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KIS 4 : Long ssDNA Gel Extraction Kit for 3kb

B RES: DS640
ARG FEFAETT,
Y FAZE: 25 F

JiR—2VU b kS F4X

Crystal Violet Solution Crystal Violet 4mg/ml (2,500 X ) 5ml

Gel-Dissolving Buffer H7 bOEwHIEE L Tguanidine thiocyanate® & H 45 ml

Wash Buffer 1 Tris—base buffer 8 ml
{FEFHETIC100 % ethanol 45 ml ZEFHRAML TS

Wash Buffer 2 Tris—base buffer 11 ml
{EFARTIC100 % ethanol 45 ml ERAL TS

Elution Buffer 10 mM Tris—HCI, pH 8.0 5 ml

Spin Column 25 pieces

Collection Tube 25 pieces

- AFYOBREICIREIA) -V TOIN) —IVERBETT ,
- %y MER S Gel-Dissolving Buffer [CIZEBRNAE UBIEENRHNET , ENLOBIFEEFBERIEITC
(CBES. T ER L (SHFBSETOLIFE AEELY,
- i TFRIC(F50°CETOCICIE T 3 IRIENHNET , E— MOV PZARBENBEERDET,
- R $H—AHDNA (long ssDNA) D7 HH— AT IVERKBICIEO—F 100 1\ 77—ELTDenaturing Gel-Loading
Buffer (B &S DS611% L<I3DS612) MILETYT . RXyMIFEFNTENEEAN, A BB ATATE
T o ARZaPI. SR-Y DB ER REEC SRS,

& R EREA

Long ssDNA Gel Extraction Kit (&, 7HO—2A5 Lo R $H— ARFEDNA (long ssDNA) Zihi - B8 T3
EHDFYRTT , AEVHS L, NyI7—LA . 7ARI—IUE., S#E - S UNEClong ssDNAZFHRTED L
IRBIESNTVET, Fleo ZARIEDNAICLEA, HE5575Iong ssDNAZIRICEM D, HHRATE A BT L EIMR
[CLBLIEDIEFD RN TINET , AFY MCTERAE L zlong ssDNAIL, 2 FAE ORI LIG B
MEETIRIGVARICANSCENTEET,

AKXy rI7HO-AT I DB FERTZ(FTEL, long ssDNADFER D=7y T OR&E—RICT{E

BWEEFET,

A
- FKEH—AREHDNA (long ssDNA) D - FF R CFREIE SN TS,
- EUEIURE (75~90%)
- BEORR
- MBS IEDIERE
- BIMRICLDEEDIER
- Crystal Violet [CEDT ILHDlong ssDNA EFBICEE (AIHELET),
- BRIKEID. long ssDNAD)Y FEEIEEIER Al HE,
- I oY FOYINH U IR AL T TERICITA S,
- 7 FAEYH1EE L TGuanidine thiocyanateZFFALVTHD. Nalx! [ZFEHALTUVEL,
- FABIA[EE S long ssDNAD YA X': 500~ 3,000 bases *2
- AEUNTLDlong ssDNAFEERE ;K5 Ueg
- BHBE 215 il
1 EETINADBREFEH T, LIELEBERGEEHEELET,
*2 200 basesDlong ssDNAL ARFy NCEREERTBETT I, EURE(TH940~45%EE<HNFEE s
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RESEHE
15~25°CTC24r BRE

FE Crystal Violet ZHORIE. FRPAKDERGEFEYIGIREFITOTTEL,

Protocol

STEP 1: Crystal Violet &L 7HO—AY IVDERL
CCTlE100 mid1.2% 7HO-ATIOERD—BlERLET,

1. 1.2 gDFPHO—AHERE100 mD 1 x TAEICHNZEFIT .

2. BFLYITMBALTZHO-AMEKREBET D,

3. 40 uIMCrystal Violet Solution%. jA&fiZLI=7HO—A5 )L (100 ml) (CHNZ 3,
4. PHO-AT)NEBREE,. I-LEEYLTEIETEOZERFD

* FIVNSEDICERL. FZHDITIERBSETET, YO TIBEITILD S RN HEBWELSICLTHRO/SY FOIVEIR—
IV EFCTEHTT,

STEP 2: HIIVERKEIER /Y FOTIDH L
LTI, —BIERLET,

1. BRKEICERATS1 X TAEIE., F8HCrystal Violet Solutlonﬁ’ﬂﬂllhﬁﬂb KETHAPLTHL00mI 1%
TAE #7040 | Crystal Violet SolutionZi#0) . *

FITRFroN—RITKZEWNEP1ANTY N EEE, EDLISKENIEZ YT, >
KBBICFHAPLTHEVE X TAEZE R,

STEP 1 CHERLLEEZHO—AT IVELY M B,

long ssDNADY VT IVIZ3E AR EDDenaturing Gel-Loading Buffer® i Z;EF1T 3, *6-*7*8

70°C, 573 IN#ET 3,

KETIRRHTH ™M

FHOA-ATICTTF4L. 100 VEBECER KB EITI. KBPEFTAEDREN20CERBALG LT
%) *2

9. long ssDNADF BNV FOBEZEHRL. ANV RNDBEH K Z0ikBIZLLHD, 2

10. BHIVYETHBIDIong ssDNAD/ Y FEYINE T, *18 14

G0l =l Ol G R GOl DD

1712 1. Crystal Violet# &G 7HO—AS ILE ALY IVE R KED
1.2%7H0—2A5 )L (5.5cm X 6.0 cm, 1 X TAE) . O—F1VIH VT EF 24 pl,
AR T TRE.
Lane 1: 1.5 Kb Fragmentf@if(c=vhEE AL, ZHLELZpLSODN-1 (1.5 Kb Fragment)*® 12 u g
Lane 2: 3 Kb Fragmentfi#(C=vhEE AL, Zi4EMIEL7zpLSODN-3 (3 Kb Fragment)*® 12 ug

( &£

< 3.0kb (2pg)
<4+ 15kb (2pg)
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*1
*2

*3

*4
*5
*6

*7

*8

*9
*10

*11

*12

*13

*14
*15

7k Eh/\wI7—I3Crystal Violet SolutionZRANLE1 X TAERRAWVET,
RE2OTH. BRKENL RI7 MU N—NTITICEEHEHLET (SHITHKEIE LEEF LIAIBETELSTH
BUWTULLD) , Crystal VioletWEtBrigEZ ALVEE XK EIZRARZE A (BIREERLE) TIT DI & T TS,
NoNBEXRE. EBTCOERN B CELERAOHREELICELR RICHEINZENMONTVNET,
KB (20°CULTF) TCOERKEIDHERINET , kBN I7—EIERICRDIEICLS T, INE VG EEE
BA/RONET, kBN I7—DRBEN2°CERBRIDERBIETFHRNET, LEMNE LB EE. ERIKE
% . IR UTCrystal Violet 7Ki&i%& (100 ml dH,03%7=N40 1| Crystal Violet Solution)IZjZ2 L T30h o1 BEfEE
PMNARZETICEICIHTHINEREBTEET,
BIVEERCRE-TREIETIRHIC, PARNNTY B VoK E(CESRABEEECEEHBHLET,
FHIKETHPLE 1 XTAE ZAVSEITTE. EXKEITOTINZHREERKBCEROIENHEET,
Denaturing Gel-Loading Bufferld A FY MCEEFENTNER o BILEERDNOEIBATETE T, AYZa7)L. 4R
—JNRER RBREIELLL,
DNAZFE D ICEMHSEBICIE. Fthlong ssDNADY VT (ZwhEE A L TSR RgE) hotE ERELVTH{CED
EETT, BRERIGYIN/—IVEEE TRLVZKCI®NaCl, NaOAcZEH FE7E L Tl B EDenaturing Gel-Loading
Buffer& i ULTH . DNAE—REHDIREFTEM TEF B, ZDFER . EXKEITO H Mlong ssDNAD/V F
BEDL. T B LA RS BEE/IENHELGDGNET L. EXKEIRD B Mlong ssDNAD/ Y FHF
BINDVBMGEF. YT T OEDEFENEZONET  IEERHRELTEIR - LR BN RSN ET,
YL ET0% IR/ — IV CI MRS TR, miFOBRICH USRIV TYI AR TR ENEHTY £, I8/~
BB ERR S IRETR O EMREOR LBERELETH., 206 5—ER DU CE@EICHFELTNSE
REEHIMHOERY FTLHDRNTESLY,
BB R E Dlong ssDNAZZBEHICIE. N RHTZD1 1 gl ED B Blong ssDNAZO— FT3EEHEDLVEL
FY, FLREFC. ZoDEBALETIAIMEO0-FTBEE. EOTIAIRREN0S ne/ 1! LUF (Denaturing
Gel-Loading Buffer IR DRELL ) (LRI TIEEHEMNULET . F. Crystal VioletZ ALVZE
SKEITIE. long ssDNAIZ100 ngfR EENDIEHH ATRETT .
O—-F4VHY Y TINDMBEMNE . HIADTTSABERICITICEEHEHLET,
BUTWNEITIUIT TIATRIRE T VT IAHSNEBVNESICKREMFTTEN, BHLUNDIY RORADER
RIHDFET , TIVEER T BRRIC. LLEBIEL. DIV EFEMER T I EHENLET,
Crystal VioletE R ULETPHO-ATILER B CEICLHST. BMlong ssDNADF @I FRT ) &8 8T 545
Fa. BAET. 7ML TERETIENHEET . RAICNYEDNRBELZLBER KB Z LY., ELICRDE
EICTEBENERFET,
Crystal VioletldIECTH B L7 FC. ERK BB RIICIEEITZOT., k&) \WwI7—£7H0- AT ILDIE
1B DCrysatal VioletiR EIIRRICIETULET , M ELGLESRKENFI_Crystal Violet SolutionZ##HFELET,
—FIELTIE. 3034225 1| DCrystal Violet SolutionZ IE#BEID250m| k&) SyI7—ITFMULET,
KEVFENLERDH L2 7 H0— AT L Dlong ssDNAZ AT R L CRAREL B RNV Fe52$7, AVF LT HE
BN FOYINHLERZTT,
ROBTIVETEBZRITEDERTESLY,
pLSODN-1 (1.5 kb Fragment) (&, 1.5 kb fragment DNA 5% pLSODN-1 @ 2 DD I EEER YA M
(Nt.BspQI & Nb.BsrD)ICHIALTHEELZTIAIRTY, pLSODN-3 (3 kb Fragment)® [E4kIC 3 kb fragment
DNA Bf /% pLSODN-3 [CEALTHEELEZTIAIRTT (pLSODN-1 & pLSODN-3 [CDLVTId Long ssDNA
Preparation Kit #DS615 & #DS625 DT —AY— FSBBOIL) , CNHDTIAI FEZD2D-yF U EE3R (Nt.BspQl
& No.BsrDI) CALEBLTHWTWET , ZyF VU EE R LB L7z pLSODN-1 (1.5 kb Fragment) (& 3 ADE$H long
ssDNA (1,500 &£ & 3251 155, 4,751 I5H) E—DDIEIK long ssDNA (4,751 1EE) 2#52FT, RFRICZ
wEk I EEFRAIE LTz pLSODN-3 (3 kb Fragment) (& 3 &AM E$E long ssDNA (3,000 155 ¢ 6,487 152, 9487
1EH) E—DDIEIK long ssDNA (9,487 1EH) 254257,
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STEP 3: Long ssDNADiH

i TRRBARTIC:

- Wash Buffer 1¥Wash Buffer 20K MUICE Q45 ml OIR/—)ILEMAZTEFMULTTEW,

- TEENABBT1YI0N) - ETT,

- TIEENETOEDMEEITER (20°C~25°C). 16,000 X g GEE DY HOE LM% Tld#913,000 rpm) T
TOTTEW, KRB TORMEEFEIRFEE TOREICENET,

- RFyMIEER RIGEDlong ssDNADD) =7y (L TEAWVEEITET . TORRICHERTIESIE.
B2 % RSB RICIE AR E DGel-Dissolving Bufferc 1EBRENMY OV —ILEMATIGEFLE#.
TEIOFI-IDOIREOSBEUTETOTCTEL,

STEP 2THINH L) SV RO ILFE1.5-2 ml I400F1—JICBLTESEAIB,

5V D31E A EDGel-Dissolving BufferZ 3.

50°CT10~ 157 ERIET 8. BRPMMENRITYIAL. FIVREHEET S, ™

TR(CABULILERR R IBREGIREES0O(VTOIN/-ILeMATRSERNT S,

Spin Column%Collection TubelCtZy ;I 3,

i A& & %&Spin Column(TFRNL. 153 fEl&E 0 (16,000 X g, ZJR) T %, Collection Tube AD3i&%E1 ml EAv K

ERVVTREIRETS, >

Spin ColumnZ B E 12 EEIDT 5. ZFEISZRE10u MO0 u | ERYFCEEICIHRETS, ™

500 i | MWash Buffer 1%Spin ColumnlZFINL. 15 fEE 11T %, Collection Tube D& Z1 ml ERYE

ERAVCREIEETS (1B HDkEH), ™

t,9— EWash Buffer 1TSpin ColumnZi£i$9 % (TIEDSHFEMRENIRT, 2] H DB %).

500 u IMWash Buffer 1ZSpin Column(ZRANL . FvyFZLoHD#EH TERREINILTYDAT B (Spin Column

RNEES(RDHE %, 3E B DHESH)

12 RT3, imID& . Collection Tube NDA R ETE LI EBESTRMRNILTYIAT S (Spin Column¥t B

ECollection Tube NEEM %)

15 BRI T 3, =D&, Collection Tube ANBEET ml ERYFERAWVCHREIEETS, ™

500 4| (Wash Buffer 2%Spin Column(ZFRINL. 15 =T, 5= M. Collection Tube AD3iKE%ET ml

ERyMERWTREIREETS 4EB xRS, ™™

Spin ColumnZB E 15 fEi=E /LU T, EFLTL\EWash Buffer 2255 2(CHHULHT,

Spin ColumnZ#TLLM.5mIRAHOF1—7 (HUFIVEIURA) [CEE TS,

15~40 w |DElution Buffer®Spin Column® e R (ZE4MNIE T L. 710°C TR RIREBET S, *

Spin ColumnhV & ZBLVANICEER 2= U TLlong ssDNALEBAH T3, 7 ™ *
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*1

*2

*3

*4

*5
*6

*7

*8

*9

2. AR UL long ssDNA DT IV EBRiKBNCLBFERR,
1.2%7H0—2A5 )L (5.5cm X 6.0 cm, 1 X TAE)
Lane 1: 1.5 kb FragmentD @ HIC =y EE AL, Z1EMIEL7zpLSODN-1 (1.5 kb Fragment) 800 ng
Lane 2: pLSODN-1 (1.5 kb Fragment) HED#5&long ssDNA 400 ng
Lane 3: 3 kb FragmentDmiHIc=yDEE AL, ZHLEL7ZpLSODN-3 (3 kb Fragment) 800 ng
Lane 4: pLSODN-3 (3 kb Fragment) HEND#E&long ssDNA 400 ng

Sl & 3.0kb (0.4pg)
1.5kb (0.4png)

FIVRERLICEBLET  VILAOBBITEL0GZE . EUREMETULED., FAHE Lilong ssDNAADFPHO
=20 )\WI7—EADRRICHIET,

FIVERREAV TN — VDR EHRENS00 ¢ 1M (o5&, Spin ColumnADFINEN 500 1 IEH(E
ARV, BEECH FTEHRMUL TS,

Collection TubelCBIURENESEIE. THYT—Vav THETREIVTIZSEL), Collection Tube DIy IO AEE EERH
BB THELEEINET, ARDIREIT mIERY MERANWT T E(TIToTESLY,

Collection TubelZ[EYXENT=AKICSpin ColumnDFcimh AR LE LESITER LTLRESL, SRS ATYTEICH L
[ \Collection TubelCHXNHZZDE RWAETT , RFEYMIITR 5 L collection tubeld EFNTNEBAN. FER
DELDF1—THEELFET (Corning Axygen #MCT-200-NCEZ),

Gel-Dissolving BufferPZDFHIRRK. 1V TN — LR & & TR Spin ColumnZ 2% LG LVTIESLY,
—RRAITAHREL15 1 1~40 4 1IEBDFET , Elution Buffer® S HNICHIKER N THREIRERFZENDFE A, 40
1 |DElution Buffer&Spin ColumnlIRANLZISE DEIRBZ(F38 11, 15 1 |IDElution Buffer&iiNLIzIHZ &
(313 p1EINFET,

AE¥yrERHLVE, 12 1 gDpLSODN-1(1.5 kb Fragment)®2ME12 1 gDpLSODN-3 (3 kb Fragment)h*>Mlong
ssDNADEURE (S, #91.7 ¢ g GHE E100%EURE(E2 1) TT, FEADILEISIAR, B HICAHLVEElution
Buffer=(340 ul T9,

—fRIC, YVAR=-ADAE VB LA LES U TILCE., LEDIIHIBEMNEALTVET, B EIIGUT, A
EVESY (BIZ1E 20,000 g T 1 58 FdI74IA—AE VDS L (B Z [EMerck#t Ultrafree-MC GV 0.22 4 m)
ZRAWVEEBICL TV TITEALEDUNBRERET HENTEET,
PHAEEHILOTIssDNAREEETIHE (. BIERICH Y TN EAE VAV LGEA L VUDBERERET
BEEHENLET . YUDIBERMEALTIVSE, UVHELELL T220nm ~320nmDR— 254 UHit—(CH L L (Fb
. IssDNAZZBKICREL>TLEIBNHLHNET,

BEE S
DS611 Denaturing Gel-Loading Buffer 1m X5 (500 loadings)

DS612 Denaturing Gel-Loading Buffer Tml X 2 (200 loadings)
DS615 Long ssDNA Preparation Kit for 1.5 kb
DS625 Long ssDNA Preparation Kit for 3.0 kb

DS635 Long ssDNA Preparation Kit for 10 kb
DS650 Long ssDNA Gel Extraction Kit for 10 kb (25 preps)
DS230 JetGiga Competent Cell (DH5 &) 100 ¢l x 10

SEERFERIRE - TR IEE(6 D SR EEEIEO1 X 10° ofu/ ug) AVETVMEIL
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