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Comet Assay kit

(Fluorometric)
BO-COM-75, 75 Assays (3 assays/slide)
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Components ‘ Size ‘ Storage
LMAgarose 15 ml 2-8 °C
Lysis solution 500 ml x 2 Bottles
200 mM EDTA, pH 10 20 ml Room Temperature
Comet slide 25ea
Secure Green solution, 10,000x 20 pl 2-8 °C

* WEOIX| g2 MES WS AHErSH HEfolA 2-8 °C 22 Al of 6 & zF HEERILICY
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P Fluorescence Microscope (FITC filter)

P Electrophoresis system

P Boiling & 37 °C water bath

» 2-8 °C refrigerator

P Vortexer / centrifuge

» 1L cylinder

» Microtube

» 15 ml or 50 ml conical tube

P Pipette & Sterile tips

» 1X PBS (Ca%*, Mg?* free)

» 500 mM EDTA

P Distilled or deionized water

» 70 % Ethanol

P DMSO (optional; hemeO| E2HEl sample® E<2)
P [O|XI=] Alkaline unwinding solution, pH>13

P [O|XlI=] Alkaline electrophoresis solution, pH>13
» [O|A|=] 1X TBE buffer
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Lysis solution

A T AA 20 2 S 2-8 °Cof| 2t = AFSYLICE

HemeO| E3tEl samplel] 22 DMSOE &7tsted &=H[2L|Ct
o) Lysis solution 40 ml + DMSO 4 ml

LMAgarose
SEAHS 2ot A F, ¥2 95-100 °COl|lA agarose?t Y| 52 wintx| o 5 27+ JtETiL|CY.
Ol AR HT7HX| 37 °C water bathOllA SE3| Alg/LICt,

Staining solution
Secure Green solution2 1:10,0002| HIEZ 3|AdgtL|Ct,
ol) Secure Green solution 1l + D.W. 10 ml
*Staining solution2 Propidium iodide (final conc. 10-30 uM) §9| CIE &2 J=2= Mg = Q&LCh

[For Alkaline comet assay]

ofz #Of Wer EAME HZ=ot, AT =l
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Alkaline Unwinding Solution, pH>13 (200 mM NaOH, 1 mM EDTA)

Component Volume
NaOH 0.4¢g
200 mM EDTA, pH 10 250 pl
D.W. 49.75 ml
SHS HZsHs SO WS 4 QODE MR0|M B3| ATl T AL

Alkaline Electrophoresis solution, pH>13 (200 mM NaOH, 1 mM EDTA)

Component Volume
NaOH 8¢
500 mM EDTA 2 ml
D.W. UptollL
ARESE| AT AMSHA| BtE= Z10| AZHEILICE 2-8 °COlM AlBl = ARZgLCh

[For Neutral comet assay]

1X TBE buffer

Component Volume
Tris base 10.8 9
Boric acid 55¢

EDTA 0.93¢
D.W. UptollL

2-8 °COIM A2l = ARSELIC
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P LMAgaroseE 37 °CE AlS|X| 42 42 MZE0| 248 7t &+ USUICL
HIEA] ZE3| Aol = A8 FA[7] HEELICE

=

P LMAgaroseE =g o TXIQIX| AE2 HESHA| ShELIT.

95-99 °C boiling water bath =2 &H& 20X =0 AS BELICE

P LMAgarose?t =2 + 2Bz 27l 0|20= S 715HK| %S FO[LL|C]
P Lysis solution2 &7|7t A& Hetet 22 HTE0| 2dle & USLICE A 0
HFEfLIC.
P HZ=$H Alkaline unwinding solution %! Alkaline electrophoresis solution2| pH>1321X| &QISIA|7|
FRfLICH pH<13Y Z2, Hefet DNAS &4 M 5! 0|3 miEs 2HESH| of3fg = USLICHL
» AI?ﬂ% I|0Ho|-‘— EO} I:I|-I:A| 7HO| Eg__rl. ( |'7':|l- AlS{E ':)E Il'_Q_‘é‘l-Aljl Hl'EI:IH—“:'--
5| A

[

— o =200 o)2 1o

lkaline Unwinding solution 2! Alkaline electrophoresis solution2 gI=A| ZzZtg 83 = H|=x gl

AL83HOF gLt
7

P HI| S Al ARBSHE 717, Al 2 o Aol SXof et A4y R20| HefE 4~ ACER, o] dES
HESILICE 0.6-1.2 V/cm, 300 mA, 30-60 min S2| CIYPt RS J12{sto] ofjH| AS ATt 7, AH
ZUS =EHo0] 2 dEs TIASHAlZ| BT

P &gl 1 F Cometslide 2|0 8HS 2X| A=F FogfL|Ct
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Sample preparation

Suspension Cells
HEE L2810 fIAE2|st F, XF7F2 1X PBSO| 1X105/mI2| M SEfHS ZH|BHL|CY,

Adherent Cells
MR F, AF7H2 IXPBSZ ot H MESLICE 0%, X722 1IX PBSO 1X105/mIQ| ME HEfAS
ZH|LICE, 2ok MIIL &A0| ASHEHH Trypsin X2 A|ZtE E0[HLt scraperE AESH=s 52 HWRHOZ AM|IT

o—l o

&dE Aokt

= =

Tissue preparation

& 212 20 mM EDTAZt ZetEl XF7HR 1IX PBS 1-2 miof| '@&LICH =2 6H 7IRIE AMETIY =EIZ

OfF X2 RZjoz A XIE = 5 27+ JMiE LI T E0| FAHKXIX| ¢ 9| HH, M|ZE SiEfHS o

SLICE M 2 M1 ME26 Helg BHE =, Xp7H2 X PBSO| 1X1O5/m|9| L2 IHHERIL|CH

Controls

= HEZ2 MIE Lf LRI &4 2F Sl Mg T2 T 2ae & U 7t 248 2elshy| Qs g4 T
| 100 UM H20; EE= 25 UM KMNnOL,E

Si{OF SfL|Ch Fd CHxZO| R B, 1X105/mIe| A& o1EfHf
4 °COilM 20-30 =2t XM2|5t0] ZH[elL(CY.
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For Alkaline comet assay

@ AtE ™ %A 20 27t Lysis solutiong 2-8 °CO| Etst0] X7+ MEHE FH|BL|CH
® LMAgarose?| 28 =&5tA o F, = S0 €0 &85 =FLICh 1 Cg 37 °C water bathoi|
A 20 27t 9ol 29| AlSFLICE
® MIE BEFH | MAgaroseE 1:102] HIEE 42 T, Comet slide?| well & 50 p¥ 23gtL(Ct.
o) ME SEFH 50 ul + LMAgarose 500
Eesl 32 pipette tip ZHE O[&38f| agarose?t well FF2 25| == BfL|Ct
@ YlE Xjetst F CometslideE 2-8 °COllA 10 27 2%ILICL
ST £2 2P FR0e AZtg oF 30 2K 2¢ 24Y0| Bt = gL
® Comet slideE Lysis solution0| &7t 812 Xjtet £ 2-8 °001|A1 30-60 27+ HHFL|CE
*RIZIEE £0)7] 2ol O/NE ZFsBiLC). Y S5 91 21Z0l 201 di2k Azt
® CometslideE A =, 7FHA| FE8 22| 8AUS HAHEL Ef
@ Alkaline unwinding solutiond| slideE 211 Hlg Xtetst & A=20{A 20 £ L= 2-8 °COHIA 1 AlZt
S0t HHFBiL|CY.
Xt7+2 Alkaline Electrophoresis buffer
® 0.6-1.2 V/cm, 300 mA =710M 30 B & 2
Comet slideE Ui 7tEHA FE2 22 8HS HHet =, DW.O| 5 27 E=LICH
® Comet slideE 70% Ethanoldi| 5 22t
® Comet slideE MU 7187 FEH 22 8HS AL, 37 °CHA 10-15 £Zt Comet slideE HEEL|
Ct.

7|%:'% Bi30f t§R12, Comet slideES S&/LICH

@
i
|—o >

®@ 71Z%l Agarosed| staining solution 100 2 o £ A20iA 30 27t FMBL|C
Comet slideE 7187 FE3 &2 M EHMZ HH5t2, DW.E d=L|Ch 1 CHZ, 37 °COollAf 23|
AZIL(Ch

® Y& S0|A(FITC filter)22 FA| BHEgiLICt,
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For Neutral comet assay

@ A2 H FA 20 27t Lysis solutionS 2-8 °CO| E2t5t0] xt7h2 AlEiZ F=H|EhL|Ch.
® LMAgarose?| 54 =&otA A F, 8= 20| 20 &N =0 FLICE. O CfF, 37 °C water batho||
X 20 22t 90| SE9| ASSLICL
® M BErt | MAgaroseE 1:102] HIZE 42 T, Comet slide?| well & 50 pLA EZgL|Ct.
of]) MIZ $dEfH 50 ul + LMAgarose 500
LR 2 pipette tip ZHE 0/83 well FFE 18] == EfLICT

® Y18 Xtctet £ Comet slideE 2-8 °CHA 10 &2t Z&L|Ct.

o IV} S BHY Lo Nzt o 30 BN 28 2440| FIHES BiLict
® Comet slideE Lysis solution0i| &7t H& Xt&ot £ 2-8 °COllA 30-60 &<t HFLL|CE
*aIZEE =0/ 28 O/NE Jtsgfiict. dY S5 9 2HE0) 20| Ajlzke ZEELC,

® CometslideE HdH F, 7I'HH R 42 M2 HMIHELICH
@ Comet slideZ XI7}2 1X TBE bufferdi| 15 27t S7p M&gtL|Ct.
HMI7|9s =30 X7 1X TBE bufferE ti11, Comet slideE S&ILICH

® 0.6-1.2 V/cm, 300 mA Z70lA 40 B S ™72 TIdetL|Ct

Comet slideE ML 7tEA ==21 oJ£2| TBE buffers |78t C+S, D.W.O| 5 27t S3LICH

@ Comet slideS 70% Ethanoldi| 5 27t EgL|Ct.

®@ Comet slideE L 7HEHA| S22 22 M= HMAHStL, 37 °COA 10-15 £7F Comet slideE AEgiL
C}.

® 7AZEl Agarosel staining solution 100 uIE 22|11, Y12 Xtetet | A0 30 22t FMBIL(CE

Comet slideE 7/87| FE o229 FM MS M52, DW.E dZL|Ch O CHZ, 37 °COollAf 2tT3|
AxgL|Ch

® H& SHO|A(FITC filter) 22 ZA| Z&EBiLICE
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[Alkaline comet assay]
A

Untreated H,0,

Tail Moment Length

Figure 1. H,0,-induced Hel a cells. Hel a cells were untreated (A, left) or treated (A, right and B) with
100 uM of H,0O, for 30 minutes before alkaline comet assay (Electrophoresis, 25-30 V, 300 mA for 30
minutes).

- Tail DNA% = cell A2l A& intensity®@t tail 222 intensity 2f2 A CtS AlS 0|88t REfL|CE

Tail DNA Intensity

Taill DNA% = =T DNA Intensity ©

- Tail Moment Length= Head?| &7t X|E2E Tailo| &7t XETX|S] H2|E 20| C.
- Tail Moment= Of2lf & & SILIE MBSt ZF 5 JASLICH

Olive Tail Moment = Tail DNA% x Tail Moment Length
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Appendix

-2y SHO| TE AFEAL Hots G AR CHMSI Al + AFLICE

[OfIAl]

Untreated H,0,
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‘4—»
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Figure 2. H,O2-induced Hel a cells stained with 10 uM of propidium iodide. Hel.a cells were untreated
(A, left) or treated (A, right and B) with 100 uM of H,0, for 30 minutes before alkaline comet assay
(Electrophoresis, 25-30 V, 300 mA for 30 minutes).
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Homepage : www.biomax.com

Shopping mall : www.biomaxmall.com

E-mail : info@scgbiomax.com

Tel : 02-3296-3158 / Fax : 02-973-2858

(F) Ho|lMA . HI| p2|A| Ziij=gt2166HZ 46, SLHEZ| IXEIY CORE-C, 7%
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