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Caspases (Cysteine-requiring Aspartate Protease)2— X E AR &, AARAT . REMREFRES
FEER., RIBEWNEARR, siHEZ 0% Caspases T] 73 A=K #iq Caspases (£13% Caspase-2. 8. 9 #1 10),
MR BEATREERL; 1T Caspases (B1F Caspase-3. 6 f17), MR EEVZMEANNZTHEER, SX
MAAT S L, 20 DNA R L. 4HRERRS/E%F, KM Caspases (Caspase-1. 4. 5. 11#112), £
BS5RERN, BIEECEAEEF (20 IL-1BH0 IL-18) ki R&E R . Caspase-2, X #RA Ich-1 5 Nedd-2,
MR AFE, FEARATIRPN—RINEMHFHEE, Caspase-2 BEYIFIFFUERATH Bel-2 I
%EHA Bid, FSE&NERRAMREER C, #if#Us Caspase-9, BalZ&iNEREAATRIKRR.

Caspase-2 JEMDITIRFIE (bb@3%) A4 Caspase-2 JEMIRHE 7T —FEEMIREN T X, ZHZEE
TF Caspase-2 3FriC/EY Ac-VDQQD-pNA (N-acety-Val-Asp-GIn-GIn-Asp-p-nitroanilide) BY7K##775%, M
B BRER pNA (HEEEER) #B0. B pNA 7£ 405 nm 4 BB & AR E (emM =10.5) | HIRE
OB 7E 405 nm AN ERCEE, SBEEA pNA ZRARE REHI R EZERITE, N 0] AR LT
o

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-VDQQD-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-VDQQD-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 BRIMEEAFRSER. SRR BARNE HRERREE-80C. FAF, AKLRER, XTRSEEHEROTRES, 7+
BSOS ETHN. LXAETRNEEKREE. ERaHSTRPBEDIEAZEBANFH, CTRSTRUE.

HRATHMEES: ERSENTEEFSHERAT, BN, BUEA Caspase-2 Lt N 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-2 MIBSE M S-80°CRIFIH M. RS B &+ & A Bradford SZENEEZAKRE.

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-VDQQD-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

Oken

06-2 FEitE
T AERENESERTEARNEEITEAR, FE=eAE.

1. BARE ST E E Jrig.
PURERRIRE A Y B, AA 4 x5, SHFEHRZ y=kxtb, BHEANLA HATTESE Yy E (M) .

2. HEESEMEEINE TR

Caspase-2 JEPHEMNE 2 LE=(SLERALIRLA A jyp-A o )(SRBE XS IRA A 5:-A 4.)x100%

RIEE RS, THERRNEEMEERL.
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3. BEEITE

%% 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—/ M NEF AT BT Y] 1 nmol pNA JE#17=4 1 nmol ;%% pNA B2, XHEM T PUTERHATSE S DA N BRI
caspase B§SE 4,

Caspase-2 J&14 (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-2 iR N55IEHIESL, A Working Cell Lysis Buffer & 4 #BH a5 BHITNE. tHHER
UFFEBHBRER .

07 ZERH

HARGTE 2 y=394.83x-0.629, R2?=1

200 - y= 394.83x - 0.629
R2=1
150 -
=
=
< 100
=
=9
50 1
0 T L) T T T
0 0.1 0.2 0.3 0.4 0.5

AOD 5

w1 Y& 1x107 4> HEK293 #lB8, A0 500 L Working Cell Lysis Buffer, %N EHB#1E, 37CIEE 1 h 5 H 96 7Lik
TN MBAA ,=A ,-A .=0.533-0.053=0.48, EHRE A 11.84 mg/mL, FAA , RAIRERZ 2, 5% y=188.89, Caspase-2
JEM (U/mg prot) =2.1xy+Cpr+T=2.1x188.89+11.84+1=33.50 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)
6/6

V1.0



BR3Pk

%5

18
]

Caspase-2 JEMAMTAFIE (Lb&7E)

(Abbkine $§5: KTA3021)
HEATHEYES, HRERNESHR

1-5%108 5-20 mg
laesatlial JENGER 2R AE
: Working Cell Lysis Buffer Working Cell Lysis:
: =8 Buffer KBS %K .
R ARt R L LI > Kk LB min <@Gessceeeeneecenaaeeess ’
v
%éé
—
B
42 4% 47 47
v
B EBEZEHFOET
Bk EFFm

s0e000008808 R mECH -

L )

: Working Cell Lysis Buffer: &7 1 mL Cell Lysis

+ Buffer i1 10 yLDTT (100x)

: -

®

L ]

: WorkingReactionBuﬁer: m{-%%jk)l% 0000008000000 0000000OOFAIOORAOOIOROONROORAODRAIOOROSOIARSS

e Reaction Buffer 2x)®%&BZE 1x, H& 1mL v

o Reaction Buffer (1x)fi1 10 yL DTT (100x) 7 96 FLIR T THIHER

..'...O00®é;

000 Q00 000

00O 00O

=g+ MEFL MR REFL

Working Reaction Buffer Working Reaction Buffer Working Reaction Buffer Standard

Ac-VDQQD-pNA (4 mM) & & AR BUAENRE

Ac-VDQQD-pNA(4 mM) AR RARHATERENRTL 7L 405 nm 4hIRSE{E

... ®R®,8CEEZH

BRUHE
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