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Elabscience® Caspase 4 Activity Assay Kit
(Colorimetric Method)

%% : E-CK-A384
A& 20 Assays/50 Assays/100 Assays

VXt

bt F&AA 20 Assays 50 Assays 100 Assays ~Storage

E-CK-A38A | Cell Lysis Buffer | 10 mL 25 mL 50 mL -20C

E-CK-A38B [2>Reaction Buffer] 10 mL 25 mL 50 mL -20<C

Ac-LEVD-pNA 20T,
E-CK-A384C) " 7o 100 | 250 b | 500 L |G i
20T,
E-CK-A38D| pNA(LOMM) | 2004t | 5004 | ImL | o S |
W —t
o B A

Elabscience® & £ #F X 49 Caspase 4 Activity Assay Kit 5& 2
KA R, TR TN mE., BREMRRRLCHLRL
caspase 4 HH .

HENE

Caspase 4 ¥L#& Ich-2(ICE and CED-3 homolog 2), %] TX #=
ICErel-Il, T vidf= Apaf-1 M8 EZAE R, H A5 Emibe & cFH
9 caspase 3 i %, Caspase 4 &L 7T ¥A#= caspase 14 48 ZA4F .

AR

A caspase 4 &M AWK F &L KT caspase 4 T AEA R
Ac-LEVD-pNA /= 4 # & &9 pNA(p-nitroaniline), pNA &
405nm P A 5RO, A ¥T VAR ST & R R R Ak )
caspase 4 &9 &M,

Induction of Protease cell lysate or
pyroptosis

— —» cultural supernatant -» AcrLEVD—pNAﬁb pNA
H activation "
in cells preparation caspase-4 LEVD

ARA R LA
Meampattx  MARER

wAEEM

-20C TH A —Fo. Ac-LEVD-pNA (4 mM) 2 i % 2 3 38 8
B, 8 R Bk R

B &K RALE

1. &K H

PBS. & &< =i f & (Bradford &),

2.NE

TS AE A EEARAL, & KRB OH, BIREARAE. BES.
AR R KB

AEFA

1. FIASFEEAFRELRNEQRE, B THREMRTY S
HERF, REAEA BCA F#T&QREMNZ,
AR E LA %k (Bradford i),

2. EPEEXFERAT, #F 2~3 AN EF KOO RBRAT
MER, BFHEARAER TR AGZGNZELR, WNE
AR R EE BT,

3. #H47 caspase 4 FHM T HHER, AEORAEE 1-4
mg/mL, %N A %k st R ey EME,

4, —RFEBHOmMIK B Z DT 1X1094, AL KR
1&F 50mg, VAMRAZ 1~4 mg/mL 89 & AR E. T4
Hon R RO EE, FREORATIK, REKZEANE
4 caspase 4 1§ f OD &4k 1%

1

REITAE

1. Cell Lysis Buffer & f# 54, Kis& M.

2. 2XReaction Buffer &t 5 %4, K& M,

3. Ac-LEVD-pNA A= pNA &G i8], kit 4 M,
HARE

1. mpestk

BRE AT FMEmMIIZ, PBS &M it4, 600>y
%5 5 min, F EiF, #M8E 100 7 @i A 100 uL Cell
Lysis Buffer & b2 A4 49 Cell Lysis Buffer £ & mfa,
FEkiBEFA T EM 30 min, EMBEERRES 34k, &
K 10s. HMBHHEA, T 4T, 11000 >g % 10~15 min,
PSR I EFEHG EP B F, FETALEMA. R
A Bradford % (E-BC-K168-M) M2 & &K% .

Er BMNEEE Ry, HREAEFESANEFEB, 5
JG Gl A NG BE dm i — A2 AR

2. AEHA

I 50 mg AL HE AR, B PBS REFAMERFR 124,
Fmp PR G hmin, AFARFTHA, don 200 L HA
&9 Cell Lysis Buffer, #4749 % (EKBEEMHTHT, F4HR
JRE g e, BG4 Cell Lysis Buffer 4% i), 44
KIFOHE RS Z 1L5mL BoE P, KiGEM30min, HiF
WA, F 4T, 11000>g % 10~15 min, v oibeR I b
FEHEP B, FEFRELR., REtiE A Bradford %
(E-BC-K168-M) Ml & & K & .

Er R BIFOBEAR BN R, FREAN T, TR E
JE W) LFER A A-80T, 2 B BTN,

YIS s

1. #4& pNAFRESHE GEEO

1) BHIARE AR Bk Cell Lysis Buffer #=
2>Reaction Buffer, #88 1:1 BLHIAR /A BBk, Wk R
RATR D .

2) BEATEWHAEE: M6 XL EPE, H— XL EPEF AN 204
pL AR SRR, HAAEE Ao N 150 pL ARk SRR,
A pNA (10 mM) &9 #7728 % 6 uL | 5 — % EP &
R B 200 UM 89 4R S TAE R, RIR 150 pL %] 5§ 2
X EPH, ROBARIIS0UL 2% 3 % EP ¥, M T K
EBRAKBABRRINEZES X EPFE, WmTEAT:
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6uL 150 pL 150 pL 150 uL 150 pL 23 22 A mibk B KV, Cell ¥mmiatysx, & 100 7 & ko
R A A I 7TA Lysis Buffer X % . A 50~100 piL Cell Lysis Buffer,
) Fik—: BBEBEERERG T MTE % B Bradford &Mk &, R&H&AH
==, Bl EEOBRK. | AWM EE, T IREAT R B A

—

L sews

pNA (10mM) 200uM 100pM 50uM 25uM 12.5uM OpM

3) AHFI 100 L RRIRE AR E S B THARR R L Em
#] 405 nm F OD AR, (AIRIESEIRLE ROy A H L, 2
BT A 69 45 B A Ao AR R S AR 3X 2 B 5L.)

4) LHAREE K 9 R ARE SR B A0t 43t OD {&

(H—AMR/E st 89 ODaos B3 4 pNA 9 ODaos) 1EA x
thfey b, 1& A EF A (3 EXCEL) 4#Iin/k &4,
3 F BT, FRKIETRBEER S, AUEF
RR WG EER, BYRBELE,

054 ¥=0.0029 x +0:0033
R=0.9999

0 50 100 150 200 250

PNA Concentration (M)

2. Caspase 4 & & MAR R
1) W50 puL AR, HETREERFIKR,

ZH AL
Cell Lysis Buffer 50 L 0L
2>Reaction Buffer 45 b 45 b
HEM A S 0L 50 L
Ac-LEVD-pNA 5L 5L
EARAR 100 pil 100 pL

EE: ERERBARRN, SANRTIR, FmANFNE
KGiELRY, &EmN Ac-LEVD-pNA R4, Ff e
MY RIEE BT L,
2) AN Ac-LEVD-pNA 5 R4, 37THE 1~2h, KIAMH
& T ALK W 2 0+ BR 7T 480 ODaos. %40 & E LRI B,
T iE Gt K B 1] 2] 4 h,

oD, ,-OD.., ., oD
Caspase 4 LB bk = —b _ SauH

Cpryg 5 Cprygy

E: AR RMA TR LR,
Fik=: BREBETHE

1. #Hairhd&: RBFEFHKRE (X, pmol/L) F=&
KE (y, BmEREA 0 WZAE) BAREFTA y=ax+b,

2. ¥ caspase 4 BEiE /)
Caspase 4 Ba% /) #4249 % 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. BP—/ANBgE ) 452 LA Bk
raFert, £ 37T —ANDEATAFT 1 nmol Ac-
LEVD-pNA = £ 1 nmol % % &9 pNA &9 caspase 4 6985 % .

sA-b  Vis

a

Caspase 4 activity (U/mgprot) = Y xCoreT
#

PE S

y: #R el 2 ODfA-= & OD 1A
X: AR e 0 IR

a: iy a4t

b: A7 49 AR 38

AA: Wz 3 OD4E-= & 3L OD{a
VERE: REAFEARER, 0.1mL
V E: Ao NGEE R4RAR, 0.05 mL
T: REEE, h

Cpr: #Amm NARMK Z AT89 & @ MK, mgprot/mL
o A R ANAR AR F AT 69 #1324

(AR VY X

Ft A BT A7 4w iR 649 8 AR ST AR I 2
2h 4 N %k & caspase caspase 4, Tk E 2hAk A 3T 6y A A

ODaos 18] 4o B, RHEARAEF W69 AT RAL A
1 & 2, i E ARG AR
R MK S atm AL ey F R, Bk R4

3% i 89 % E X
Ko

¥ E A
5~10>10° /mL.
2

BHBGRE N

-0D,.
[ZE:S = O
x100%

M, e &g A AR KT 50ug.

ODaos 48]

B E &, Cell Lysis
Buffer # # DTT %]
7%, Caspase B K & o

Cell Lysis Buffer #=4mja L ig £ 42 &
kE#AT, H 10 pAriEiTiRRRS
—K, RotRitEEs.,

1o 1K &
A4 5

B B9 AR B A A
TE, F R m
fi#, Caspase B %k i .

I o0 IR 6 B N -20°C (1
ANAY RFE-B0C (2 AMA) A4
A, HLR B 1A A 2 AT A

KT E R

RAEARM A K A 405nm, FEME T
b, TikdF 405E20 nmEE .

ITCHAMMTK,

E YR I7TCHEF BT, R
MH BRE A 1~2 EFA, FEA
K, control 4869 F & L AH 4 iR #
WK, FELER K.

4m oAb 3K A 2
A e, HE 405
nm & KA Bk,

om0 B S GRS, R E )
fa bk 2K F 6 2 a3 R, AR R
LR BE G AN H .

ODaos 18]
1 &

Ho B AP A B S A

o

HER s A

2 A =y 96 FLAR
AR A, T8

RlaiE.

AR R # 8 — KM 96 FLAR .

2w

w N

#

AR T H AR GHFH LR,
FEERAEN, BFERTRNBEALLIRE.
PNA(4-7K E K i) 3 AR &, BAFeTiF A0, iz
BH G P VA B AR AR AR BN . pNA £
KEEFRATARERMERSEE R, TEXETEN,
A 20~25CKIERH AR ELIRMSHEA .

A o0 A U 69 caspase KFEKES, ERMINE T RH A
THAZRGTHR, wRFmit AT REBATILEA I LA
iK% caspase & 7 A E R, T LT EFmip et
[, K E|—A caspase #LFE LA RGBT A &, AMEAS I
% caspase #9i%k &, TAERT A MK, #laeiEF 0. 2. 4.
8. 16 4= 24 B, 2 0. 1. 2. 4. 84 16 /)8, K 0.

1. 2,

4, 6428 /5,

P&,
ARRFEOREHZ T, ROGREKEHN 0.2 MM,
T4 K S MR, £ITTHEF 2NN AR KRS
A A Yy, A3t A S caspase 4 B iE 7] 45 A & 44
2L, A Cell Lysis Buffer i& % ##4 &6 B 702,

BRI 30 1) AR EAR
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