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@ @ik
pMD19-T Vector 2—F=552& PCR =4 (TA Cloning) HIEREK. A&{AH pUC19 FAKEEMAL,
£ pUC19 E AL R R0M Xba | 70 Sa/ RAFLRZIEHENT EcoR VIRBMIA, A EcoR V #{T
EstRNzfE, BEMmMIEY 3™ WA “T" M. EAREHMIFAME DNA BAEE3HIT PCR RNAT#EHEE PCR
FEHIRN 37 RigAII— “A” BIFFE, FTLUBRAAHIGAILIK KIS PCR PR, FFERER.
HRTFAEGEU pUCT9 Eix AEMITETA. FIUERARR pUCI9 HAEBEERIINEE. I, FHI@FH
SRERESR Solution | FTATERRATEIA (£9 30 744) STRERERN, EiERRrIUEEATHRERL,
KKITET LWR1E. A%IFHAY Control Insert (500 bp) @ BIATF Control &,
A AS pMD18-T Vector fELL, AHImE) B —FFMEEBNRXELEES, EEDREENNBEZESE,
BEETNERER. Alt, mEEEASHTRERNERTHE,

@ HlmAR (20.XE)

pMD19-T Vector (50 ng/pl) 20 pix1x%
Control Insert (50 ng/pl) 10 plx1
Solution [* 75 plx2x%

* {BERARMET KD R,
®®E 7 -20C

04 E
B Control Insert £R[EERAREESR, B 90%L EEF Insert DNA FE&.

®OF &
W #fT TA EpE, TEBE PCR ™),
W YI5EfEERY PCR F=4M$ BcaBEST Sequencing Primers. M13 Primers 1#1T DNA JIIE .

@ pMD19-T Vector B4t

EcoR |
Sac |
Kpn |
Xma |
Sma |

pMD19-T Vector
(2,692 bp)

Lo >

BcaBEST Sequencing Primer RV-M Hinc Il

EcoR V -&——T-Cloning Site
Sal |

Acc |

Hinc 1l

Pst |

Sse 8387 |

Sph |

Hind 1l

&

GAGCGGATAACAATTTCACACAGG —> ssegagy | Acc Xma |
- Sphl /1 Xba | Sma | Sac | EcoR |
_lac 72— Hind 1 EcoR V. BamH | n |

5’ ..GAGCGGATAACAATTTCACACAGGAAACAGCTATGACCATGATTACGCCAAGCTTGCATGCCTGCAGGTCGACGATATCTCTAGAGGATCCCCGGGTACCGAGCTCGAATTC

ACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGGCG...3"
~¢—— CAGCACTGACCCTTTTGGGACCGC
BcaBEST Sequencing Primer M13-47

Digested by EcoR V

...gtcgacgatT atctctaga...

...cagctgeta Ttagagatct... (T-Cloning Site)




[ PMD19-T Vector HHXAI =150 ]

Cloning site 431
BcaBEST Sequencing Primer M13—47 binding site 352-375
BcaBEST Sequencing Primer RV—M binding site 484-507
LacZ operator 146-475
ColE1 ori 873—-1461
Amp’ 1632—2492

@ SIORR(E
B Control DNA FERRITERESIG
A) BIEFE
1) EMEELEDEHI TS DNABRK, 2245 plo

R EAS
pMD19-T Vector™ 1yl
Control Insert* 1 pl
dH20 3 pl

2) AOA5 pl (%52) B Solution I,
3) 16°CKRZ 30 7744,
*) =R (25°C) tHREEEHITIERRN, 1B N RPER.
@ 5 MHEEIEEHITIEERN, 1BREEREMIERK.
) 28 (10 pl) MAAE 100 pl JM109 B2, KEKE 30 244,
) 42°CHNFR 45 BhPiE. BTDKPIRE 1 24
) NN 890 pl SOC $EFE, 37°CHRHIETFT 60 ¥,
) EEE X-Gal. IPTG. Amp B L-IRRETARIEFE HIEF, EREE%. tHEE. EeEE.
) HMEABREE, R PCRIAMIAFETEA S ERIKEXR /).
B) &£ %
{£/3 Control Insert RBIEZ /L ERAT  (ERRES SAIAIFE LIRS 1.5 x 10%cfu/ pg pUCT9
DNA.

B/ Py e N
Control Insert BEfR/AALI HEEELLE (%) WE (%) *
(cfu/ pug Vector)
+ 2.8x10°8 96.3 90 A E
- 22x10° 40.2 0

* MERZIEABEEHAIERIDNA Insert FERATENER,

B —fig DNA Y5 f£5090
1) AEMEBOEDREH T DNABR, £8H5 ul

Sl ERAS
pMD19-T Vector* 1 ul
Insert DNA* 0.1 pmol~0.3 pmol
dH20 up to 5 pl




1)

A5 pl (52) 89 Solution o
%

16°C/ [z 30

x)

£8

\$q10

D =B (25°C) e EEHITEERN, B/ METHERER,

@ S5HEEEEHITIEERN, {BRMETHERER.

® KHEEPCREY (2 kb L) #1T DNA TERERT, &k MR EiEIERK EHU i,
(10 pl) AAANZE 100 pl IM109 BZAMEH, KPME 30 Hét.

42°CHN#k 45 #EPfE, BTEKFE 1 24F.

N 890 pl SOC #FFE, 37°CikHIEH 60 N4,

£E&HE X-Gal. IPTG. Amp i LRl TIRIEF E LI5S, EREEE. AR, BeE%.
PEBEREE,. A PCRIAMIAEADEBAREBINKER,

B MR LR IRE e A4

TEMEBOEREGI TS DNAER, £28A-5 pl
S ERS

pMD19-T Vector=*1 1 pl
Insert DNA*3 0.1 pmol~0.3 pmol
dH20 up to 5 pl

A5 pl (52) 89 Solution o

16°C/R Rz 30 775H

) © FR (25°C) HEEEEHTERERA, (BRNBERMHHMER.

EY 2

@ S5OHEEEEWHITIEERN, (BRMETHERERK.
@ EKHEEPCRFH (2 kb L) #1T DNA T=RERt, iR Mt eliEEK E 5V .
pl ERERS®R (10 ng Vector DNA) MMAZI microcentrifuge tubes H1, 7k £/ 2 min,

BY50 pl Ecoli IM109 Competent Cell SIANEI_EIR microcentrifuge tubes §1, SESIFH KA 5 mino
E£EH X-Gal. IPTG. Amp i L-IRfgFHRIESRE LIE5T (TIREMAIFETE 37 CHjA 30 744), 2
FLEETR. 1THHE. BEEE.

*1

*2

*3

*4

pMD19-T Vector H{ERE

0.5 pl K rREIHRERGER. SIMRIER, PHRLRHRERTE T HANERZ. pMD19-T
Vector 1 pl (50 ng) BIEE/R¥1£979 0.03 pmols,

Control Insert

Control Insert 7500 bp B9 3" Kimima A BBEH] PCR ™=#), Control Insert 1 pl (50 ng)
HIEE/RE£979 0.15 pmol,

Insert DNA HJfEFE

EF{TEMERT, Vector DNA 7 Insert DNA BYEE/REL—H&A: 1: 2~10,

[RIRTEPEE

ZREFEESER TR, BHAEREERE. R, 2—IRERE DNA FERITE, 7]
LURE—ERFIER,



@ EXi%EA

1.

RS LMREATEE,

A RHEE RS M RS2 SRE (B E>1 x10° cfu/ ug pUC19), XFEA AJRES EI L AR
AR g, IR ETHITIEEATER, BEMELNEE I EHRNERE (F' &RER [LacZAM15])
=4 o Fragment, A AIREFNEA DNA =4 LacZ o ZRABELES, R p—FABEEEE (o-
BiME)o

Insert DNA B9ZEK,

Insert DNA RAZ#ITHIRREIHAC AN IBE 4 e THAEE, REERIIMFHEERARNGEE. VIR
[EWETPIEA Takara ZRREIWIXFIE (Code No. 9762),

Insert DNA ERSHTE X,

PHITTEPERT, Vector DNA # Insert DNA BIEE/RESEL—RIT 11 2~10, B TAILURIEE CHIKREE R
VEERIER Vector DNA # Insert DNA BYEE/REiLL. Insert DNA RASHNTEENT:

Insert DNA BIERE (ng) =nmol #1x 660 x Insert DNA R4 bp %%

AT pl (50 ng) BIEEREEZYH 0.03 pmol.

P T2 P ARG o

DNA FERRRIIHENE pMD19-T Vector 5, —MRIERT B —HFEEIINRIZIGZEIRIF, BH®
PEATEEE X-Gal. IPTG. Amp B L-IRlE EiRIESRE HIERTE R TH B R BAR LR DNA
FEBENEAN, EEAEEIES LTS LacZ EBIERAYES, SRATEERERES. AR
BFR. 2kb B DNA FEHBENEIHGASE, SHREANETRTER. Il YBRITSESIAEE%
B, IO ENEREE. HTIHEMEMEQNE, FHATENER PCR WA, ¥IBASIYIPIUER
BcaBEST Sequencing Primers, BIXE{AEZHIT PCR ¥ 14,

PRI ERSE,

AT AT ERIERME R SRIRFINERE, BOVENHITIREN BRI, RETIRERE,
FEARFIEPIRMEAY Control Insert, BILUHIT 10 X PRMEITEESEL

AT E

BY 0.1 ng B9 pUC19 Plasmid DNA fIIAZE 100 p | AR RS SHAEHE, BAA 900 pl#YSOC
1ZEFE (0.1 ng DNA/mI), & EdIEF=R#%TE 10 f2/5 (0.01 ng DNA/mI) BX100 p I 3&%F4R (0.001
ng DNA/100 pl), iCREFEH. MUEE] 200 DMeEAEAGNTERAME, HRAIEHRZE=200
cfu/0.001 ng=2x10° cfu/ng=2x10° cfu/ pg pUC19 DNA,

O ERER

1.
2.

Solution | EFKHFHfF.

SEPERTERIAY Insert DNA FE& (PCR F=#1) BUIGHITIIREWEAE, B[N PCR =¥t iiEFER
DNA (EEZHKtTERIANIERRENRER) . RESIIERAHSFIN TA FRERE.
REALIREHTERER, BEHTHININEERIERT 20 yl. HEH{LAI DNA ERKEVE
SR ITHRENR, EXNERERHITZEETUE, it DNA BEF{THN . 3T ZEETUER S Dr. GenTLE
Precipitation Carrier (Code No. 9094) FJIUIZS DNA BYEUEE,

ERERPABTE 25 CLUTEHT, JREAS (>26°C) BOERZAINIK DNA. EEERER, EHTER
EEEE R NAT B E RV,

AHI@FRT pUCTO Bifk, Rk, FH pUCTO HFMEZSMEFIUER, W: IM109 %,



. Q&A
-1 B S EE R
A-1 1. #8IA Insert DNA FEER 3' KimedmmwAa A’ B. AENHISRE DNA BEE (20 Takara
Pyrobest. KOD. Pfx. Pfu%) ¥ 1887 PCR ¥R aRin, TeEEEHIT TA ThE,
2. #iift PCR =), RiHERIREIAT PCR B E&, MBkZ%E PCR =1t Y3ElS S B ERFNS 1415 245
HATUIRRE USRS PTIAE A Takara £ERREIWIAFIE (Code No. 9762),
3. EEABAMEAT 10° cfu/ pg pUCT9 DNA HIRSZZSARE.
4. DNA FERRISI{AZEH . DNA FERRIKEH SN IEME, —MRIER T, KA DNA BITEfEME
CEEMESHANER) R, P BEEKEE R FATE, SRABEREAE.
5. BTIIRREIUREA DNA FERRT, TZE{E DNA FERFEEINA T RER BT K.
6. Solution | MRE# % R E HRL.
7. BEWERFECHITRIERE,

Q2 BtEWERENEER, EHEM DNA FERRVEN, HftA?
A-2$ENR DNA FERESE (/T 500 bp), BHEANRECRBTM LacZ BREANSAE, MAFARIEFE LD
MEERAAESNEGEE (FRER).

Q-3 BN 7efZ DNA FrERgt TIRRRY, ER{AM5[4?
A=3 KREMARRIRT pUC19 FHik, ALk, AT pUCT9 HRNFRIER S 1EBRTLUER

Q-4 pMD19-T Vector 5 pMD18-T Vector 8L BAIAE]?

A-4 pMD19-T Vector 5 pMD18-T Vector #8tt, B-#FEHBHNRAETEES, BEENECNIE
4558, BEBTHEETE R, pMD18-T Vector EERLE, —REBEX 37°CI®IETR, REEBET
AKFENME—ERREE, HIEAREAHEE®. M pMD19-T Vector i&IRIEFRE—AREE 10 ™M)
B (37°C) ERIUEE. Ak, pMD19-T Vector btk pMD18-T Vector BiE& T A E X A%,

Note

This product is for research use only. It is not intended for use in therapeutic or diagnostic
procedures for humans or animals. Also, do not use this product as food, cosmetic, or household
item, etc.

Takara products may not be resold or transferred, modified for resale or transfer, or used to
manufacture commercial products without written approval from TAKARA BIO INC.

If you require licenses for other use, please contact us by phone at +81 77 543 7247 or from
our website at www.takara—bio.com.

Your use of this product is also subject to compliance with any applicable licensing requirements
described on the product web page. It is your responsibility to review, understand and adhere
to any restrictions imposed by such statements.

All trademarks are the property of their respective owners. Certain trademarks may not be
registered in all jurisdictions.
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