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Caspases (Cysteine-requiring Aspartate Protease)E —XERA Rk, EARAT . SRIENKEFT REE
FEER., RIBEWNEARR, siHEZ 0% Caspases T] 73 A=K #iq Caspases (£13% Caspase-2. 8. 9 #1 10),
ME BN AT REERR; 11T Caspases (£3% Caspase-3. 6 #M7), MFREEVIZABNNESTHEETAR, S
MAEAT A E (L, 0 DNA FER{k. HRRREERS, K4 Caspases (Caspase-1. 4. 5. 1171 12), *
BESS5RKERN, BITEEMEREF (Z0 IL-1841 IL-18) KiATHRERN ., Caspase-6, thfrkMch2, AT
142, Caspase-6 RIATER L RRZELBL B S ER aBi/KR, 5 — Caspase HEMMIMNTL, T
X (18 kDa) #I/h (11kDa) W E, XFMTELEEH AN Caspase-6, HUEHY Caspase-6 #1174
FUAT, NHRBRER (W actin) MEREF (W PARP) F#H{TERKRE.

Caspase-6 SEMDITIRFIE (bb&3E) A48 Caspase-6 SHEMIR 7 —Fh B EMIRIEN T, T EE
F Caspase-6 X FriC/EY) Ac-VEID-pNA (N-Acetyl-Val-Glu-llel-Asp-p-nitroanilide) B97KEE{EFE, MMmEBERH
HEMN PNA (WFHEXR) 0. BN pNA 7 405 nm L EFHEARRIKE (emM=10.5) , ERETTBIE
405 nm AEMEREEE, FUBRIIE A pNA LRFRERETINIRERLRITE, €055 BEEIR TR

02 BEF

A%
RAEHES fEFFER
2T 50T 100T
Cell Lysis Buffer 5mL 10 mL 20 mL 4C
Reaction Buffer (2x) 10 mL 20 mL 40 mL 4°C
Ac-VEID-pNA (4 mM) 100 pL 250 uL 500 uL -20C, BIREF
PNA (10 mM) 100 uL 250 uL 500 pL -20C, BARE
DTT (100x) 150 uL 400 pL 750 uL -20°C
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03 B&ENHFSHH

B FORRR FEREHR &1
158 BEFR. (EREOHL. HIKH BEARLTEBEAS T 405 nm Ab TR S
Ftt RS S FLIR 18 96 7L AL FIR
s BRI (PBS, pH7.4) EBFK Bk, B
Hits TEDRBRIORML. TRB AARATERT RSB
04 IEEIM

W

o AERIREMERREN, TEMTIRKIZH.
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HAEE EREW

Working Cell Lysis Buffer

Working Reaction Buffer

Ac-VEID-pNA (4 mM)

pNA (10 mM)

DTT (100x)

Standard & &

I FAETECE, 1 mL Cell Lysis Buffer it 10 L DTT (100%) , EEExETK L, AAZXFESE,

G FERECE, AL F/KIE Reaction Buffer 2x)%HEE 1x,

=B F ERFEF.
4 1 mL Reaction Buffer (1x)1 10 uL DTT (100%) . EEERTKL AAREHEHF

R AR50 & /F-20 AR
7, BREREFR.

R AT A2 % /F-20 C R R
7, BREREFR.
RRAZEHIR A9 & /F-20 CEAR
7, BERE KR,

BRI EEM—RARE RSN,
iR BB B RATR, A Working Reaction Buffer 547 & lA’qu PEE—X *T%””i j
ONA (10 mM) FTE 3 R ER AR 8 HlEtRE, BRBREANRERBRAR
JANENAX I B PR S R o
) " B, WA 4N,

RIAR, {F/H7), EBTKE.

RIAR, {F/H7, EBTKE.

BIAZY, MR, BTKE.

2/6
V1.0



05-1-2 R mECHl

{# F§ Working Reaction Buffer ¥ #r& & pNA (10 mM) #%# % 200, 100, 50, 25, 12.5. 0 pM HFRAEB K.

Fe RERER Working Reaction Buffer (uL) RESRRE (UM)
Std.1 6 pL pNA (10 mM) 294 200
Std.2 150 pL of Std.1 (200 M) 150 100
Std.3 150 pL of Std.2 (100 M) 150 50

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

Std.5 150 pL of Std.4 (25 uM) 150 12.5
Std.6 0 150 0

05-2 HAH&

AR BMNBWEARERER. SRR HAHNE HHERREE-80C. FAM, AXKLRE, XTRSEWERNRENE, 7
BERBOIRSETRS. BAHSTRNESK#EE. ARRFESRIBEIEAZEAERATF, ETESTIRUE.

MHEATHMIES: EEREENAFXESARAT, B, EWXEA Caspase-6 LtENEREBEARNFSHX B,
1. FEARALIE:

(1) S TEEE4mAE: BEEOEELEIREMM. 600g, 4CTHE/L5min, JulkE EER. B 1 mLPBS JigMiE 2 k. BU/E,
FB E3E#K . 7 50 pL Working Cell Lysis Buffer & & 1-5x10° MAfE .,

(2) WFE:24M00: 6009, 4°CEiL>5min, /vHMEE FE&K. B 1 mLPBS ¥4 2 2k, Biv g, =B &K . & 50 uL Working
Cell Lysis Buffer & & 1-5%x108 NRa,

(3) MFLHLA: ¥ 5-20 mg BRTIE/I\R, A PBSEHAL, 0N 0.1 mL Working Cell Lysis Buffer, 7K/&5% .,
2. EBYIKLEFE 15-20 min.

3. 16000 g, 4CE:> 15 min, REH LBEREZRZEFXEFL, BKLEHFN.

4. S BIE caspase-6 HIBEE M -80 CRFHEM. BRI EH S Bradford SZNEERRE.

AR MBEWEERARE, #EMEH Abbkine £75: KTD3002 WEAREERFE (Bradford %) #HiTH AT RRENE.

V1.0



05-3 LK
1. BS4R0CES: T 30 min UL, BYEKF 405 nm,

2. BfER (TRRIEE 96 FLARFHE?E) -

=g (pL) MEF (uL) xEFL (uL) AT (pL)
Working Reaction Buffer 100 50 55 0
Standard 0 0 0 100
L& 0 50 50 0
Ac-VEID-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 ABBIE;

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

®TA. e s
i Ok D

06-2 FahitH

M T AR SR ARSI AR, AERSES, edh
1. BRI (@]
MARAERRIREE D Y B, DA 0 X B, BEARERL y=kceb, BRAMA SAFEEEH yE (M) .

2. HESEMHEMBE S ITE
Caspase-6 JEMHIEINE 7 EE=(SRIG AL TR A 52-A o0 ) (RIS ITHRE A 5.-A L)% 100%

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-6 &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 X TH @A caspase-6 BIENFFHIEHIEIR, A Working Cell Lysis Buffer B4 & maHE#TUE. tHNER
UFFEBHBRER .

07 ZERH

HARGTAEZ: y = 384.47x + 0.1203, R2=0.9998

200 4
v = 364,47k + 0. 1203
R= = 0.9993

150 1
)
=

< 100 4
=z
o

50 4

D T T T T T
0 0.1 0.2 0.3 04 0.5

AQD

w1 Y& 1x107 4> HEK293 #lR8, A 500 L Working Cell Lysis Buffer, % EHB#1E, 37CIEE 1 h 5 H 96 7Lik
ST TBAA ,=A ,-A .=0.666-0.056=0.61, T (1R 0 11.84 mg/mL, §AA R AAR R BiLL 7772, 195 y=234.65, Caspase-6
JEM (U/mg prot) =2.1xy+Cpr+T=2.1x234.65+11.84+1 =41.62 U/mg prot,

08 FAQ

1. FAARELERGEILSHERMG?

Bt BRERWA.

2 . Caspase RFIEEEAE M pNA HAFIG?

HARMESERERIBEMN PNA EXFER, MAFART pNA AR ERTERBRETRITERS, B SXRELTIRERZ.
3. MEHM A0S IEHENSRERE

ERNAERPUESEOEROAE, AARRBRINEE AR 50 uL BN,

4 . MEH A9 A405 F1E
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1) #APEAREAR HBHERNFTREEFRTHEGREEDIAE] 1-3 mg/mL.

2) FMAFHCER Caspase /KRR, BEEMINVATIARESHE, WRATILRPAEH BHHiINZ Caspase B MHAIER,
I B HEH S SAAT AR E, %3 Caspase BUALLBSRMIRSE R, XTI MMM H1Z Caspase HYBUE. o IX1EREE—
Afe) ik, REFSATHEBRELEBELMNE.

5. WENEZEKE 4 h BERATHETURELEKD?

WMRACLTURAAE, TUEHEKFENE, EETUFELIR.

6 . ZIRFERN A MR T U H M Caspase EMENIAFE MR REAG?
A/AE) Caspase RIIH I MIBR BRI B A .

09 1HK/™

) RFEBIR
KTA3020 Caspase-1 SEMENMMTAFIE (Fb&EZE)
KTA3023 Caspase-4 ‘EMENMTAFTIE (&)
KTA3025 Caspase-8 ‘EMHEATIRFIE (EL&EIXR)
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Caspase-6 JEMHMTAFIE (LEEXE)

(Abbkine 585 : KTA3024)
HEATHEYES, HRERNESHR

1-5%108 5-20 mg
=l JERGEE 4 AR
ﬁ Working Cell Lysis Buffer Working Cell Lysis§
: =8 Buffer KBS %K .
---------------------- > Kk LB min <@Gessceeeeneecenaaeeess
A 4
<
==
B
IO
v
REBEHFOE S
B L5 | E
FXYEIRIXRTY — O
. TR BC
e Working Cell Lysis Buffer: #& 1 mL Cell Lysis
o Buffer i1 10 uL DTT (100x)
: -
]
L ]
: WorkingReactionBuﬁer;ﬁﬂ%%‘%jj()[%Reachon 0000008000000 0000000OOFAIOORAOOIOROONROORAODRAIOOROSOIARSS
e Buffer 2x)% B = 1x, H& 1 mL Reaction Buffer (1 v
e )M 10 uL DTT (100x) £ 96 FLAR P T IR
Secocvssvoe
000 Q00 000
©]0]e) ©]0]e)
=Aaf MEFL MR REFL
Working Reaction Buffer Working Reaction Buffer Working Reaction Buffer Standard
Ac-VEID-pNA (4 mM) = L& R BIAMRAWAE
Ac-VEID-pNA (4 mM) AR NALAEATERBEXNRIL 7l 405 nm 4R SE{E

BRUHE
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