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Elabscience® Caspase 4 Activity Assay Kit
(Colorimetric Method)

%5 GCQO071
HAg: 20 Assays/50 Assays/100 Assays

Jema g
Nt ko FsbA 20 Assays 50 Assays 100 Assays  Storage
E-CK-A38A | Cell Lysis Buffer | 10 mL 25 mL 50 mL -20°C
E-CK-A38B [2xReaction Buffer] 10 mL 25 mL 50 mL -20°C
Ac-LEVD-pNA -20°C,
E-CK-A384C) 100 L | 250 uL | S00pL | S
20°C,
E-CK-A38D| pNA(10mM) | 200 L | S00uL | tmL | bl e
BB —4r
e BA

Elabscience® &) £ & 49 Caspase 4 Activity Assay Kit & F 4
KAE &, TRTAMNm@E, BEEBRILCHAL
caspase 4 &4

HENZ

Caspase 4 4% Ich-2(ICE and CED-3 homolog 2), 4™ TX #=
ICErel-ll, ¥ AA= Apaf-1 M ZMER, HA5E5maeF c F&
#9 caspase 3 i, Caspase 4 &L 7T YAF= caspase 14 48 ZA4F .

A R 2

A caspase 4 E AN XA &2 KT caspase 4 T AE L R A
Ac-LEVD-pNA /= 4 # &.49 pNA(p-nitroaniline), pNA £
405nm ML A 3RO, A T VAR i) 52 Rk B R AR )
caspase 4 69 &M,

Induction of Brotiis cell lysate or

pyroptosis —* auivnllnn_b cultural supernatant - A:—LEVD-pNAﬁ) pNA
in cells preparation caspase-d LEVD
R A LA

Vmias sk Mag#Er

G

220°C T A —4F. Ac-LEVD-pNA (4 mM) 52 i 35 5 3 538
B, 8RR A K ER.
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1. &5

PBS. & A £ ®ikH& (Bradford i),

2. LB

TR A AR, S KBS, BIBELRE, BRE.

AR DK S
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1. FMASKRERRERMNEORE, B THERKERET S
HLRF, TNEAEH BCA®R#HFEQRAMNE,

BERE E’Jﬁfr 7% % (Bradford %),

2. HBAEXFRAT, #®3F2~3 A EF KRG ARST
MER, FHEARLELIIREGZGNEZLE, VME
HREAARF AE LA FBHITAR,

3. 347 caspase 4 HHMEHEL, REQREDE 14
mg/mL, &M aHrhEhERGEHE

4. —REIEG MK B EBKT 1)(106/]\, Y N
1&F 50mg, VAMEXE 1~4mgmL & akE. T4

B RO EE, FREQKRATIK, REKEANE

Ti caspase 4 i£ 'Vt OD 1 1& 1Ko
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1. Cell Lysis Buffer ‘5 f8 G w5, Kis& Mo

2. 2XReaction Buffer & & %45, Kis& M.

3. Ac-LEVD-pNA #= pNA M & %4, ks & .
HEAREE

1. mpaBELR

R FE AT FMEmi K, PBS T &A@ it4, 600xg
#H.8 Smin, F EF, #BE 100 7 @A A 100 pL Cell
Lysis Buffer #9 b 45] 42 X 71 4 49 Cell Lysis Buffer & & %9 e,
FERSSAT 2% 30 min, ZLAFH0E RwES 3~ K, &
K 10s. HMEBEHIHA, T 4°C, 11000 xg %+ 10~15 min,
DS EF EA A EP b, FE TR EFMA. FEE
A Bradford % (E-BC-K168-M) M| & & &K & .

E: ARMSE mAan, BMEAEFESAGEF@E, F5
JG M IE B NG BE fm e — A2 AR

2. EBBE

ﬁamg%mmmﬁ$ J PBS s H AR EKFE 12K,
%%m%#&m%mmk,m%kmmﬁ AN 200 pL #14
#9 Cell Lysis Buffer, #4759 % (EKRGFHTHIT, F4HR
JRE A fE R, Ae N894 Cell Lysis Buffer 4% #2142 ). % 4
RIFEREASZE 15mL HEF, KEAMI0min. EE
R, T 4°C, 11000xg %S 10~15 min, o xR E
HEHMEPF R, HFEFREER. B4 A Bradford
(E-BC-K168-M) |2 & & ik .

E: R BRIFOAE AR SRPNE, FRERENE, TH M
J6 0 EHR A AE-80°C, 2 B BT AR,

1

. W& pNAAREBHER GEH)

1) BLhlAR/Esfiffik: IKIEE) Cell Lysis Buffer A=
2xReaction Buffer, #/% 1:1 BLHIiRE 2Bk, Wk
RATHRL) o

2) #ATEAHE: 6 XL EPE, % — X EP & FAmA 294
pL AR R SRR, ﬁm***mkwmmh&mﬁﬂ&
A pNA (10 mM) 8947 & & P BB 6 pL 2] % — % EP %
OB 200 pM 89 FRE S TAE R, IR 150 pL 3] 5§ 2
¥ EP%, RABRER IS0 L 25 3 L EP &, Pk
RERABIRIESE S X EPE, WmTHEAT:
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pNA (10mM) 200puM 100pM 50uM 25uM 12.5uM OuM

3) HFI100 uL I BlRE 6947 S B TEARM R L Em
M 405 nm F OD 4. (H4RILSE I 2 Loy e aite, 2
BT A 69 45 M BE R A AR /R so AR 1% 2 2 3L.)

4) LHATE M & A VARE SR E A i 28 3F OD 1A
(B —AMRE s 89 ODaos 8.4 14 pNA #9 ODaos) 1EA x
Ay b &Jﬂlﬂv‘b#&# (3 EXCEL) %#irf L&,

o FEAT TR, FKMAAET i BRI F o, RRBLEF
FRwAEEF, BPRBRELE,

054 ¥ = 0.0029 x +0.0033
R'=0.9999
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2. Caspase 4 89 & P40
1) BmSOULHAEMR, BB TEARERLIKR,
EaIL AL
Cell Lysis Buffer 50 uL 0uL
2xReaction Buffer 45 uL 45 ulL
A AE S 0 puL 50 pL
Ac-LEVD-pNA 5ulL 5uL
EARAR 100 uL 100 uL

2)

& ARERBAKZE, Ll ANREIR, BANFE
RBELRE, &GN Ac-LEVD-pNA %4, FiA /e
R BIEEEA AT L,
AN Ac-LEVD-pNA B %4, 37°C#HHF 1~2h, KALM
& FALE I B 0BT AW ODsose BRETHTHE,
TiE L RKMFH A Z 4h,
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ReP\E: A E XL g R

Tk BREBELE
1. #Hatrfd&: REREFOKE (x, pmol/L) AR
K (y, BREREA 0MEGE) HMATES A y=ax+b.
2. ¥ caspase 4 BEiE 7
Caspase 4 B % /) #4269 % 3L : One unit is the amount of
enzyme that will cleave 1.0 nmol of the colorimetric
substrate Ac-LEVD-pNA per hour at 37°C under saturated
substrate concentrations. B —ANEEFE A 422 XL H B K
it , A2 37°C — AN B AT A H 39 1 nmol Ac-
LEVD-pNA /=4 1 nmol % % &) pNA &9 caspase 4 4JEF = .
.. A—b Vi
Caspase 4 activity (U/mgprot) = e W
e
y: ARE SN E OD -5 & OD {4
X: *T/&uué/]z&/g'
a: fR ey AL E
b: 47 69 4K 26
AA: Mz 3L 0D fﬁ- # 3L OD {&
VR E: REAKREAR, 0.1 mL
Vo mkmﬁﬁwﬂ,ome
T: KRB, h
Cpr: H KA N2 FATH9 & A MK, mgprot/mL
f: M A Ao N AT AR 7 AT 69 A4S 2L
¥R AR fR kTR

ODys 18| 4. S, RHEMREF
T & R
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TER B

St 3E BT A 4w i 64 B T AR ST A A ) B
2 4 N 8% caspase| caspase 4, PRk E 2hAh LI A0 1] A%
W & A PE A R AR A
% E xR A,

AR5 S miney E R, #ERE
HIFER, BHEFFKREAH
5~10x10° /mLo

o 0. 7% 3 B 89 2 K
Ko
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miad B KV, Cell
Lysis Buffer K % o

W m by 52, HF 100 77 mfid e
A 50~100 pL Cell Lysis Buffero

1 & A I,

{# A Bradford Mk &, REE G
AW e B =, T AT R R AR
M, e & & G KT 50ug.

ODys 4]

M # B, Cell Lysis|
Buffer F # DTT %
7%, Caspase B4 K & o

Cell Lysis Buffer #= %m it % fit i 42 /&
kBT, B 10 4P BT RR RS
—K, RHORiE#GE,

& & 3
A4S

o LI 3 8 AR A A
TE, F B wm e
fi#, Caspase B¢ K &,

AR w0 R B S BPAN-20°C (1
MRA) RFEB0C 2AA) KAH
A, AR I P AT AR

BRI E R

RAEAR ML KA 405nm, HFAE
A, TE4F 405120 nm FEH .

37°CHH LK,

E LK 37°CHH R, HBUR
MEFH B A 1~2 R, KA B ]
3K control 48 69 H & H AL & i #
WK, FELE R,

o o 4L LR K RE B
WA E, B 405
nm KA HE,

EERLE ) AN R S &
HL,% XA 6y = G AR
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Helk 0B Al

& 1 =LK A4 96 FLAR
HERME, FHE
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UL A 69— R 96 LR .
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AEBALRTFE A RGAFFRAER,
FEEXATR, EFTEBTRABEENCEE,

PNA4-7 2RI AR &, BAErF4EA G, FiE
BRAKGA VA A RRARRBNARAN . pNA £
KBEFATLAREMIEEZCEETR. TERFE
T VA 20~25°C KB H B | Z A E 1 .

# o0 P #0E B9 caspase KFEAKE, B ARANETRE A
THAZAGTAR, wFmit T iE AT ILERA I LA
iK% caspase A T AR E Gy, TiE LA 5Fmia eyt
], K F|—A caspase # 7 L BGR GG BT ] &, RN B
% caspase 89k FE . TAERT Rl &, PldeikF 0. 2. 4.
8. 164224 o8, K 0. 1. 2. 4. 8F= 16 ) Bf, 3K 0.
1. 2. 4, 6F= 8 Vo5 EAKGY A § 08 ) & AR B AR
Wi iE o

ERRXFEWREIRE T, RAWGAIEKEH 0.2 mM,
T4 K S BRI, £ 37°CHF 24T &R
Rl ﬁﬂfﬁ#w¢mmm4%%ﬁﬁ%;ﬁ
2L, A Cell Lysis Buffer i % #4506 F 3T 2 .
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