English version

&l 54 : Long ssDNA Preparation Kit

Cat. # HEB H4X
DS615 Long ssDNA Preparation Kit for 1.5 kb
Box 1 (-20°C) pLSODN-1 10 ug (05 g/ pl)
pLSODN-2D 10 ug (05 g/ pl)
Denaturing Gel-Loading Buffer 1ml
Nicked pLSODN-1 (1.5 kb Fragment) 100 1 (0.1 g/ ul, 50 loadings)
Box 2 (RT) Long ssDNA Gel Extraction Kit for 3kb (#DS640) 25 preps
DS625 Long ssDNA Preparation Kit for 3.0 kb
Box 1 (-20°C) pLSODN-3 10 ug (05 g/ pl)
pLSODN-4D 10 ug 05 ug/ul)
Denaturing Gel-Loading Buffer 1ml
Nicked pLSODN-3 (3 kb Fragment) 100 ul (0.1 g/ 11, 50 loadings)
Box 2 (RT) Long ssDNA Gel Extraction Kit for 3kb (#DS640) 25 preps

BREFEFEH: Box1 13 —20°CT. Box 2 1315°C~25°CTRIEL TSN,
ZHELTH D245 ARETY .

v MIE

AFyMIEDFEEICKEH—AHDNA(Iong ssDNA)ZERR T HTENTEET , AL TIE, PCR, IFYXDIL
TP, $EEBRRELETANVGVNIENMD, HEPRIGICEEPREAEZSTHBVIERLE SN ZE
T Blong ssDNAZIFBHENTEET,

AFYFTlE. dsDNA H FEFBIDOEFFRELDOFIET. long ssDNA ZFRETIENHEFT, 8B
MIDERSIETSAIRICHO—ZVT L, BoNETS5AIRE220_vF VTR FREZyF VDB REHIRER
Z0MEAENETUILET , COZYIEANLTIAZ %, Denaturing Gel-Loading BufferZ L TE %
SEEZ. 7HO-ATNER KB ZTVET . NV REUINH U, &1 DLong ssDNA Gel Extraction Kit T
H-#FEHTEETHRDLong ssDNADEONET .

Y DOMICHERED
AEyrEIERAWVEEUCHIHSTTRAERRRIAETES,
- Nicking Endonuclease (Nt.BspQI. Nb.BsrDI, Nb.Btsl, Nb.Bsml, Nb.BbvCl DAD 1 FEX [ 2 7&)
- PHO—A (Seakem GTG™ Agarose %)
- IR)=eav7oiN)—ib
- 50°CE70°CICIRTERE— MOVON &GS
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Ty MERL

1) Plasmids
THIE pLSODN-1~pLSODN-4 DFFAIKIYTTT . IR THALRIIARNEZvF VT B R R AR
FEGHEEETLTVET. VIR

Notl
ot Bbs!
za Nil
BamHI o
EcoRI A
ol Sacl
Ncol o
Bglll Spnl
Spel INt.BspQl
Nb.BbvCl gcmo;v
Nb.Bsml Nb.BsiDI
Nb.Bts| Nb.Bts
e o
LacZ EcoRV -
Nt Bspol LacZ Spel
UC ori e e
p i Sphi pUC ori Neol
Kpnl (Xhol
Cacl EcoRI
Apal BamHI
Bmtl Sal
el Xbal
LSODN-1 Bbsl e
p et M13 ori pLSODN-2D .
3264 bp M13 ori
Amp
Amp
Notl
Xbal Bbsl
Sl Nsil
BamHI B
EcoRl cpat
ol Sacl
Neol Ko
Balll el
ol Psil
Hindlll Nt Bepal
Nb.BbvCl E,ch])ffv
Nb.Bs Nb.E
No BtsT‘ Nb.BsrDI
N BerDl Nb.Bts|
P Nb.Bsml
R Nb.BbvClI
HindIll
LacZ N;.tBsle Spel
o LacZ Balll
Konl Ncol
oo Xhol
Apal EcoRI
Bmtl EamHI
Sall
M13 ot~ [Nl i bal
Bbsl M13 ori Natl
pLSODN-3
e pLSODN-4D
Amp 6500 bp
Amp
pUC ori ;
pUC ori

2) Denaturing Gel-Loading Buffer

D“er]aturing Gel-Loading Bufferld 70— AN IVE Rk ENEALVTHBIDlong ssDNAEFBLHOO—T1V
HI\wI7—T%, ZyDEANLETIAI KICDenaturing Gel-Loading BufferZ;B& . MNEA- 4HLTE S B
;ﬁnff_\./*ﬁ LET., ERikEIT. Z9DEANLZTIAIRODNAIR L M Uit — AR BEE B U F K El

3) !\licked pLSODN-1 (1.5 kb Fragment) or Nicked pLSODN-3 (3 kb Fragment) *'
%%%;Zﬁﬁ@:v’)’éﬁ)ﬂ\bfcjﬁli FTdBNicked pLSODN-1 (1.5 kb Fragment)$%3\dNicked pLSODN-3
g kb ir;ggent)r(i\ FINERIKEFOS FEI—N—ELTTHIAVVEETET, 2T b3SV ETENIK
NI REEZBEIFTTTH, TSAIRONYIR—UREBE LTIV ZED B, BRI DNA®) R FE o=
DEZA—ICERTYT one SONADRIE PR
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*1

*2

*3

*4

P
B — 0487
B — 487
o = B 1. 9FEI—H—TH3Nicked pLSODN-1 (1.5 kb Fragment)&

e - 3000

Nicked pLSODN-3 (3 kb Fragment) DZEH4#DES KB 2=
1.2%7H0—-25) (1 X TAE) . FIVIFEtBAZ TR B LUVSA F T TRE
Lane 1: Z{4M3E UiNicked pLSODN-1 (1.5 kb Fragment)
Lane 2: {43 Uk Nicked pLSODN-3 (3 kb Fragment)

- (500

pLSODN-1 (15 kb Fragment) (&, 1.5 kb fragment DNA B % pLSODN-1 @ 2 2DZv¥ T EER YA Ml
(Nt.BspQI & Nb.BsrD) [CHALTHEELETIAIRTT, pLSODN-3 (3 kb Fragment) HE4RIC 3 kb fragment
DNA B 7% pLSODN-3 [CEA LT EUVEZTIAIRTT, ERMFOmMAFEI—N—E. ChiT5AZREZ20
ZyF Y EE S (Nt.BspQl & Nb.BsrDI) THLIEL TR EN TLVET, Nicked pLSODN-1 (1.5 kb Fragment) (&, 7JL
ERKBT 2 ADESEIR ssDNA (1,500 HEHE 3,251 IEH) E—DNDIRIK ssDNA (4,751 1EH) #5257, R
[C Nicked pLSODN-3 (3 kb Fragment) 32 ZARMDE 4 ssDNA (3,000 15 ¢ 6,487 15E) E—DMIBIK ssDNA (9,487
1BE) #5257,

MmHFEI—H—(3. 75% Denaturating Gel-Loading buffer B, 0.1 g/ ul OREICHE>TNVBDT. FHREHRIIC
INER- S ENT BEFTHIUSTP TFMA LCTHERANVELRITET . 1 Uiz— AREHDNAE Z REEDNAICLEREtBrCOE R
W3R ENRBNTVETH, D EERELVETZHO-ABERKB TIE1L—YH7D150 ng~300 ngfZ E GRft
RFEI-N—15u1~3pIHEH) THRLBEBEBESIFET,

LIEUIE Nicked pLSODN-1 (1.5 kb Fragment)Tld 4,751 {5 E D E 1K ssDNA DJ3V FHE, Nicked pLSODN-3 T
(39,487 tEENDEFHIK ssDNA DY FHEEERESNFETH, INLEIRIRDTIAI RLEIAD ssDNA D5 UH LIEEERIC
SOTELENYRT, TIAA—T oY —F215—TIAIFICHRLTNET,, & 1 Tld 9,487 IEEDEFEIK ssDNA D/
VRSEmESNETH, 4,751 IEEDESHIR ssDNA D)V Fld 4,751 bases DTIAIF2IRDIRIK ssDNA [CERD
BEINTWEEA,

Nicked pLSODN-1 (1.5 kb Fragment) &2 & Nicked pLSODN-3 (3 kb Fragment)ld. 24T RROY IV E Sk El
TIERBSFEI-N—ELNETH. BRIOD long ssDNAEYINH LIAR T 3EHOTIVES A CHEATRE, =
HADEADTBEENHDET D TIERESL,

4) Long ssDNA Gel Extraction Kit for 3kb (#DS640)

FYFAE: 25 F

JVik—xUk S H4X
Crystal Violet Solution Crystal Violet 4mg/ml (2,500 X)) 5 ml
Gel-Dissolving Buffer H74 bOEYHIEE L T guanidine thiocyanate#&H 45 ml
Wash Buffer 1 Tris—base buffer 8 ml
{EFARTC100 % ethanol 45 ml EFHAMUL TS
Wash Buffer 2 Tris—base buffer 11 ml
{# FARTIC100 % ethanol 45 ml &AL TEE(
Elution Buffer 10 mM Tris—HCI, pH 8.0 5 ml
Spin Column 25 pieces
Collection Tube 25 pieces

- FvMERfGel-Dissolving Buffer [CIZIEEBNE UBZEDHNFET , ZOLOLIGEIERIREITCITIED. LM%
SELISBMRITTHLIFERATEESLY,
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Fv MEREA

Long ssDNA Gel Extraction Kit (3. 7HO—AFILh bR EE—ZAFEDNA (long ssDNA) EihH - F5HL 37
HDFYTT, AEVHT L, Ny77—A ., FTORI-IVIE, SHE - SULEIClong ssDNAZRRITERL5%
WIESNTLVET, F=. ZAREEDNAICLEAX, fE55713Iong ssDNAZRIROICED D, #EM B LB PENMRICED
LIUEVERDI KON TVNET , AFy TR L zlong ssDNAIE, D FEWFOEBEHAE I OIS AREE

TIRIGVARICAWNSZENTEET,

REyMI7HO-AT IV oDH B (T TEL, long ssDNADFE R D -V Py TORE—HBICCEA

WERHET,

W
- FKHH—AEHDNA (long ssDNA) DIt - FFHCFRB L SN TS,
- &S EYRE (75~90%)
- S EORER
- MBS IEDIERE
- BIMRICLDEEDIER
- Crystal Violet [CENTILHDlong ssDNA #FBICEE (AIHALT),
- BRIKEID. long ssDNADY FEE IEERER AT BE,
- IO FOYINH UM RSB T TCERICITAS,
- 77 +AEYD1EE L TGuanidine thiocyanate ZFALVTHN. Nal¥! [ZFERALTULVELY,
- SBR[ RE S long ssDNAMDH A X :500~ 3,000 bases *?
- APV NS5 LDIong ssDNAFEEBRE: K5 Ug
CBRHBE 215 ul
1 EETINADBREGHEH T, LELEBERREEEEELET.,

*2 200 basesMlong ssDNALARFy FCHRERIBETT A, EURELH940~45%E=<HNEE o

BREEHE
15~25°CTC24r BRE

FE Crystal Violet ZIRIE. FRPAKDERLBEEYILBREEITOTTSEL,

ver. 1.1



EEBRO7INMY

AFXYPTIE. dsDNA BT FEBIDEEFEEIRDFIET Long ssDNA T I ENHEKFT, FTEM
(@ DNA B 5% pLSODN 32X ROTIILFHO—ZU 094 MIHO—-ZUT LT, ZORE. B #ID DNA B (3
2 2OV VUBRYA FORD., ZvF U TEBERYA FERIRERY/ FORICOO-Z 0 LET (D 1
DNVFIBRDBETAFMERAVVBIRELNHNET), {FoNTZEH DNA BiREHE TR T5AIRE. hO—Z
VHICAWE 2 20ZyF T BER. TR VR VB REHIRBROBHF ENETUIELET . COLIICLT
BoN=ZvDhE A SN=F5A3 F%E Denaturing Gel-Loading Buffer EiIZ T SHE . kWTP7HO—AY
WERKBZITVET, DK, long ssDNA [CXETBNYFEYIDH L., iF{TD Long ssDNA Gel
Extraction Kit Tt - & TH_ETHABID Long ssDNA BEoNET,

TICRUREFINETlong ssDNADFA R %#{TLVET,

Step Action Page
STEP 1 B HIDNAMT B DpLSODNT S A3 RFADHO—ZU 5-6
STEP 2 EEIDNABT R EE T3 TIAI FADZYINE A 7
STEP 3 IR)-ViEBRICEB 1R 7
STEP 4 | PHO-AMIVER KB LMD 8
STEP 5 YINE LIRAZ D=0 D7 HO— AT IVE KK E 9-10
STEP 6 B B84 long ssDNA O )L (a1 10-11

Ty hOfERAEE

STEP 1: BIDNAMTF MpLSODN F5AI RADHO—-=UY

RAR=YTRUEESIE pLSODN FSAIRDTILFHO-ZU0H4 +TF, BRID long ssDNA %#1§3I(C(3
DNA Br & LizoO——U0 Y4 MEICOO—Z 02 ELRHNET , K 2 (CIF long ssDNA #{BTHIC
#REINZIO-_UTH4 FOBIRAEZDFRRLTHIET , Z0HHEDHEE>D~PD 3 2(THNET,

D 220Z9F VT EEFREY A Fbottom-strand ZyF U EEHRE top-strand ZvF VI EER)

@ Nt.BspQl Y4 hEHIREERY A b (top—strand ZwF I HEERE 5 A—N—-N\IHEE U FHIRER).

@ Nb BA4TDZyF T EFR YA beHIBEER Y A MMbottom-strand ZyF¥ VI BERE 3 A—1N\—-N\VT%
4 U3 HIBREEZR HB LT Bbsl).

DO—ZV0 0. LRLEE—DMEZvF VTBERYM MRV RERHDET , FNICI>TEERICLD LT
DRICHFEDELS 3TED ssDNA BER SN, ZDO5E6E 7 FE2D/NEVEDH B BID long ssDNA &
BOET, B2 IRTLD. O0EHFENETHN—_00F 3, BERNIBLEZ%. TBEAID long ssDNA (A)J&
[RDA—BIDESEIK ssDNA (B)IETTIAZ R EDIRIK ssDNA (CO)INELET . QF QDA EHET
&, TEBID long ssDNA (A)] EfRDIA—BIDETHIR ssDNA B)IETTFAI FEEDEFHIR ssDNA (D)JhE
£ UFT,

Fr.O0-ZU094 FeESKRIE. BAD DNA Br S RICEOZyF VEER YA MOFIRERY M MIELC
EEHEZRELET, F&ICLTIE B BID long ssDNA DR IGICEERDRHRELTIICHETIRADBIERENZDZD
ER/NRICTELOC, FRTIERYTM MEESRENRHNET, LLBE IO DNA BrFhchn—ZUHI(CfE
ALV yRVEERYA MORIRERY M MBECIFEEL TINS5 A3, long ssDNA OfEF B MICEELR
WEIFET. FDY M MCEE (BFIZIEHILVMNER) ZEATILELRHIET,
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pLSODN-1 Z#zl pLSODN-3 OVILFHO—-=vJHA +

M13 Rv primer
GTG GAA TTG TGA GCG GAT AAC AAT TTC ACA CAG GAA ACA GCT

Lac Notl Xbal Sall BamHI  EcoRI Xhol Ncol BglIl
ATG |ACC ATG ATT ACG CCA GCG GCC GCT CTA GAG TCG ACG GAT CCG AAT TCC TCG AGC CAT GGA GAT
Met [Thr Met Ile Thr Pro Ala Ala Ala Leu Glu Ser Thr Asp Pro Asn Ser Ser Ser His Gly Asp

1 10 15 20

Spel HindIII Nb.BbvCI Nb.Bsml Nb.BtsI Nb.BsrDI  Smal EcoRV  Nt.BspQI Pstl
TTA CTA GTA AGC TIC CTC AGC[GAA TGC|GCA GTG|GCA ATG|CCC GGG ATG ATA TG AAG AGC|CTG CAG
Leu Leu Val Ser Phe Leu#er Glu C#s Ala VallAla Me# Pro Gly Met Ile Qer Lys Ser Leu Gln
25 30 35 40

Sphl Kpnl Sacl Apal Bmtl Nsil Bbsl _ M13 Fw primer
GCA TGC GGT ACC GAG CTC GGG CCC GCT AGC ATA TGC ATG TCT TCA CTG GCC GTC GIT TTA CAA CGT
Ala Cys Gly Thr Glu Leu Gly Pro Ala Ser Ile Cys Met Ser Ser Leu Ala Val Val Leu Gln Arg
45 50 55 60 65

pLSODN-2D #F7zl& pLSODN-4D OV FHO—=0HA b

M13 Rv primer
GTG GAA TTG TGA GCG GAT AAC AAT TTC ACA CAG GAA ACA GCT

Lac Bbsl Nsil Bmtl Apal Sacl Kpnl Sphl Pstl

ATG [ACC ATG ATT ACG CCG AAG ACA TGC ATA GCT AGC GGG CCC GAG CTC GGT ACC GCA TGC CTG CAG

Met [Thr Met Ile Thr Pro Lys Thr Cys Ile Ala Ser Gly Pro Glu Leu Gly Thr Ala Cys Leu Gln
5

T 10 15 20
Nt.BspQI EcoRV Smal Nb.BsrDI g Nb.BtsI Wb.BsmI .BbvCI HidIII Spel BglIl
GCT CTT cp TAT CAT CCC GGG [CAT TGCTCAC TGC|GCA TTC|GCT GAG GRA GCT TCA CTA GTA GAT CIC

Ala Leu Arg Tyr His Pro Gly His Cys His Cys Ala Phe Ala Glu Glu Ala Ser Leu Val Asp Leu
25 30 35 40

Necol Xhol EcoRI BamHI Sall Xbal Notl M13 Fw primer

CAT GGC TCG AGG AAT TCG GAT CCG TCG ACT CTA GAG CGG CCG CG¥CTG GCC GIC GTT TTA CAA CGT

His Gly Ser Arg Asn Ser Asp Pro Ser Thr Leu Glu Arg Pro Arg Leu Ala Val Val Leu Gln Arg

45 50 55 60 65

* |[EAHBORYDATE LRIy F VI BRYM M TT, TAERMGEYABOZIBAMLER. EREKHETVFELIAHED
DB AMEERLET,

Bl 2. long ssDNA #/B3EHIcHRSn3I0—_ 081 bDERA X

@ An Nb type nicking endonucleases site and a restriction enzyme site

—
@ An Nt.BspQI site and a restriction enzyme
o N
@ Two nicking endonucleases sites
Multiple Cloning Sites r
HindIIl Nb.BsrDI Nt.BspQI Pstl
Spel Nb.BtsI Sphl
Bglll Nb.BsmI Kpnl
Neol Nb.BbyCI sl
Xholl gpatll
EcoRI "
BamHI Nsil Bbsl
Sall
Xbal
NotI

XV BERYA MELBEE—DORERTILELNHVET,
(A) B RID long ssDNA. (BIADA—RIDEFEIK ssDNA. (C) TIAI FEADIRIK ssDNA, (D)FFAI RLARDETHIR ssDNA

6 ver. 1.1



STEP 22 HHKIDNABTREETETIAIRNDZ_YIDEA
STEP1 T/ERLLIZ B RID DNA 735 AV FMEHO—ZUH LTS5 A RE, Z 202y I BERM ZvF T B
REEIREROEAFBEHETRELET, LTICEO—HIERLET,

B

BJ® 1.5 kb DNA B % pLSODN-1 OTILFOO—ZU54% 4 D NtBspQl 4 k& No.BsrDl ¥4 FORIICHO—ZV

HULTFFAZI K pLSODN-1(1.5 kb Fragment)&#&FE Lz, BI4#EICLT pLSODN-2D (1.5 kb Fragment)e pLSODN-3 (3 kb
Fragment). #ULT pLSODN-4D (3 kb Fragment) Z{E& L7z

BEULETSAIRE., FTEEOHICZyF VT EESR (NtBspQl & Nb.BsrDI) THLIEL, BHID TS AV bR iHD R — SE
[C—HrFRgDIvDEE AL,

IR—FVF a8

plasmid 100 ug variable

10x 3.1 NEBuffer 5 ul

Nt.BspQI (10 unit/ 1) 5 ul (50 unit)
Nb.BsrDI (10 unit/ (1) 5 ul (50 unit)
dH,O variable

Total volume 50 ul

50°C 60 S fEMVF1—A—kLietk. BE%E EIFTEHIZ60°CTE09 M vF1—R— kLI,

STEP 3: I3/ BICLBRRIE
STEP2 Ty ZEBALLTIAIFE., IR/ -V BHREICL TR A ICARIET I ENHNFET . ATIED
5 3R R VEIZ long ssDNA DESKBIEITIICHIATIEFEICEETT, BFRRIGCTHUIED Mg DERFE.
dsDNA R EILL. Z9DEE A LZTS5AI K DNA OE L EIIFRENTT,
LUTICIAR/ =R BRICE B R g R ED— Bl ERULET,

1.

© © N o g bk DN

—_ =
—_ O

*1

*2

*3
*4

*9
*6

ZyDBEBAUVETIAIRORIGERIC1/10 BEDEFEE S ML (3 M, pH 5.2)X(E NaCl (1IM) EinZ
BMTs,

25 BERENIA/—IVFLF 0.7 BREDMVTON/—IZMA. BFT 3,

ERHDIWMIKET 10 M UF1—R—Y3,

16,000 x g 4°C 10 HEIEDLT, LBEEREE,

BT HEBEDLT, BETIREIIIAOERY M CRLITIHR ™

70% IA/—=)VEmA. BLGRILTYDAT %,

16,000xg 5 NEIRMLNLTCLEEBEZREET S,

EHIC 1 AERDLT, BETIREIIIAOERY FTCELITERC

BE70% I3/)—) 2MWATIVATS(6 - 8 ZHENERT), *

. IRBRERIRSHED,
BRI S ED TE  dH,0 (SRR S, *

I5)— IV EITORIC. ERAVEZyF VB RPHIRBEREZMALEL I -V B I TREIETILEN
H3hELNFEE . NtBspQl & Nb.BsrDI DB EIFZOLEIIHDFEE .

RGN I7—h DR RENSMGERFLICEEMA S L EHIFEH A (3.1 NEBuffer DIFE(E. I7TIC 100 mM
NaCl T9),

BERCIE. BiEES2ICERIBRIBELRBHDZET,

RILTYIRT BE. LD RIBEL 70% T2/ —IhEBULGRETIHENBOETH . BABELETILNEGHNE
Bh, RIBIEEELTOLAHEMTT,

FESCERIET R, 70% T4/ - TOERSI=ZEITVET,

TE % dH,0 \NDBFEDIE. 1~3 peg/yl OREICAETIE, RO STEP (FIVEKIKENZIE) COMDK VDS
SICENET,
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STEP 4: PHO-ANINEKRKEICLHRERR
STEP3 TRRIELEZWDB A TSAIRE7HO-AT I ERIKEN CHERLET,

*1

*2

*3

*4

*5
*6

B o=

iR EDZyDE A FIAS FDNAIZ3fE R EDDenaturing Gel-Loading Buffer® iz 3%, ****
710°CTH A vF1— A= LR, KETIHREERS TS,

1.2%7A0-2F AT FIA LTI ESKEIZITI(1 x TAE. 100V EEE) . *™*

FKENZ. 0.5 1 g/ml EtBrKiB&KIC2030(FEZ L. UV UM LI —3— ETEIER (K3),

3. FIVEBRXBICLZ-VIEATSAIFORERE
1.2% 7HO-A5L (1 X TAE)

Lane 1: pLSODN-1 (1.5 kb Fragment) 1125 ng

Lane 2: ZE1HALE LizNicked pLSODN-1 (1.5 kb Fragment) 250 ng

Lane 3: pLSODN-2D (1.5 kb Fragment) 1125 ng

Lane 4. ZE M4 U7=Nicked pLSODN-2D (1.5 kb Fragment) 250 ng

Lane 5: pLSODN-3 (3 kb Fragment) 1125 ng

Lane 6: ZEM4ALHE U7=Nicked pLSODN-3 (3 kb Fragment) 250 ng

Lane 7. pLSODN-4D (3 kb Fragment) 1125 ng

Lane 8: ZEMEAERL7zNicked pLSODN-4D (3 kb Fragment) 250 ng

Lane 9: ZE{EALEE L7DynaMarker® DNA High D * 5 ¢1 (loading volume 20 1)
Lane10: RZEDDynaMarker® DNA High D 5 ul

BFROXH. ZLYIBOXRE., FEOXKEEENENEHOD long ssDNA, XDA—BIDEFHIK ssDNA, FIAIFLHDIR
K ssDNA THD. BEBVKNETIAI FLEDIRIK ssDNA BSUHLICUINZEDTHB.

BEIDENEEL TLVSEDenaturing Gel-Loading Buffer Z#RINLTE. DNAZ—AREHDIREEFTEHESIBZEN

HREFBh, ZVDEBEAUVETSAIRE, TPHRSBRIELTHBRENHDET , STEPIDRRIGIREES RS

LY

ssDNAIZdsDNAICLE L EtBrE B TOEBNEEDEITN,. VI 2B ALETIAIRO7AO-AT IV ERKEITO
FRUCIE. 150 ng ~ 300 ngDFSAIKETHHTT,

ZyhEBAUVLETSAIFEO—FT 2RI Z0TFAI FREN0S5 ue/ ul ELF (Denaturing Gel-Loading Buffer

AMBEOEEELOICHIRRICARTZEESENLET,

A—=T4V0Y TN DIMBEEL. FIWADTTIMERIIITICEEHEHLET,

1 X TAE D#ARLIZ40 mM Tris, 20 mM acetic acid and 1 mM EDTA (ref. 6)CY,

A HRDDNASY F & V—N—I¢Denaturing Gel-Loading Buffer ZEFLTHIVERAEILTH. BAFELG —AEHDNA

[CHBTRINVREEZRVNGERHNET . AEEREUPHRFEERLOEE/FR. S REBEDEWNCLIBE

EOEEFENEZONET . P FEV—N—ELTRZVIEBAUVLTIAIFTHIARFYMNRTOD FEI -0

FREHENHLET,

8 ver. 1.1



STEP 5: YINH USARDE=HO7HO-AY IV ERiXkE
ZyhEEALLETIAIRE, PINH LS AO7HO- AT IVERABICELET,

i) Crystal Violet Z28H7PHO—AS IVDYERL
CZTIE100 mD1.2% PHO-ATILDER OB ERLET,

1. 1.2 gD7HO—A$EK%E100 ml) 1 x TAEICNZRFIT 3,

2. BEFLYIYTMEALTZAN-AMKEFET S,

3. 40 yI?Crystal Violet SolutionZ . J&fZ LZPAHO—A5)L (100 ml) (ZA0Z 3,
4. PHO-AFNERBEE, I-LEEY ML CEIETI0EHD,

* FIVIEDICERL, RODVINERBSEET . U TDIDILDENHENEICLTHONY FOIVIIR—Y3
VERCTEHTT

i) HIVESKEIEER/IY FOEINHL
LTS, —fBlERLET,

1. BEXIKEICHERT31 X TAE(E, FHCrystal Violet SolutionZEINZEFIL. K ETHLTHL(100mI 1 x
TAE #7zD40 | Crystal Violet SolutionZ#&MM) . *'

RS b Fry N—RISKEBWNEPA 2NNy I EEE, 20 LISKBIEE YT D, 2™
KENBICFHAPLTBIVE X TAERE =,

D THERLEZHO-AT IV EEY T3,
STEP3 TR LizZvhEE A LIz 75 A3 FIC3E R E DDenaturing Gel-Loading Buffer & N ZEFNT 5, ***
70°C, 57 NET B,
KETIHDEATE "
PAO—=2FIUTPT 540U, 100 VEBETER KB EITI, kBRI TAEDREN20°CZEBABNELIICT S,
*2
9. long ssDNADBFENY RFOBEIZERL. RAICNY RSB Rk BN ELLHD, ¥
10. HIVUETHMDlong ssDNAD/YY FEYIDH T, H1% 413

© N o oA W N

W 2 4. YINHULAZAN-ATIVESRKE)
1.2%7H0—2A5)L (5.5cm % 6.0 cm, 1 X TAE) . A—FA VI H VT B 24 ul,
AR T TRES,
Lane 1: Z4 A3 U7=Nicked pLSODN-1 (1.5 kb Fragment) 12 ug
Lane 2: Z1EAIELzNicked pLSODN-3 (3 kb Fragment) 12 ug

( &£

< 30kb (2ug)
<« 15kb (2ng)

*1  kE/VwI7—(ECrystal Violet SolutionZ M ULIz1 X TAERRAWET,

*2 BREOLH, ERKEN ST MFv U N—ATITIEEHEHLET (SHICKENE LEEF LATIBETESTER
LYTUL4&D) - Crystal VioletEtBrizEx ALV E S KB ZEASHZE MM (KR ERE) TITIDIE BT TLZSWL, Thib
NBEFREI. BB TCOELRN FECELULSAOHMEEEICERBICRESNBIEAMONTNET,

*3 KR (20°CULT) COBSKENHEEINE T, kB \WIF—HERICROZELIST, INEIVEGEERNEE
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*4
*5
*6

*7

*8
*9

*10

*11

*12

*13

WNEONET, kBN I7—DREN25°CEBADEEBIITEENFET  EENELEIGEEE. EXRKER. F
U Crystal Violet 7Ki&i&(100 ml dH,0872040 1 Crystal Violet Solution)IZ;2 L T30 i1 BT MR
BIBEICIOTHINVEBRBTERY,
FINEAERICR TABIZITOIEDIC. PAANTY MIBILVEK LICERKENIETE(CEEREHLET,
FHKETHPLEZ 1 XTAE ZAVBEITH, BRABHOTINEHRREEERICROCENHEET,
DNAZFR D ICEMSHBICE. FHIVIEBEALETSAIRERIBELTH(CENEETYT, BRREPIN/ —ILiL
B CHLVZKCIX®NaCl, NaOAcZE W 5% 7 L CL\5EDenaturing Gel-Loading Buffer® &1L TE ., DNAZ—AREHDIK
REFTEMTEEEh, ZOFER . EXRIKETO B Mlong ssDNADNY PN L. FILMEBE L TE R OB EEES
EHHEFELEENFET, L L. ERKENEROD B Mlong ssDNAD/YY FHFRE LNV B NG S, TV TN hDIEDETF
WEZONET  WERCAERELTRIAN/ —IVIEBENHRESNE T, STEPIDIIEREECSHREEL,
B L5 E Dlong ssDNAZRBIZHICIE . NV RH7ZD1 1 gl ED B Hlong ssDNAZO— RTBEEHEMIVELE
T, FEREFIC, 9D EBALETSAIREO—FT3E(E. ZOTIASFREN0S5 peg/ 1l LUF (Denaturing
Gel-Loading Buffer IR DEEELT) (CHRIRICARTEEEHENDLET . F72. Crystal VioletZ ALVEESR
KBTI, long ssDNAIZ100 ngf2EN IR H RTRE T,
A=T4VIHVTIOMBEEE . FIADTTIAERIATICEEHENLET .
BUINEITIUITTIAT IR VTN HINHEB VLR EFTTTEN, BRUNDNY FORADRRIC
BOFET, FIVEER T BRRIC. ELEHIELS. DI ERAER TRtz hEIDLET,
Crystal Violet®HFMUE7HO—-AT I ERA S ZEICEHT. BRlong ssDNADF &NV FORT I &F8 81T 246+
Z. BAXT. U7V LTHRTIENERET . TNV BB LB S KEIZ LY. BEBICRDIZEIC
BEENHEFT,
Crystal VioletlZIE (LRI E L= FT. EXRKEI D (IIEEBRICEEITIDOT, k&) \WI7—EFHO—AF LD IEE
{8l Crysatal Violet/REIF R RICIETUET . BB HESRIKEIF(CCrystal Violet SolutionZ#FELET , — &
LTIE. 30974225 1| DCrystal Violet SolutionZ IEAB{AIMD250mI k&N NI 7—(CHMUET,
FKENRENLERDH U2 70— AT L Dlong ssDNAIZ AT R \L CERMER B BNV FE52ET  AVF LETOEM
NYROYINHUEBES T,
KHBTIVETEREIFENERINTESLY,
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e & & 9 Y

10.

11.

12.
13.

14.
15.
16.
17.

STEP 6: Long ssDNAD#H

i TFERAARATIC:

- Wash Buffer 17K FLEWash Buffer 2/ MUCE Q45 ml OIAR/—IVEMATEMUTTSEL,

- TRRO4FBTIYION) IV ETT,

- TREO2TOEDMEEIFEIR (20°C~25°C), 16,000 X g GEENDIA VR L #T13$913,000 rom) TIT
2TCTEW, ERTOEDMEEIEURER TORRICIEDET,

- KEyMIBRRIEEDlong ssDNADD )=V Py ICEHERWVERITET, ZORRICERTIEEE.
BRI A RIC3E R EDGel-Dissolving Buffere 1{EREDIYTON) IV EMATLGERMULER. T
FE7ORI-ILOIFEDSBE LT EITOTCTEL,

STEPSTHINH L2/ XY RO IV A #E1.5-2 ml I4HOF1—TICHLTESERIS,

5V D35 R 2 DGel-Dissolving Bufferz iz 3.

50°CT10~ 1553 FRIET B0 P RENRILTYIAL VILHERAET S, ™

TELICABULILEHREZ IBBRETIREES)DM(VTOIN) - eMATRGEMNT S,

Spin Column%Collection TubelCtZyF3 3,

BB B ZSpin Column(THRML. 153fEi= 0 (16,000 X g, ZEiR) T3, Collection Tube D3 iE%ZE1 ml ERY I
ERAVVCREIREETS, >

Spin ColumnZBE 153 EIDT %, ERETH2RE10 4 1MM00 1| ERYITTERICFRETS, ™

500 (| (DWash Buffer 1%Spin ColumnlZ#INUL. 153 [EE 10y 3, Collection Tube AMDBi&E%ET ml EXRY b
FRAVWCIKEIEETS (1B HDxk#), ™™

29— EWash Buffer 1TSpin Column&iti$9 % (TIED8EZHENIRT , 2[8 H DZEH).

500 y |MWash Buffer 1%Spin ColumnlZHFANL. ¥y & Lon#EH TSR REIRILTYI AT S (Spin ColumniA
BR2RnixE, BB DK%

159 BHEIDNT B, =D Collection Tube DA K &% LizEF B ESF BRIV TYDAT 3 (Spin Column¥} B
ECollection Tube NEEMFE%) o

17 fE=IDT %, =D&, Collection TubeIDZ&EET ml ERYMERAWTHREIEES S,

500 (| MWash Buffer 2%Spin ColumnlZT#HREAL. 195 BHEINNT S, 1= Collection Tube D3 i&ET ml

EXYMEAWTIREIEETS RIB®EA), ™™

Spin ColumnZE E 157 fEE DL T. EFLTLVeWash Buffer 2&5E2(CHRLE T,

Spin ColumnZ# LM 5mIZMUAF1—F (YU TIVEIRA) [CEET 3.

15~40 u IMElution Buffer®Spin ColumnD P R(CEEMTE T L&, 70°C T BEIRIET S, ¢

Spin ColumnHV R Z B LVAICE R 2 EEID U TLlong ssDNAZZH T3, ¥ *

5. ALY long ssDNA O )V BRIk ENCLDREE,

1.2% 70— )L (5.5cm X 6.0 cm, 1 X TAE)

Lane 1: Z14 L3 L7=Nicked pLSODN-1 (1.5 kb Fragment) 800 ng
Lane 2: pLSODN~-1 (1.5 kb Fragment) E33RMD#E&Iong ssDNA 400 ng
Lane 3: ZMEALIRLTzpLSODN-3 (3 kb Fragment) 800 ng

Lane 4: pLSODN-3 (3 kb Fragment) D& long ssDNA 400 ng

N4 30Kkb (0.4ug)
<« 15kb (0.4pg)
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*1

*2

*3

*4

*5
*6

*7

*8

TR eR2(SERLET YL OBHBATT205E . BEIREMET UL, SHE Ukzlong ssDNAADPHO—
AN I7—R ADRRICENET,

BIBERREAVTOIN) —ILEDRE KR ENS00 1Ll EICHE A, Spin ColumnADFRINENE00 1 BB AL
WESIC EHEEICH T THRMULTIESLY,

Collection TubelCEURENZAHEIE. THYT— a3V THETHUVTEELY, Collection Tube DI IPAEE L EiHS
RTCHELINTET, 2RO ZEI mIERYMERAWTTEICITH RS,

Collection TubelZ[EIUREN /=5 &IZSpin ColumnDFEIHHHEAM LB VNIIITEE L TEEN, kiEATYTEICHT LY
Collection TubelCERNHEZZDE B WAETT . ¥y MIE R 5 Heollection tubeldEFNTMEEAD, HERDZ
{DF1—THEELFET (Corning Axygen #MCT-200-NCZ),

Gel-Dissolving BufferPZDFHIRKR. 1V TN — LR & & TR Spin ColumnZ 2% LG LVTIESLY,

— IR R 21315 1 1~40 1 1IETENET , Elution BufferdthHnICHtiZk & A ULVTEEUREEF T HNE A, 40
 |DElution BufferZSpin ColumnlZFHMNULEZEDEIRABE(FX38 1 IS, 15 u IDElution BufferziiinLIzZ &
13 HIERBNFET,

ARFyrEHVE, 12 1 gDpLSODN-1(1.5 kb Fragment)$3M&12 1 gDpLSODN-3 (3 kb Fragment)h*5Mlong
ssDNADEIURE (S, £91.7 ¢ g GtEE100%ERE(F2 1) TT . HANTLEIEIAR, AHICAVEElution Buffer
=340 yITY,

—f&IC. DUBR=ADAEVAS LD LA LEY U TICIE, DEOVVHBENSEALTVET , R EICGLUT, A
VA (BIZIE 20,000 x gT 1 98 FlET1IVA—AE VU HS L (I Z (EMerck$t Ultrafree-MC GV 0.22 ¢t m) &
WEEBRICES>THYTINTGRALEVUNBIARRRETIEN TEET,
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bSTNY1—F1UT LU BHERM

Ri%E EZAONBREA it it
FIVE K KB TssDNA D
NYERD ghWCHEELE STEP3DIA ./ —IViEBRICL BRI R EEIT O TS, BH &
(A EBO%E TLBRENY RO D BEDR TR+ ITRBIEDHNET, $FIC, 70%I4

Long ssDNA DYLEEME LN

J=IVTO3EF2 AT, EOBRICRILTYIAEIT TS,

15kb £ D/ EH long
ssDNA O 5f & % Long
ssDNApreparation kit for
3.0kb (Cat. No. DS625)% FH
WCTITZ%N,

[REE. RKFET15 kb LL T Dlong ssDNAZIHHTIEEAEETTH. 1.5 kb LLTOD
long ssDNA ZEHE T35 & (3. [Long ssDNA Preparation Kit for 1.5kb (& HES
DS615)]DEAEREMNLET . B A B EDS625TH FFESDS615EREDIong ssDNA
ERFTIENICE. BEDTIAIRENETIBHERELET, F. YINADT T8
DTSAIREEICHIBRLRHDEND (305 u g/ 1l) . NV FOHDlong ssDNAEELE

TU.BREORERICEETIARMENHNET,
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BEE S f
DS611 Denaturing Gel-Loading Buffer 1ml X 5 (500 loadings)
DS612 Denaturing Gel-Loading Buffer Tml X 2 (200 loadings)
DS635 Long ssDNA Preparation Kit for 10 kb
DS650 Long ssDNA Gel Extraction Kit for 10 kb
DM122 DynaMerker® DNA High D 1 ml (100 loadings)

DS230 JetGiga Competent Cell (DH5 &) 100 ul x 10

SEBREA AL DREEO D) SR E BRI O1x10° cfu/ u g) AVETV IV

AFOZHAICONT

AERG. HAREMAICOHRFTLTHENET M) A TH1FIDAR RS AR R(CE T 24582
HEEPTY, BERASMEVAICETSERICONTE. RS/ M FIDAREFRICBREVEHECE
SV AR BRFLRZOHREYE. XS ) \AAH(FIVAARROERICLSFRMOAELLIC, £=F
DL, BRARGOEE. Y-EADRBICERT S LI TEZEA,
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