EZ-LDH

Cell Cytotoxicity Assay Kit

Cat. No. DG-LDH500
DG-LDH1000
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* Product Description

Apoptosis =2 necrosis &0 2|5t0 ZAHLE &=4E MEOM HEE[= Lactate
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EZ-LDH cytotoxicity assay kit= O[2{%t LDHS| £70| 7|8t5t0], MZOojAM =
LDHO| 2 water soluble tetrazolium salt (WST)ZE O0|23%}0] SZE (450 nm)S =

St= HAIZ Sl cell cytotoxicity testE 7HHSID WEA AT = A= MSYLCH

WST Formazan

Lactate (Orange, A, 450nm)
NAD"
LDH Diaphorase
NADH + H"
Pyruvate WST

Cell cytotoxicity detection mechanism with EZ-LDH

= Kit Contents and Storage Conditions

DG-LDH500 DG-LDH1000
Component Part Number
500 assay 1000 assay
WST Substrate Mix 1 vial (-20°C) 2 vials (-20°C) DG-LDH S1
LDH Assay Buffer 50 m¢ (0~4°C) 100m¢ (0~4°C) DG-LDH B50
Cell Lysis Solution 6 m¢ (0~4°C) 6m¢ (0~4°C) -
Stop Solution 6 m¢ (0~4°C) 6m¢ (0~4°C) -

* 574 ZZE WST Substrates -20°CO|A] 670 &2+ O™ ShL|Ct
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» Media
10% FBSZ7I &7 = mediaE AFESI A2 ZISL T
BackgroundE HF1 A2 42 FEHE HIX|E AHESIA|ZLE, =2 FBSQ| &2 HF0f

ALE5HE ELICH

» Preparation of Working Solution

Solution Preparation Storage and Stability

1vialdl 37 1.1 me2 ®IIet =,
WST Substrate Mix 1027t 2¢tot0] M3 gdjott

** do not vortex

-20°COf| A

g
271 %OF et Ct,
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Renction M For 100 tests : oS 2gA2 AL
eaction Mixture i
_ 200 p@ WST Substrate Mix2t Ao =5t ALE
( Protect from light ) o e o = A
10 m¢ LDH Assay BufferE =2gtstCt, ot= A0| S5 ULt

* Preparation of Control

g2 MY MEsE FoH7| fet ofH| A 20 2A Normal Cytotoxicity assay @t
Cell mediated Cytotoxicity assay 5 7HX| @O = L& = oM, M0 38&He=z E
23t control &2 L1 Z&LICH

1) Background control
Media2| FBSO| Z&tZ[Of QU= LDHE FHYELIL

2) Low control
HEwd & ANEHoE SAHL &4 E MEZOM HEE= LDHe| &S FEELICH

3) High control
MO AF2E MEO| Lysis solution 10 leE H7IA7] HMZE QHSZE Hdlst,
MzZo|M &&= 7tsot £[0fe] LDHe| Y8 FEL L

4) Volume control
Assay media 100 pOil Lysis solution 10 s &7t5t0] ZHIH,
High controlOf| Al lysis solution AFE0f 2[8]f =0{ volumes E7F5H7| [5t0] ERgLCt
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= Optimization of Cell number

LDHS| otk
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(Cell mediated cytotoxicity assay2| &% Target cellZt OH| 2 S TIHSLICL)

1.

w

HIZ Ol MEZ 2Ot 5x 104 cells/well O] SE7F 5|22 M SHEIMS Z=H|EFL|CH

Low controldt High control& Zf2f 3704 A75I0f ZTH[Sh MEZIEHS 2H{A

1=
serial dilution2 g L|C}t. O]} Background controldt Volume controlk ZFH[gHL|C}

Background Volume
control control

Difutioh 1 Y Dilutioh 1
(50/000 cells Y]( 50,000 cells )

Dilutign 2 | Dilutioh 2

Dilutign 3 Dilu.tion 3
Low High
Dilutign4 | Dilutign 4

control control .
Dilutign 5 | Dijution 5 Bad(ground control :

P 7 100 ue assay mediaE 37H2| well0fl E=H|TtL|C
Dilutign 6 | Dilution 6

Difutiah 7Y Difutiof 7 .
(780 cglls ) ( 780 cells ) Volume Control .

100 e assay medias 37H2| wellofl =H|gtL|Ct.

e o BHA Ao AZE &2 incubatorOi| A BHE A|ZIL|CE
(eg.6, 12,24, 48 hoursg & M| B LA HiRLICE)

. BfZO| Bt plate2| High control 1t Volume control 0 Lysis solution2 well &

10 u@® DOIELICE (Lysis7t & Z|=2 pipetting SHFEAHLE A20|A 52 SO RS A|ZIL|CE)
HAMEE|7]E 0|20, HIX| Fo A= MEE EMA|IZ{ZLICE (600xg, 5 minutes)

FSt] MZ2 96 well plateOf = ZIL|Ct.
ERX|X| Y=E FO| FLIC})

LDH Reaction MixtureE | &8I0 Zt well0f] 100 pe A7ttt &, ZAMAZA MHO{FL|LCT

PlateS 0| XtEhel &20A 3027t EHSAIZLICL

[ =1 —
* multiple time point 80| 7ts5t0f Bts AlZh ZFHO| s EL|CY.
SZ & Low control OD,se < 0.8, High control ODyso < 2.0 | CHOf| A
A3 ST US 7HXle A2 ZHESHAI7| HEEfLICE

iR
M

x5}

S| M EE#H shaking $+ Z, Plate readerE O|83}0] 450 nmOi| A

7
JEtL|C}. (Reference wavelength : 600~650 nm)

=
=
=
=

O'I_
M

B oK
i

mjor ot

10. Low controldt High control2| §&&= XHO|7t X[LH7} &= MESEZ HYMZE =5

Z2F Ut

T. 070-7727-0456 F. 02-855-1550 www.dogenbio.com



*

M=ol XYzt ZF2| o

1.4

1.2

0.8

0.6

0.4

Absorbance at 450nm

0.2

—@— O
0 5000 10000 15000 20000 25000 30000

Number of Cell / well

—a—Low control - Background control —e—High control - Volume control

-

Optimization of Cell number 2| Z#0| 2} 43 F, High controlat
Low control& Volume controldt Background control2 242} H7d35}0] L}

QJ‘_ll. 7I-O 7=1J‘_||.E %-I?ig 740 Al‘é'-loﬂ X—I'é'l-'é‘l- XlX—lOl A-”E_/'\_E E-T'C-)I-EQ|

XtO|Zt 7+ 30| L= 25,000 cells/well(100 pe) 2 LT},

= General Protocol — Cell Cytotoxicity Assay

A. Normal Cytotoxicity Protocol

1. Optimization of Cell number O|H|d2S o ZEE M=ESo| 28 sz =
NZ HEIHS FH|SHO 96 well platell wellE 50 pe* EF310, 24412 HE CO,
incubatorOf| A BYFSFL|CE (eg, at 37°C, 5% CO,)

Bacf(ground VqumF
control ontrol

Low control | High control | | | | |

B IE-Xpe_l‘il‘ﬂgn‘taJ \ ) \ | | | | |
( (triplicate) ‘' Y Y Y Y )

2. Oidot sk = FH|E d™H=EEE Z wellOf 50 e ®IbeEL|CH
Ol Z+Zte| control0= HHX| 50 pe 20 & volume= 100 W= 30| FL|CH)

3. A ZHO| 2HA AT A2 S incubatorO| A BESA|ZILICE (eg. 6, 12, 24, 48 hours )

4. High control 1t Volume control@ 0| Lysis solution % well & 10 pe¥ EojEL|Ct

(Lysis7t & E|=F pipetting SIFHLE 200X 52 =t 2HSA|Z L)
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5. HdEE[7|E O[&5t], HiX| SO MU= MZES FTAIZLIEL (600 xg, 5 minutes)

6. 4ZW 10 RE FtH MZ2 96 well plateOf & ZILICH
(M =2 ’”S | SEXX| R=&E FOlgtL|Ct)

7. LDH Reaction MixtureS HMZ=35}0 ZF well®fl 100 pe® H7tst &, ZRMA A A0 FL|CH

8. PlateE 0| XIHE &20(A 3027t BHSA[ZLICE
* multiple time point 80| 7t55t0] Hh& A|Zh =HO| JtsgtLCh
SZ= Low control ODysp < 0.8, High control ODyso < 2.0 Q| QH0f| A
HE3 STE S JIK= AjZFo2 ZESHA|7| HiELC)

F¢17| ™ EE#A shaking ©F Z, Plate readerE O|-830] 450 nmOf|Af
ot L|C}. (Reference wavelength 600~650 nm)
0 e Stop solutiong &0 HI32 HX| AZH = JUSFLICL

* Calculation of cytotoxicity
A—B
Cytotoxicity (%) = — x 100

A : Exp. - Background control
B : Low control - Background control

C : High control - Volume control

B. Cell mediated Cytotoxicity Protocol

1. Effector cell(NK cell, CTLs 5)& ZHHIX|E O|&35I0] 2% 3|A5t0] 96well platedi|
50 pe FEFTLICH O|Mff Effector cell OlA XtAX O = HEE|E= IDH SHE Il
effector cell controlt= A™SI F=H|2hL|C}

Backgrou nd Volume Target ceII Target cell
control ontrol Low control High control
| | \ \ \ [ [ | Effector : Target cell ratios
\ | | | | |
LA AL A ) | Effector cell |

Effectorcell-control | — — — — —
\(triplicate) | | —fargét{IeIL A

o (triplicate) |
| | | | | | | |
| | | | \ |

N
2. Target cell2 Optimization of Cell Concentration OH| M &S S 2 E MESQ

2B =2 MEZHHEIMS FH|SHO effector cellO] A= well0 50 pe® HO{EL|LCt
O|Uf Target cell®| Low controlZ} High control& ZtZt 3709| well®f 2SO FL|CH
(ZZ+2| control @Ol HYX| 50 we €O & volume= 100 =2 HF0f FL|LCI)
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3. &g o &A HETE A7 S2 incubatorOl A BHS A[ZLICE. (e.g. 2, 4, 6 hours)

4. Target cell High control 2} Volume controlm 0 Lysis solutiong welld 10 pe® 20
S LICE (Lysis7t & EI=2 pipetting SIFHLE &4=20(M 52 SO B A|ZL|Ct)

5. Normal Cytotoxicity Protocol2| 5~91 &stAH HPgLICt

* Calculation of cytotoxicity

A—-B—-C
Cytotoxicity (%) = — x 100

A : Exp. — Background control
B : Target cell low control — Background control
C : Effector cell control — Background control

D : Target cell high control — volume control

» Related Product

Products Catalog No. Assay

EZ-500 500 Assay

EZ-1000 1000 Assay

Cell EZ-Cytox EZ-3000 3000 Assay
Proliferation

/ Cytotoxicity EZ-5000 5000 Assay

EZ-BULK150 10000 Assay

EZ-Cytox"tYs EZ-3000P 3000 Assay

Cell DG-LDH500 500 Assay

N EZ-LDH
Cytotoxicity DG-LDH1000 1000 Assay
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