working
Cell Lysis Buffer & & 1-5x10° NHAf,

(3) WTFHLR: 4 5-20 mg HLRYIR/IER, A PBS 7E#AL, HIA 0.1 mL Working Cell Lysis Buffer, 7K&5%.
2. BEYKEFE 15-20 min.

3. 16000 g, 4CE/L 15min, REHBLEREZRZMAES, BKEFN.

4. SZEDNE Caspase-3 MIBSE M -80°CRIFI M. RAS T B &+ & Bradford SEMNEZAKRE.

AR WENEELRE, HFEMH Abbkine £55: KTD3002 IEHRERIKXFIE (Bradford j%) #iTHEAEARRENE .
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05-3 LK
1. BSARSUER: i 30 min U, BT KK ZE 405 nm,

2. BfER (TRRIEE 96 FLARFHE?E) -

WA ZFR =g (pL) MEF (uL) xEFL (uL) AT (pL)
Working Reaction Buffer 100 50 55 0
Standard 0 0 0 100
& 0 50 50 0
Ac-DEVD-pNA (4 mM) 5 5 0 0

<7 B04&M 405 nm 4k

_ . . . WIEE, HHELA =A
BE, 3TCHE 1-2h, &M 405 nm &R E. =AFICH A, WELCHA, NRILCHA,. itE ’ .

-Astds, Asue JRE
AA A A, RERRABERENEIL, NTARRK, A=A A, A
A = A By PNA FFRR LAY

&,

EE:

1) ZEAMICELRATIE 1-2 K. KR ZATBVGERE 2-3 MHZER KR ABBKE;

2) NFHEAHEK, BALGHHE, FERENRIL, AREEA—BRIAIFTEREXNRL;

3) ERNGES, EHEY, IRBEARINTESE;

4) RUFEZTALLRATHENTNE 405 nm KK, MRFETAFAE, TUELHEKBEHEZE4h,

06 ERitH

06-1 Hahit&

ARBEERNR., ERBTHEXTE, BMNBEEMEHR T ELITER/NTR . BXHFFIHE, JFEMTLEBAL
B AITTRERBIELER. HieaR: BEAMAN =458 E Whttps://www.abbkine.cn]# N "BA Fuly & # FEL&ITH

#IA. (@] 55w
06-2 FahitH T T
U T AGRENHESTBITEAREEITELAR, BETEHES. :

1. HiRAE &It H E S
DUFRAEERORE A y B, DA 0 x5, RHIFE#Z y=katb, BHEABAA HATRESE yE M) .

2. BEEMIEME S TE

Caspase-3 SEMIEINE S LL=(SLRANIRLE A ;oA o)/ (RIS BRA A oA ..)x100%

RIEE RS, THERRNEEMEERL.
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3. EEWETH

%% Chemicon /A 5] #y caspase FgE B A E X One unit is the amount of enzyme that will cleave 1.0 nmol of the
colorimetric pNA-substrate per hour at 37°C under saturated substrate concentrations, BJ—/ME§SE 1 880 E X 2h X ) /B FI AT,
7 37°C—A /BT AETIXBI ) 1 nmol pNA 474 1 nmol 555 pNA fSEsE . XM MITEEERFEE ZOANEN RN
caspase B g,

Caspase-3 &4 (U/mg prot) =yxV _.+(V .xCpr)+Tx10%=2.1xy+Cpr+T

Ve REEZRBMETR, 0.105 mL=1.05x10*L; V,: MAKFEERETR, 0.05mL; T RRAE, h; Cpr: HAZEARNE,
mg/mL; 103 B{rEZR%, 1 umol =10°nmol,

R T4 Caspase-3 iR N55IEHIESL, A Working Cell Lysis Buffer & 4 # B R &/ BHITNE. tHHER
UFFEBHBRER .

07 ZERH

HARGTE 2 y=389.38x-1.0266, R2=0.9999

200 4
vy =389.38x- 1.0266
R?=10.99949

150 4
s
—

< 100 4
=
(=9

50 4

0 T T T T T
0 0.1 0.2 0.3 0.4 0.5
AOD s

f5-1: & 1x107 /> HEK293 4AffE, /N 500 uL Working Cell Lysis Buffer, %BBNEFHEBIR{E, 37CIHEE 1 h [5H 96 LIk
BTN, MBAA ,=A 4-A ,=0.497-0.054=0.443, EAREH 11.84 mg/mL, BFAA RAIREHMETR, FE y=17147,
Caspase-3 &1 (U/mg prot) =2.1xy+Cpr+T=2.1%171.47+11.84+1=30.41 U/mg prot,

08 FAQ

1. FAAREFLERGELSHERMG?

Bt ERERW.

2 . Caspase K EEEAE M pNA HAFG?

HARMESERERIBEMN pPNA EXFER, MAFAT pNA AR EFTERBRETRITERS, B XRELTIRERZ.
3. MEHM A0S IEHENSZERE

ERNAERPUESEOFROAE, AARRBRINEE AR 50 uL BN,

4 . MEH A9 A405 F1E

1) #RPEALEAR ERESRBREAEHERPNEEREZ LT 1-3 mg/mL,

2) #mPECER Caspase KRR, BEEAWINVATHARESHE, WRATILRPEIH B#iINZ Caspase BT MUHAIER,
JREHRAYIESERE TN, #HEF Caspase HUELLRIRAIAS B R, XAERLT M4SN 1% Caspase (YA, o IXIEREE—
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EfiEgZ, BEAFSATHERREREERMNE.

5. BENEEKE 4 h BEKRATHE T ULEREKE?

MRAETMABPE, TEHEKFERE, EZJUFELIXR.

6 . ZRFIE MM EMEK T NI H b Caspase SEMAR TR FI B A9 AR KB AL ?
A/nE) Caspase RFIAFI ERIMABE BRI UBEA.

09 #HK/™

%S RFERR
KTA3020 Caspase-1 SHMEMTIXFE (LLEE)
KTA3023 Caspase-4 SHEMEMMTIXFE (LLEE)
KTA3025 Caspase-8 SHHENMTIXFE (L& E)
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Caspase-3 JEMHSTAFIE (LE&EXE)

(Abbkine $§5: KTA3022)
HEATHEYES, HRERNESHR

1-5%108 5-20 mg
*éﬁ e alia) Elicalii
Vi : Working Cell Lysis Buffer Working Cell Lysis:
%IJ : R Buffer K85 %K :
= SRR ELITELED > ik LR min <Cessreereeeeeeeeanans :
v
%éé
—
Bl
INENENEY,
v
B EBEZEHFOET
Bk L

$0008000008 R mECH -

Working Cell Lysis Buffer: £ 1 mL Cell Lysis

Buffer it 10 uL DTT (100x)

Working Reaction Buffer- Fﬁ%%%7k;]% 0000008000000 0000000OOFAIOORAOOIOROONROORAODRAIOOROSOIARSS
Reaction Buffer 2x )% &= 1x, & 1 mL v

Reaction Buffer (1x)fin 10 yL DTT (100x) 7 96 AR H T THIRE

[E AL AN SRR NN

=

000 QOO 000
©]0]®) ©]0]®)
=af MEFL pogiEi FRETL
Working Reaction Buffer Working Reaction Buffer Working Reaction Buffer Standard
Ac-DEVD-pNA (4 mM) b LEiE AR BUAIRNARE
Ac-DEVD-pNA(4 mM) AR NALHKATERENETL 7L, 405 nm LR KE{E
e Rm,mICEE2H
*A
.\_‘L
| Mz W
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