ZhoTLR! IN LIFE SCIENCE

English version

&l 54 : Long ssDNA Preparation Kit ] ]
[=]" ey
Cat. # Hmd H4X
DS615 Long ssDNA Preparation Kit for 1.5 kb
Box 1 (-20°C) pLSODN-1 10 ug 05 pug/ul)
pLSODN-2D 10 ug (05 g/ pl)
Denaturing Gel-Loading Buffer 1ml
Nicked pLSODN-1 (1.5 kb Fragment) 100 ul (0.1 g/ i, 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 g/ pl)
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
TR, $EEBRRELETANVGVNIENMD, HEPRIGICEEPRAEZSTHBVIERLBE I ZE
T Blong ssDNAZIFBHENTEET,

AFYFTlE. dsDNA H FEFBIDOEFFRELDOFIET. long ssDNA ZFRETIENHEFT, 8B
RIDERFIETIAIRICHO—Z00 L, BoNETSAIRE2ODZyF U TR FBTyF U TBEREHIREE
Z0MEAENETUILET , COZYIEANLTIAZ %, Denaturing Gel-Loading BufferZ L TE %
SEEZ. 7HO-ATNER KB ZTVET . NV REYINH L. &1 DLong ssDNA Gel Extraction Kit T
H-#FEHTEETHRDLong ssDNADEONET .

Y DOMICHERED
AEyhEIERAWVEEUCHIHS>TTREAERRRIAETS,
- Nicking Endonuclease (Nt.BspQI. Nb.BsrDI, Nb.Btsl, Nb.Bsml, Nb.BbvCl DAD 1 FEX [ 2 7&)
- PH0O—A (Seakem GTG™ Agarose %)
- IR)=heav7nit) =L
- 50°CE70°CICIRTERE— MOVON &GS
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1) Plasmids
THEIE pLSODN-1~pLSODN-4 DFSAIRIVITT, FRIMRTRALRYD AR ZyF VI BER B HER L
EEUHEEERLTCVET,

e
it Nsil
BamHI o
EcoRI épal
Xhol o
Ncol o
Bglll Spﬁr\“
Spel INt.BspQl
Nb.BbvCl gcm();v
Nb.Bsml Nb.BsiDI
Nb.Btsl Nb.Bts
Nb.BsrDI Nb.Bsmi
Loc "E'“E'w Nb.BbvCll
N Bzpol LacZ Spel
‘ Psil Balll
pUC orj Sphl puUC orj Ngd
Kpnl (Xhol
el EcoRI
Apal BamHI
Bmtl Sal
LSODN-1 Bl bl
¥ 0
p o M13 ori S pLSODN-2D i
p 3964 bp M13 ori
Am
P Amp
Qg;ll Bbsl
ol Nsil
BamHI e
EcoRI cpat
ol Sacl
Neol Koo
Balll §Eh|
Spel N e
Hindlll Et'BépQI
Nb.BbvCl ’-‘ucr?ﬂlv
HEE?ST\ Nb.BsrDI
s Nb.Bts|
i Nb.Bsml
Ey Nb.BbvClI
HindIll
LacZ Nl.tBspQI Spel
SFEN LacZ Balll
o Ncal
LAE)aI EcoRI
Bmtl EamHI
Sall
M13 o Nsil : Xbal
Bbsl M13 ori Natl
pLSODN-3
f— pLSODN-4D
Amp 6500 bp
Amp
UC ori ;
P puUC ori

2) Denaturing Gel-Loading Buffer

D“er]aturing Gel-Loading Bufferld 70— AN IVERikENZALVTHBIDlong ssDNAZFBLHOO—T1V
HI\wI7—T%, ZyDEANLETIAI KICDenaturing Gel-Loading BufferZ;B& . MNEA- 4HLTE S B
;ﬁnfjﬁﬁ LET., ERikEIT. Z9DEANLZTIAIRODNAIR L M Uit — AR BEE B U F K El

3) Nicked pLSODN-1 (1.5 kb Fragment) or Nicked pLSODN-3 (3 kb Fragment) *'
B ESRATD =D BB A U TS5AI K THBNicked pLSODN-1 (1.5 kb Fragment)#%3(\dNicked pLSODN-3
(3 kb Fragment) (3. FIVER KBNS FEI—ND—ELTTHIAWVEETET, 2ChblET IV ETENIK
DNV FEEZBEITTH, TIAIRONYIR—UNE@EL TS CEN L. B BIDlong ssDNADE TE o3 ER
2 ver. 1.2
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NE-A—-ICHEHETYT

*1

*2

*3

*4

| f
bas
[R— )
B — 0487
B — 487
st — 3251 B 1. 9 FEI—H—THBNicked pLSODN-1 (1.5 kb Fragment)&

- e — 3000

Nicked pLSODN-3 (3 kb Fragment) DZE#DESR KB 2=
1.2%7H0—-25) (1 X TAE) . FIVIFEtBAZ TR B LUVSS F T TR
Lane 1: Z{4M3E UiNicked pLSODN-1 (1.5 kb Fragment)
Lane 2: Z14 38 L%z Nicked pLSODN-3 (3 kb Fragment)

- — (500

pLSODN-1 (1.5 kb Fragment) [&. 1.5 kb fragment DNA BT % pLSODN-1 @ 2 DMD-v¥ I EER YA M
(Nt.BspQI & Nb.BsrD) [CHALTHEELETIAIRTT, pLSODN-3 (3 kb Fragment) HE4RIC 3 kb fragment
DNA 7 5% pLSODN-3 [CEE A LT EUVLZTIAIRTT, ERMFOmMAFEI—N—E. ChT5AZIREZ20
ZyF TS (Nt.BspQl & Nb.BsrDI) THLIEL TR EN TLVET, Nicked pLSODN-1 (1.5 kb Fragment) (&, 7JL
ERKEIT 2 RADESEIR ssDNA (1,500 HEEE 3,251 15H) E—DDIRIK ssDNA (4,751 1E8) #52FT, R
[C Nicked pLSODN-3 (3 kb Fragment) 32 ZARMDE 4 ssDNA (3,000 155 ¢ 6,487 15E) &—DDEEIK ssDNA (9,487
1BR) 55257,

MmHFEI—H—(3. 75% Denaturating Gel-Loading buffer B, 0.1 g/ ul OREICHE>TVBDT. FHREHRIIC
B AERT IR TTIUSTTIA UTTEAWVERETET , 14 Liz—AEEDNAIZ Z REEDNAICLEAEtBr O E
W3R EN BN TVETH, P EERELVETZHO-AERKB TIE1L—YH7D150 ng~300 ngf& E GRft
RFEI-N—1541~3p HEH) THRLBEBEBESIFET,

LIEUIE Nicked pLSODN-1 (1.5 kb Fragment)Tld 4,751 15 E D E 1K ssDNA D/ FHE, Nicked pLSODN-3 T
(& 9,487 IEENDEFEIK ssDNA DIV PR ERERSNETH . CNHIEIRIKDTIAZI READ ssDNA DI VA LIHEET
[CE-THELENVET, TRA—TUH—F215—T5AIRICEHFELTVET, K 1 Tl 9,487 IEENDEFHIK ssDNA D
NYREERSNETH, 4,751 IEEDEFHIK ssDNA DY Kl 4,751 bases DTFTAI F2IRDIRIK ssDNA ICER
NEmINTLFERA,

Nicked pLSODN-1 (1.5 kb Fragment) &2\ Nicked pLSODN-3 (3 kb Fragment)ld. 24T FRROY IV E Sk EN
TIERBSFEI-N—ELNETH. BRID long ssDNAEYINH LIAR T RLHDOTIVESR KB TERATRE. =
HADBEADTBEENHDET O TIERESL,

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

Fy AR 2501 F

JVik—xUk S H4X
Crystal Violet Solution Crystal Violet 4mg/ml (2,500 X)) 5 ml
Gel-Dissolving Buffer H74 bOEwHIEE L T guanidine thiocyanate# & H 45 ml
Wash Buffer 1 Tris—base buffer 8 ml
{# FARTIC100 % ethanol 45 ml EFANL TS
Wash Buffer 2 Tris—base buffer 11 ml
{EFART(C100 % ethanol 45 ml EFHAML TS
Elution Buffer 10 mM Tris—HCI, pH 8.0 5 ml
Spin Column 25 pieces
Collection Tube 25 pieces

- ¥y MERfGel-Dissolving Buffer [CIZIEERDE UBEEDHNFET , ZOLOLIGEIEFIREITCITED. LM%

3
B )NAFHAFIDARFRRT
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TRICEBRSETHLIEATESLY,

9 M BLE

Long ssDNA Gel Extraction Kit (&, 7HA—A5 Il b &R EH—AEEDNA (long ssDNA) Zih i - FEHL 57
HDFYTT, AEVHT L, NyT7—A, TOI-IVIE, SHE - SUVEClong ssDNAZRR TER LO5
WIESNTLNET, F=. ZAREEDNAICLEAX, fE55713long ssDNAZRIROICED D, #EM B VBT PENMRICED
SIUEDERFBIPRONTNET, KXY MTEHEL UTzlong ssDNAIL, D FEYFOER A EN OB EE

TIRLVARICANSIENTEET,

AFyMI7HO-AF I oD FERIZFTHL, long ssSDNADFFER DY) -7y T DRZE—HRICTHERA

WERIFET

E
- {R$H— A FHDNA (long ssDNA) D3 - FFEUCRBE L SN TV,
- EUEIURE (75~90%)
- EfEORR
- MEMSIEDER
- BHMRICLBIBIE DR
- Crystal Violet [CENTILHDlong ssDNA #FBICEE (AIHALT),
- EXRIKEIH. long ssDNAD VY FEE EEIER AT HE,
- FILhBDNY FOYINHUNRIRAE T TR SICITA S,
- 17 bOEPYDIEE LT Guanidine thiocyanate ZFAULVTHN., Nalx' (F{FERLTLVELY,
- RS ATBE S long ssDNAMDY A X: 500~ 3,000 bases *?
» AEVNT LDlong ssDNAKEERE: &mAS5 Ug
- BHBE 215 pl
*1 RIEFETINADBREIRE T, LELIEBERGEEEELET,
*2 200 basesDlong ssDNAEARFy NCHRERIEETT Y. EURE (940~ 45%EE<HNFEE .

REEH
15~25°CC245r B &R E

EE  Crystal Violet O, FRPARDFERALGEEDVLBREETOTTSI,

4
Rt ) A A1 FID AR

www.biodynamics.co.jp

ver. 1.2



> BDL

ZhoTLR! IN LIFE SCIENCE

EBROFIIMY

AFYFTlE. dsDNA BT FEB2DEFEREFRDFIET Long ssDNA EFRAR T I N EXFT, FTEM
@ DNA B FF & pLSODN F3AI RDTIILFHO—-_U 084 MhO—-ZU0 UET, Z0ORE. B #ID DNA B (%
2 DD_vF VIRV FORD., ZvF VT BERY A MeHIBRERY A MORICHO—Z0T LET (DD 1
D2OZvFVTBRZBHEYM MeAVBIBENRHBDET), FoNL B DNA BiREETITI3AIRE, hO—Z
VHICRAWE 2 20ZvF V0B R, FERZyF VI BREHIREZROMEA SHETUIBLET, COLICLT
BoN=ZvOhE A SN=F5A3 F%E Denaturing Gel-Loading Buffer EIIZ T M SHE., XWTPZHO—AY
WEKKENEITWET, ZD#. long ssDNA [CHET BNV EEYIDH L., H4TD Long ssDNA Gel
Extraction Kit CHiHH - #5RT2ETHMID Long ssDNA hifgonEd,

TICTRUEFIETlong ssDNADERA& EITLVET,

Step Action Page
STEP 1 B BIDNAMT B DpLSODNTSAS RADHO——I 5-6
STEP 2 EEIDNABT R EB T3 TIAI FADZYINE A 7
STEP 3 IR)-iEBRICED %R 7
STEP 4 PHO-ATIESIKENCLDTERR 8
STEP5 | YINHULARDHDTHA—-AT IVER ik E 9-10
STEP 6 H 89 long ssDNA OF )L B oD [EIUR 10-11

Ty hOfERAEE

STEP 1: HEIDNAMET K DpLSODN FS5AI RADOHO—=VH

RR—ITRUEZERFIE pLSODN FSAIRDRILVFHIO-ZU0H4 R TF, BRID long ssDNA &1§3ICIE
DNA Brr&E#ELiEHoO——U0 Y4 MEICOO-ZU0 T2 ENRHDET , K 2 (Z1F long ssDNA #{BTHIC
HRINZDO-ZU0H4 FOEIRFEDRRLTHIET, FDHEAENEIFTD~BD 3 2ITHDFET,

DO 2 20ZyF T EERY A Mbottom—strand ZyF U EERE top-strand ZvF VI EER)

@ NtBspQl 44 hEFIREEZ YA b (top-strand ZVF I EERE S 7—N—N\VDBE LB HIRER).

@ Nb AA4TDZyFITEERYA FeFIREER YA Mbottom-strand ZyF U JEERE 3 #—1N\-N\UD%E
A UBHIBREEZR 5L\ Bbs).

DO—ZV0 0. LRLEE—DMEZvF VTBERYM MRV R ERHDET , FNICI>TEERICLD LT
DREICHFEDERS 3FED ssDNA BEFEIN ., ZD551 6L D FED/NEVEDH B BID long ssDNA &
BOEYT, B 2 ICRTLD. OOMEAHFENETHO—Z00F 58, BRNIBLEZE. TERID long ssDNA (A)J&
[RDA—BIDEFEIK ssDNA B)IETTFAI FEAEDIRIK ssDNA (C)INELF T, @QFEQDMEHENET
(. TEBID long ssDNA (A)] EfRDA—BIDEEEIR ssDNA B)IETTFAI RFE{RDE FHIK ssDNA (D)JH
£UFET,

Fr.O0-ZU094 FeESKRIE. BAD DNA Br S RICEOZyF VEER YA MoFIRERY M MIELNC
EEFERLET, FRICLHTIZEBID long ssDNA OXKiIFICERDRHBEFIIICHETIER N HIEENEZD
ER/NRICTELOC, ERTIERYM MEESDRENHNET, L LB IO DNA B dh(Chn—ZIH(CfE
RALEWZyRVEER YA MOKIRE R Y/ MBECFEELTSIZ AL, long ssDNA OfER B HIICEZ LR
WEIFE T, FOYM MCEE (BIZIEHILVY MNER) ZBATINERHIET,

5 ver. 1.2
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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|TTG 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¥TTG 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

* |[EAMBORYDATE LRI vF v I BRY M T, TAERMEEYABOZYIEAMLER. EREKEETVFELIAHED
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.Bsml gl
Neol Nb.BbvCI sl
Xholl gpatll
EcoRI o
BamHI Nsil BbsI
Sall
Xbal
NotI

X VTBERYA PeSBEL—ORERTILENHNET .

6 ver. 1.2
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B B9® long ssDNA, (B)XDA—{EIDE$H1K ssDNA. (C) TFAI RE{EDIRIR ssDNA, (D)TFAZ FE{ADEFHIK ssDNA

STEP 22 HEIDNA MR EETEITIAIRAD_YIDEA
STEP1 TYERLLIZBE RID DNA 750 AV MEDO—-ZU0 LTS5 AI e, Z 202y D EBEHM v VT EE
REFIREBROMESENETRIEBLES, LTICEO—HlERLET,

B

BIMD 1.5 kb DNA B /% pLSODN-1 DTILFHO—ZUJH4 b® Nt.BspQl H4 b& Nb.BsrDI H4 FOREICHO—ZY

HUTTFAZ R pLSODN-1(1.5 kb Fragment) Z4& & U7z, R#%(CL T pLSODN-2D (1.5 kb Fragment)& pLSODN-3 (3 kb
Fragment), ZUT pLSODN-4D (3 kb Fragment) Z{E& L7z

BEULETIAIRE., TEREOHRICZyF T B (NtBspQl & Nb.BsrDI) TULIEL, BEIDTFT AV hORE %D Rl — s
[C—H5FRTDZvDBEEA LR,

JVR—%Vk B=

plasmid 100 ug variable

10x 3.1 NEBuffer 5 ul

Nt.BspQl (10 unit/ 1) 5 ul (50 unit)
Nb.BsrDI (10 unit/ u 1) 5 ul (50 unit)
dH,0 variable

Total volume 50 ul

50°C 60 fEAvF1—A— Uk, BEE LFTELIC60°CTE0 M vF1—R— kU,

STEP 3: T3/)—-)ViEBRICLBRRIE
STEP2 TZvhZBAULTIAIRE. I8/ —IViKBIREICI TR AICAHIBETILENRHNET , ALIED
BRE IR 1E(T long ssDNA DB S KB EITICHE-TEEICEETY, BERICTHIVEED Mg DEE.
dsDNA Z&LEIEL. ZvDEBE ALETSAIK DNA OE M ZHFREHTT,
LUTICIR/ =R BRI LB i R ED— Bl ERULET,

1.

© o = o gl Bl N

—_ =
—_ O

*1

*2

*3
*4

*5
*6

ZyHEBAULETIAIRORIGARIC1/10 REDEFEET MU L (3 M, pH 5.2)X(E NaCl (1M) ZhNZ
IR

25 BERENIN/—IFEIF 0.7 BFBEREDAVTON/—IVEMA. BT 3,

EBHBWMIKLET 10 I UFa1— -3y,

16,000xg 4°C 10 HRELEDLLT, LEEREE,

B2 1 PERED LT, BETIHEEIIIOERY FTELICER

70% IA/—)VEmzAi. BULGRILTYDAT %,

16,000 g 5 HEHRDLDULCLBEZREET S,

SHIC 1 HREBED LT, BETZHREIIDIOERY FTELICERS

BE 70% I3/)-) #MATIVATS(6 - 8 Z#ENERT), *

. IRBRERLIRSHED,
LB EE S ED TE A dH,0 (SRR 3, *

I5)—VEBESTIREIC. ERALEZYF VB R PHIREREMBLENL I/ — VBB (LI TRFEILTIHEN
H3htLNFE A, Nt.BspQl & Nb.BsrDI DIF&FZFOHEFHIFE .
RIGNNy77—hOIERENSMEE RHZICIEEMZ I EEHDFE A (3.1 NEBuffer DIFE(E. ITIC 100 mM
NaCl T9),

BERICE. BEESEL2ICRIBLENRHDET,

RILTYIRT BE., RN RIBEL 70% IR/ I EFLGRETISEENBNETH. BEBEEzOETILERHNE
Bh, RIEIEEELTOULARIRMTT,

TR T B8, 70% I3/ - TORFEZEITVET,

TE % dH,0 \DBFEDHEE. 1~3 peg/ul OREICFAETRE, RO STEP (FILESKENEIE) TOMDKLNE
SIENET,

7 ver. 1.2
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STEP 4: PHO-ANINEKKEICLHRERR
STEP3 CRRIELEZwDB A TSAIRE7HO—- AT N ERIKEN CHERLET,

*1

*2

*3

*4

*5
*6

B o=

RIS AIEFZED=YyDE A TIAI FDNAIC3{E AR = DDenaturing Gel-Loading Buffer® iz 3, *!*%*
710°CTH A vF1— A= LR, KETIHREERS TS,

1.2%7A0-25 AT TIA LTI ESKEI ZITI(1 x TAE. 100V EEE) . *™*

JKENZ. 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: ZMEAE L7zNicked 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: ZEM4AE 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

BFROXM. ZLYIBOXRE., FEOXKENEENENEHOD long ssDNA, KV —BIDEFHIK ssDNA, FIAIFLHDIR
K ssDNA THD. BEBVKNETIAI FLEDIRIK ssDNA BSUHLICUINZEDTHS.

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

HEEFHh, ZVDEBEALETIRIRE. THRL/BRIELTEORENBHDET , STEPIORIEREECSIBES

LY

ssDNAIFdsDNAIZLEL . EtBrE B TOEBNGEHRNEIN, ZvDEBAVLTSAI FO7HO- AT I EXIKEITH
S2IC(E, 150 ng ~ 300 ngDFSAIRETHHTT,

ZyDEEAUVLTIAZ ME0— R 3RE. ZOTIAZI FREN0S pe/ ul ELF (Denaturing Gel-Loading Buffer

ARMEORECLDICHARICANTZEEREHLET,

A—TAVTY VU TINOMEEEE, FIADTP TSI ERICITICEEHEHLET,

1 X TAE O#AARLIF40 mM Tris, 20 mM acetic acid and 1 mM EDTA (ref. 6) T,

TERDDNAZ FEY—H—(EDenaturing Gel-Loading Buffer BMULTHIVERIKEILTE . BAFEL —AFEDNA

(CHBTINVEEEZBNEENHNET, FREBEEPHEBEBTOMREER. S REEDE LI

EOEHENEZONE T P FEV—N-ELTEZVIEBALLTSAIRTHI AT MM OR FEI-H—D

FEREHEINHLET,

8 ver. 1.2
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STEP 5: YINH USARDE=HO7HO-AY IV ERiKkE
ZyhEEALLETIAIRE, PINH LA AO7AD- AT IVERABICELET,

i) Crystal Violet ZE2H7PHO—ATIVDIERL
CZTIE100 miD1.2% PHOA-ATILDER DB ERUET,

1. 1.2 gDPHO—AEKE100 mi® 1x TAEICHIZEFIT 3,

2. BFLYITHMRALTZ7AO-2AMKREBET S,

3. 40 yI?Crystal Violet SolutionZ . J&fZLEZFPHO—AS )L (100 ml) (CH0ZS,
4. PHO-AFNEBRSEE, - LEEy L TEIET2DERF D,

* FIVZEDICERL. ROV ERBRIBET, SUTIAITIhoEN EHBOLIICLTHONY FODVEIR— 3
VERCTEHTY

i) JIEBRKSEEBNY FOYIDHL
LTS, —flERLET.

BRIKBICFERATS1 X TAEE. F8HCrystal Violet SolutionZEINZEFIL. K ETHRLTHL(100mI 1 %X
TAE $7zD40 | Crystal Violet SolutionZ#&MM) . *'

RITMFroN—RITKERWNETA ANV I EEE, 20 LICKEEZEY TS, 2™
KENEICFHAPLTHLVE X TAEZEZF, ™

D THERLEZHO-AT IV EEY T3,
STEP3TEAS Liz—vh&EE A LIz F5A3 RIC3fE A E DDenaturing Gel-Loading BufferZ i Z;EFNT 3, ***
70°C, 573 MNET 3,
KETIHDEATE "
PHO-2AFIUCPTFAL. 100 VEBEE TERKENZ1TI. ikEIFRIITAEDREN20°CEEBABLEIICT S,
*2
9. long ssDNADEF RNV FOBBEZEREL. 2T/ RO B K oikEZ1EHD, 10"
10. BIVUETHKIDIong ssDNAD)YY FEYINH g, *12*13

—

D = e @ s

W 2 4. YIDHULAPHO-AY IV ESKE
1.2%7H0—2A5 ) (5.5cm X 6.0 cm, 1 X TAE)  A—FA VU HUIIEE 24 ul,
AR T TiRT.
Lane 1: Z4 A3 U7=Nicked pLSODN-1 (1.5 kb Fragment) 12 ug
Lane 2: Z4 AL L7=Nicked pLSODN-3 (3 kb Fragment) 12 ug

( &£

<4 30kb (2ug)
<4 15kb (2ng)

*1 kB V\wI7—I3Crystal Violet SolutionZFMNULE1 X TAEEARALVET .,
x2 BEOLH. ERKENEFITMFrUN-—ATITOHICEEHEIHLET (EolCkBIE LEEF LATIBETES>TER
9 ver. 1.2
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LWTUL4LD) - Crystal VioletEtBrigEZ FALVEE UK EI ZFAHZER A (KRERE) TITODE B TTZSWL, chb
NEBEFRE. EECOER LB TEUEREDHHREELICESPICHEBEEINBZZERMONTIET,
1&@1(20 CUT) COBRKEINHERINET, kBN \WI7—&EERICRIZECELST, INS VG ELRNER
B/BoNET, KB \WI7—DREN2CERBADELBIIF/RENFT, £ENBEGO LB EE. EXXEIR. F
EFRL,T:Crystal Violet 7Ki&i#&(100 ml dH,087:D40 w | Crystal Violet Solution)|Z;® L T304 MM 51 RS AZ ohM iR
BIBEICIITHINEBRBTERY,
FIVEERICRSTRBIZITIEDHIC, PARNTY MIBVEIK LICE SR EIEEE(CEEHEHLET,
FHKETHPLE 1 XTAE ZRVBEITEH. ERKBIROTINZHEIREERRICHROENHEKFT,
DNAZFEDCEMESEBICE. FHIVIEBEA VLT IAIFERIELTH(CENEETT, BRRIGPIAN/ -V
EX TR LVZKCI®NaCl, NaOAcZEN % 7E L TV EDenaturing Gel-Loading BufferaZiilLTH . DNAZ— ZKfE@ﬁ(
REFTEMTEEEN, ZOFER . EXRIKENTO B Mlong ssDNADINY AL, FIVMEBELTE RSB EEE
EHHELGHENET, L. ERKFNEDE Blong ssDNADNY REF B LINDHB NG ST, ﬁ/j}bﬂpﬂ)iﬁﬂ)ﬁiﬁ
WNEZONET , IBEBRCAZELTIIA) —IVRBEDHERESNE T, STEPIDRFIBIRMEEC S HRESLY,
B L5 E Dlong ssDNAZRBIZHICIE. NV RH7ZD1 1 gl ED B Hlong ssDNAZO— RTBEEHEMIVELE
T, FEREFIC, 29D EBALETSAIREO—FT3E(E. ZOTIASFREN0S5 peg/ 1l LUF (Denaturing
Gel-Loading Buffer RMMEBDIREELT) (CHBRICFARTHEEHENHLET , £, Crystal VioletZ ALVEER
KBTI, long ssDNAIZ100 ngf2 ENDIRH ATRE T,
A—F4VTY U TIOMBEMEL ., TIADTTIAERICITICEEREHLET,
BUINEITIUITTIAT IR VTN HINHEB VLR EFTTTEN, BRUNDNY FORADRRIC
BOFET, FIVEER T BRRIC. LLEHIELS, DI ERAER TRtz hEIDLET,
Crystal Violet&EHRMUE7HO—-AT I ERA S ZEICEHT. BRlong ssDNADF &IV FORTIL b &F8 81T 246 F
Z. BAXT. U7V LTHRTDIENERXRET . TNV R BE LB S KEIZ LY. BEBICRDIZEIC
BEENHEFT,
Crystal VioletlZIE (LRI E L= FT. ERKBI DI IEBRICEEITIOT, k&) \WI7—EF7HO—-AF LD IEE
flDCrysatal Violet BEXIR R ITETLEY , ELB LB KENP(CCrystal Violet SolutionZfFELET . —filk
LTI, 3074225 1| DCrystal Violet Solution% IE B8] MD250m| k&N NI 7—(CHMUET,
FKENRENLERDH U2 70— AT L Dlong ssDNAIG A R \L CERMER B BNV FE52ET  AVF LTOEM
NYFOYUINHULEEZTY,
KROBTIVETEBEITRDERNTESL,
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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 & ZSpin ColumnlTHFRMNL. 153fEi= 0 (16,000 X g, ZiR) §3, 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#), ™™

92— EWash Buffer 1TSpin Column&iti$9 % (TIED8EZHENIRT , 2[6 H DZE%).

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

17 E&EID TS, =D&, Collection Tube D3 &K EFE LIcFE B ESFEMNILTYIAT B (Spin Columns}BE
ECollection Tube NEEMFE%) o

17fE=IDT %, =D&, Collection TubeIDZ&ET 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 R (CEEMTHE T L&, 70°C TR BIRIET S, ¢

Spin ColumnH AR VRICHKRBEL1 2 =D U Tlong ssDNAZBH T2, ™ ™

B 5. FAR L7 long ssDNA DY)V BT K ENCLEFERR.

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#EHlong ssDNA 400 ng
Lane 3: ZMEALIRLTzpLSODN-3 (3 kb Fragment) 800 ng

Lane 4: pLSODN-3 (3 kb Fragment) HIED¥5&H long ssDNA 400 ng

<4 30kb (0.4ng)
<« 15kb (0.4pg)
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TV R eR2(SERLET, YL OB@BAT T 2056 . BURESET LD, FAR Ukzlong ssDNAAD7HO—
ANy I7—RADRRICENET,

BIBERREAVTOIN) — I EDRE KR ENS00 1Ll EICHE AL, Spin ColumnADFRINEME00 1 BB AL
WESIC EHEEICH T THRMULTIESLY,

Collection TubelC[EUREN2&IE. THYT—Vav THEETRH VTS, Collection TubeDI VIO AEE EEHS
RTCHELINTET, 2RO EI mIERYMERAWTTEICITH TS,

Collection TubelZ[EIUREN /=5 &IZSpin ColumnDFEIHHHEAM LB NLIITEE L TREEN, kiEATYTEICHTLLY
Collection TubelCHINH#EZZDE B IVAETT . KFvMMIITHR D Heollection tubeldEFNTVNFEEAN., HERDZ
{DF1—THEELET (Corning Axygen #MCT-200-NCZ),

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

— BRI A R B (315 1 1~40 1 1EZNZET , Elution BufferMAEHNICHIKERVTHEIUEIFZEDNZEE . 40

£ |MElution BufferZSpin ColumnlIFHMMULZIS S DEIUREFE(E38 w1 IIC, 15 y IDElution BufferziilLEE &1
13 HIEBNFET,

ARKEyrEREVE 12 1 gDpLSODN-1(1.5 kb Fragment)®3LME12 1 gDpLSODN-3 (3 kb Fragment)h'bDlong
ssDNADEIUR = (. $91.7 y g GTEL100%EIUN=Z(F2 ¢ TT, FERANILEITIAR, B HICHUVEEIution Buffer
2340 ¢ ITY,

—fR(C. JUBR=ADAEVAZ LD LA LEY Y TICIE., LPEDVIHBESRALTOET , B EICSLT, A
VY (BIZIE 20,000 g T 1 48 Fld D4 IA—AE VNS L (5 Z (EMerck#tUltrafree-MC GV 0.22 u m)
WEBBICESTHYTINSGR AL DUNBARERETEENTEET,

DN EEHC LS TIssDNARZEETIIHE . BIERICHYTINEAEVAI Y LTEALEVUDIBERERETS
_EESEIHLET, YUHIBEIEALTIVBE, UVAELELLT220nm~320nmDAR—251 Uit — LU L (Foh .
IssDNARZFBKRICRIBEOTLEIBNNBNET,
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bSTNY1—F1UT LU BHERM

Ri%E EZAONBREA it it
FIVE K KB TssDNA D
NYERD ghWCHEELE STEP3MI A/ —IViEBRICL BRI R EHIT O TS, 1BH &
(A EBO%E TLBRENY RDRBEDR TR+ TR BIEDHNET, $FIC, 70%I4

Long ssDNA DYREHMELY

J=IVTO3EF2 AT, EOBRICRILTYIAEIT TS,

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

[REE. KET15 kb LLTDlong ssDNAZIHHTEEEAEETTH. 1.5 kb LLTOD
long ssDNA ZEHE T35 & (3. [Long ssDNA Preparation Kit for 1.5kb (& HHES
DS615)]DEAEREMNLET . B A B EDS625TH FFESDS615EREDIong ssDNA
ERFTIENICE. BEDTIAIRENETIBHERELET, T, FIADT TS0

WTITZSh, DTSAIREELCHRBNHZEND (905 g/ 1) NV ROF Diong ssDNAEELIE
TU. AR ECNECEETIREEENHNET,
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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 o) 100 ul x 10
ARSI QLRIREG6 7 M) S EERERIIE O1 x10° cfu/ u g) AVETY ML

AFOZHAICONT

AERG. AREMRACOHRFTLTHENET RS/ AFH1FIDAR R AER(CEIT 2455 %
HEEPTY, BERASMEVAICETSERICONTE. RS/ M FIDAREFRICBREVEHECE
SV AR BRFLRBZOHREYE. XS ) AAH(FIVAARROERICLSFRMOEELLIC. E=F
DL, BRARGOEE. Y-EADRBICERT S LI TEZEA,
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