Hl 4 : Long ssDNA Gel Extraction Kit for 3kb English version

B RES: DS640
AR FEFAETT,

Fy AR 250 8

JVik—%Uk SES H4X

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

Gel-Dissolving Buffer H7 bAEyHiEE L Teuanidine thiocyanate® & H 45 ml

Wash Buffer 1 Tris—base buffer 8 ml
{EAARIIC100 % ethanol 45 ml &FHAIDLTIZEL

Wash Buffer 2 Tris—base buffer 11 ml
{EFARTC100 % ethanol 45 ml EFHAML TS

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

Spin Column 25 pieces

Collection Tube 25 pieces

- AFYOBREICIAEIA) —ILEAVTOIN) —IVERBETT
- ¥y MERK S Gel-Dissolving Buffer [CIZJEENIEUBZENHNFET , ZOLIGIEHIERIFEITC
(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 105 1V 77— L TDenaturing Gel-Loading
Buffer (B &S DS611% L<I3DS612) HMILETYT . RXyMIFEFNTHENEEAN, AE BB ATATE
T, RAYZa7), SR— VDB ER SHECSBIZSL,

& R EREA

Long ssDNA Gel Extraction Kit (&, 7HO—A% )L bR E8— ARFHDNA (long ssDNA) i - ¥5 8 T3
EHDFYRTT , AEVHS L, NyI7—LA . 7ARI—IUE. S#E - S UNEClong ssDNAZIHRTED L
IRBIESNTVET , Fo. ZAREHDNAICEEAR, Mz5573long ssDNAZHRIZEM b, A B BT PESMR
[CLBLIEDIEFD RN TINET , AFY MCTERAE L zlong ssDNAIL, 2 FAE ORI LI B
MEETIRIGVARICANSCENTEET,

AKXy rMI7HO-AT I DB FERTZ(FTEL, long ssDNADFER D=7y T OR&E—RRICT{E

BWEEFET,

R
- REH—AEHDNA (long ssDNA) DI - FEECHRBE L SN TS,
- B LV EIUREE (75~90%)
- SfEORR
- MBS IEDIERE
- BIMRICEDEEDIER
- Crystal Violet [CENT ILHDlong ssDNA EFBICEE (AIHEALT),
- BRIKEID. long ssDNADIY FEE IEEIER Al HE,
- IO NN FOYINH U IR AL T TR RIC1TA S,
- 7 FAEYHIEE L TGuanidine thiocyanateFFALVTHD. Nalx! [FFEHLTUVEL,
- FABIAIEE S long ssDNAD YA X': 500~ 3,000 bases *2
- AEUNTLDlong ssDNAFEERE ;K5 Ueg
- BHEBEE 215 yl
1 EETINADBREFEH T, LIELEBERGEEHEELET,
*2 200 basesMlong ssDNAL ARFy MCHREEA[RETT MY, BEIURZE(F 940~ 45%EE<HNFE o




RESEHE
15~25°CTC24r BRE

FE Crystal Violet ZHIRIE. FRPAKDERGEEYIGREFITOTTEL,

Protocol

STEP 1: Crystal Violet &L 7HO—AY IVDERL
CCTClE100 md1.2% PHA-ATIVOERD—BIERLET,

1

2.
3.
4

. 1.2 gD7HO—AEKE100 mID 1 X TAEICINARFIT S,

BEFLIITMELTTHO- AR KE BT,
40 y |MCrystal Violet Solution% . j&fi# LI=7HO—A4 )L (100 ml) [CHDZ 3,
FHAO-AF IV ERZEE, - LBy FLCEIET20EFD

* FIUNSEDICHERL. FBHDITIERBSEET, YO TIBEITILD S RN HEBWELSICLTHRO/Y FOIVEIR—

AVERCTEHTT,

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

9.

G0l =l Ol G R GOl DD

ERIKENICERTS1 X TAEIL. F8HCrystal Violet Solutlonﬁ’ﬂﬂllhﬁﬂb KETHAPLTHL00mI 1 %
TAE #7040 | Crystal Violet SolutionZi#0) . *

FITMFroN—RITKZEWNEP1ANTY N EEE, EDLISKENIEZ YT, >
KBREICFHALLTHEVET X TAEZEEFC, ™

STEP 1THERLLEEP O IVELY T B,

long ssDNADY VT IVIC3{EREDDenaturing Gel-Loading Bufferz N Z;EF1T 3, *¢*7*8

70°C, 573 IN#ET 3,

KETIRRATH M

FHA-ATIICTFT54 L. 100 VEBEECTER KB Z1TI. K BPEFTAEDREN20CERBALG LT
6 *2

long ssDNADE B/ FOBEZER L. TN\ NS BEH R Z0ik B ZLLHD, 2

10. ASVUETHHRIDIong ssDNAD/NY FEYIDH T, *13 14

1 [T 1. Crystal Violet#E L7 HO—-AY IVE AW IV ERKE
1.2%P7H0— A7) (5.5cm X 6.0 cm., 1 X TAE) . A—T4VHH YT EF 24 ul,
ARAE T THRS,
Lane 1: 1.5 Kb Fragmenti#lc=vh %8 AL, Z 40 L7zpLSODN-1 (1.5 Kb Fragment)*® 12 u g
Lane 2: 3 Kb Fragmentfilc=ohEE AL, ZHNE L=pLSODN-3 (3 Kb Fragment)*'® 12 ug

( &£

< 30kb (2ug)
< 15kb  (2ng)



x1  5kE))\WI7—ILCrystal Violet SolutionZERMMULE1 X TAEEFHWET,

x2 BEOEH, ERKENE ST MFrUN—ATITHEEHEMLET (SHICKEIE LT EF LATIBETESTEH
BUWTULLD) , Crystal VioletWEtBrigEZ FALVEE K EI ZRARZE A (BIREERLE) TIT DI & (T TS,
NoNBEXRE. EBTCOERN B CELERAOHREELICELR RICHEINZENMONTVNET,

*3 KB (20°CLLTF) COERKBINHRINET, kBN \WI7—EREBICROZEICLHT, LNE IV MRIGEERE
BABONET, kBN \WI7—DREN2° CERBRDIELRBIIFTENET LEITKLEIEER. EXRKEIE.
ZFRUT=Crystal Violet 7K;& & (100 ml dH,0%7N40 u | Crystal Violet Solution)IZjZ L T30 hn1 EFEFE P
[CIRZBT BRI THINERLEBTEET,

x4 BI)VERBICRTRBIEITIEHIC, PAANTYMIBVEK EICER K EIEE B EEHEHLET,

x5 FHIKETHEPLE 1 XTAE ZRAVBEITTH. EXRKBIT DY 2HBEERRICEROICENHEKET,

*6 Denaturing Gel-Loading Bufferld RFvy MIFEFENTLER o BRI OEIBBATETET , KYZ27)b. 4R
—JNRER RBREIELLL,

*7 DNAZFRDCEMEHEBICE. FWlong ssDNADH VT I (ZvhEBALETSAZI FE) hoiEERRLTH{CED
EETT . BERGYPIN —IVEETHEUVZKCIX®NaCl, NaOAcZEHFE7E L Tl 3 EDenaturing Gel-Loading
Buffer& R ULTH . DNAE—KRIHDIKEFTEMTEF B, ZDFER . EXRKEI TN B Blong ssDNADI TV R
BEDL. T B LA R BEE/IENHELGEGNET, L. EXIKEIROD B Mlong ssDNADYY FINF
BINDVBMGEF. YT T OEDEFENEZONET  IEERHRELTEIR - LR BN RSN ET,
YFISEEEET0% IR — IV CRBIRFTHoEl. HFOBREISH USRIV TYI AR T BENFRTT,

*8 B UVERIEDlong ssDNAZFBREHICIE. NV RHED1 1 gLl ED B Blong ssDNAZO— R 32EEHEHLVEL
FY, FLREFC. ZvDEBALETIAIMEO0-FTBEE. EOTIAIMREN 0S5 ne/ 1! LUF (Denaturing
Gel-Loading Buffer FINERDREEL ) (CIRBHRICHAMTIEEHEMNULET . F. Crystal VioletZ ALVZE
SKEITIE. long ssDNAIZ100 ngfR EENDIRHH ATRETT .

9 O—FTAVTHVTIOMBEEE ., FIADTTISAERICITICEEBEIHLET,

10 HUTWEDVIIUITTFATIRIEH U TUHHSNEBNLSICKEFFTTEN, BHUNADIY ROEADR

RITHBDFET  TIVEIER T BRRIC, LLERBIEL. DIV ERMER T BEEHEMLET,

*11  Crystal Violet®HFMUET7HO-AT I ER B IEICLST, H#long ssDNADFT &NV FH L h &8 81T 54
Fa. BRAAT U7IAMLTHETIENHRET ., RAICNYDNRBELZLBER KB Z LY, ELICRODE
EICEZENEERET,

*12  Crystal VioletlZ IE(CFRTELES FT. ERKEFIIIEBRICTEETEDT, ik B\ I7—EFHO—-ATILDIE
1B (DCrysatal VioletiR ElF IR R ICIETLET . MELBHLESRIKEIP(CCrystal Violet SolutionZ#iFELE T,
—FIELTIE, 3034225 1| DCrystal Violet SolutionZ IE 4B EID250m| k&) SyI7—ICFMULET,

*13  JkENMENSERDH LE7HO— A5 )L Dlong ssDNAIZFI RS L CERREL E RNV FEE52FT ., AVF L TOE
BN FOYIDH LEEZTT,

¥4 ROBTIVNETEZRITEDBROTESLY,

*15 pLSODN-1 (1.5 kb Fragment) (. 1.5 kb fragment DNA 5% pLSODN-1 M 2 DD=v¥ T EEFR YA M
(Nt.BspQl & Nb.BsrD) (CHEALTHEELETIAIRTT, pLSODN-3 (3 kb Fragment)® BIHEIC 3 kb fragment
DNA B 5% pLSODN-3 [CEEALTHEELEZTIAIRTT (pLSODN-1 & pLSODN-3 [ZDL\TIE Long ssDNA
Preparation Kit #DS615 & #DS625 DT —AY—FSEBOIL), CNoDTIAIREZ20ZvF UV ER
(Nt.BspQl & Nb.BsrDI) TALIBLTAHWVTWET , ZvF U EER IR U7z pLSODN-1 (1.5 kb Fragment) (& 3 &
ME$E long ssDNA (1,500 1EEE 3251 15H ., 4,751 1) £—DDEEIK long ssDNA (4,751 1I5H) 252 F
3, BHRICZYF U EEENIE U7z pLSODN-3 (3 kb Fragment) (& 3 AMDE$H long ssDNA (3,000 15 £ & 6,487
B, 9487 1K) &—DDIRIK long ssDNA (9,487 18 H) £#5Z2F7,

1E,BUNKYO-KU, TOKYO113-0033,JAPAN




SIS SR

10.

11.

12.
13.

14.
15.
16.
17.

STEP 3: Long ssDNAOD#iH

HH TERAFTIC:

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

- TRRO4FZBBTIVTON/ - 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.
B R G BRICHEREDGel-Dissolving Buffert 1S B EDAYV TRV —ILEMATLGERMULER. T
EIOI-IOIRROSBEUTETOCTI,

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

T i D3MEB ENDGel-Dissolving BufferZ iz 3,

50°CT10~ 15 FERIET %o AP RIENRNILTYIAL. FILREA#RET S, ™

TER(CABULILERR R NBREVIREES0O1VTOIN/-ILEMATRSERNT S,

Spin Column%ZCollection TubelctZy 33,

IR A& ESpin Column(TFRMNL. 153fé1i= 0 (16,000 x g, ZiF) T3, Collection TubeD3&%ET ml ERY

ERVVTREIRETS, >

Spin ColumnZB E 12 EEIDT 5. EFEITSZRE10u MO0 u | ERYMCEEICERETS, ™

500 | (MWash Buffer 1%Spin ColumnlZFEANL. 15 & 13T 3, Collection Tube DB E%ET ml ERY M

RVWTIKEIREETS (1B B0k, ™ ™

95— EWash Buffer 1 TSpin ColumnZ#£i$7 3% (TIENSHEMENERT, 2[6 B Diki%).

500 u IMWash Buffer 1ZSpin Column(ZRANL . FvyFZLonD#EH TEREINILTYDAT B (Spin Column

NEES(RDHE %, 3E B DHESH)

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

ECollection Tube NEEM k%) o

15 EIRIDT 3, =D&, Collection TubeANBEET ml ERYFERAWVCREIEETS, ™

500 4| (Wash Buffer 2%Spin Column(ZFRINL. 15 =T, 5=l &, Collection Tube AD3iK%ET ml

ERyMERWTREIREETS 4EB xR, ™™

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

Spin ColumnZ#T LLM.5mIRADOF1—7 (G FIVEURA) (CEE TS,

15~40 u IDElution Buffer®Spin Column® e R (ZE4MNIE T L. 70°C TR RIREBT S, *

Spin Columnh A Z B LVARICE R SRR U TLong ssDNAZE AR T3, 7 *

B 2. A3 L7 long ssDNA DY)V EBRKENCLZFERR.

1.2%7H0—A5 IV (5.5cm X 6.0 cm, 1 X TAE)
Lane 1: 1.5 kb FragmentDH(C =y EE AL, Z 1M L7zpLSODN-1 (1.5 kb Fragment) 800 ng
Lane 2: pLSODN-1 (1.5 kb Fragment) HEND#5&long ssDNA 400 ng
Lane 3: 3 kb FragmentDmiHIc—yOEB AL, ZtE M L7zpLSODN-3 (3 kb Fragment) 800 ng
Lane 4: pLSODN-3 (3 kb Fragment) EIED$EHlong ssDNA 400 ng

N4 30kb (0.4ug)
15kb (0.4pug)



*1

*2

*3

*4

*5
*6

*7

*8

FIVEEREIGEBLET TILA DBBIF T 205 E . EREMETUED, SAE UEIong ssDNAADPHO
— 2% N\ 77—BAORRICEDET,

BIVARRREAVTOIN)—IVEDREHRENS00 1Ll EICE5 &, Spin ColumnADFRIMMEH 500 u IEHBA
BUESIC, EHEICH T TR MUTESL,

Collection TubelCEIURENZAFKIE, THYT— YAV THE TR IVTLIZEL, Collection Tube DIy I EE £ RN
RTCELEINFET, BROBREET mERY FERNWTT ZE(CTH TS,

Collection TubelZ[EYRENTzAKICSpin ColumnDFcimhi AR LE LESITER LTS, S ATYTEICH L
L\Collection TubelCHXNH#EZZDE RVAETT , AFYMIEFR 2B collection tubeldEFNTLERAN, HER
DELDF1—THEELET (Corning Axygen #MCT-200-NC%),

Gel-Dissolving BufferPZDFH K. 1V TN — LR & & THI& Spin ColumnZ 2% LG LVTIESLY,

— R AR 21315 1 1~40 1 1IEBENET , Elution BufferdthHnICHtik & A ULVTEEUREEF T HNE A, 40
 |DElution BufferZSpin ColumnlZFMNULEIZEDEIRAE(F38 1 IS, 15 ¢ IDElution BufferziiinULitiZE
[F13 pIEBDET,

AFyrERVE, 12 4 gDpLSODN-1(1.5 kb Fragment)$3 M3 12 ¢ gDpLSODN-3 (3 kb Fragment)h*b®Mlong
ssDNADEIURE (L, #91.7 peg GHEE100%EURE(F2 © ) TT FERADTLERIT 1A, FAH AL VEEIution
Buffer&(340 y!| TY,

—HB(C, YIHR—ADAEYAS L BAH LSV FINCIE, DEDVUHEFENBRALTVNET  REICELT. A
EVADY (BIZIE 20000% gT 1 5308 F2lE 74— AE VU HF L (Bl Z (EMerck$t Ultrafree-MC GV 0.22 (£ m)
ERWVEEBICE THYTISGEALEV) MBI ERETEENTEET,

RS S
DS611 Denaturing Gel-Loading Buffer Tml X5 (500 loadings)

DS612 Denaturing Gel-Loading Buffer 1ml 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 ul x 10

SIEBRIETIRE - DERIEIE(6 R - m R E SR O1 x10° ofu/ 1 g) AVET U MEIL




