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pTOPOO001 Simple Cloning Kit

®Bs
TC141
[ TEZ] 7
pTOPOO001 Simple Vector (30 ng/ulL) 20 pL
Control Template (1000 bp, 30 ng/uL)* 5 uL
10 xTopo Buffer 20 pL

EMEMRAR, BTYRAIR, RUBARRNERE.,

RERMH

-20C&R=F 121MA,

FamiEN

KrrmeETHINEHE8 (Topoisomerase) REEMIERSXUEE DNA FERNERE, 5K AT
FEFFIZHIRN—RIRE TA RERRE, ITaXBNET T4 EEBENERRE,

FmPEER pTOPO001Simple Vector AN RRMNAR S REEBYIMR, AIERER 5 kb
LA DNA FE:, #RIEERERZTESERA, BATHERBEESEHNEMAMERT, THEEBIRE
BB FIERIE, PAMERSIX 95%,

FEmliER

< BREEE: 5 min RERGEERMN;
< KERRIYER: A&EE 5 kb AR DNA FE;
+ RER: MABREREFEREA, TREHEA, BMRSIE 95%,

EFBE
AF=RIERT 5 kb LA DNA FERHI TA 5k,

ARSI
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BHIFERET PCR 3I¥AGEREERML ;

2. PCR F¥IEBSGHITREURLAEL , BRI R MY B I _RENRN . 4HE, MR
FHITIRBERE B R KB E PR E

3. EERNAREEKLDHT, BERIRBIRBPETZRERT;

4. BENERAWSE ccoB BRERMNRZSEWL, HEEREMMN DH5a 5 TOP10 BRER;

5. MERMERSIY: M13F (TGTAAAACGACGGCCAGT) #1 M13R (CAGGAAACAGCTATGACC
), IBMERSIY M13F (-47) /M13R (-48) ,

ERG=E

BIERA

1. PCR™¥IRES

1) SIER: SIYIREERERL;

2) FEMpKim: ERIEH “A” R, FIRSTE PCR FEIKRIEINI—NEEHA “A” B9 Tag DNA BREES
g,

3) W4tk X PCR PR TIRAREIMAEL, BN B E YR E S BT E RN,

2. RNAHRECH
1) BTREH 10 uL RNAR (WPRFEZRE (20~30°C)it T, AeEEKL#HT! ):

4hithfF 19 PCR 7=#Ja/Control Template b 0.5~8 uL
pTOPOO001 Simple Vector 1 pL
10 xTopo Buffer 1 pL

dd H>O Upto 10 pL

a. ARXKMEAFRERWNEEZERS:

100~1000 10~40
1000~2000 40~80
2000~5000 80~150

b. EHFERBEEWALIE, AIAA 1 pL Control Template(1000 bp, 30 ng/ul),
2) BFREANPBRERITES, BEBOMEEER,
3. EERN

B EREEARRET PCRIUFHEEAT® (20~30°C) RM 5 min, RNTMAEMZEEK, BE2E
F ik EsikiET, BUSERERERER,
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1) EX 100 uL mkA Rt CRORRSZASAA, IO 10 pliEErY), BRES, KEEE 30 min;

2) A2°CKAIA 45 s, MERKLEERE 2 min (ERARERDBOE, MUBBREHEEE) ;

3) MEOEDIMA 700 L AEMERNELEEFE (2xYT H LB) , \BSE 37C, 200 rpm &
7 1th (NrREEREENESRESTE) ;

4) RIFLIFERREARERORZSMEMEISHERMNERDN 2xYT & LB EfEHFE L,
B SRAERTER, BFEREERT 37 CEFEIREFR

5. PHMRENERE

1) BER/EE PCRIEM (3k LINFERIERE)

LB EREEE 10 uL NAEKPRESIEER 1 uL &R, SEZEHBEIHESZE PCR &
R Ty ig, EEEREEERSY (M13F 1 M13R) ;

2) LARRIAENR PCRAQI (3k LA EFERIET)

PREN R S pERE RN T LB/Amp 15758 F, 37°C 250 rom SRIEREHIREAL, LURKIAER,
£ BEMERSIYW (M13F #1 M13R) ZHEBRISRMESIYIEITY 1L,

3) [IREIMESTIOM (ANE)

PKEREE SR E IR T LB/Amp BFREH, 37°C 250 rpm SRIEEGIREURRL, {ERMENATIES
i 1TE8Y), EIKENEST] R/,

4) MW
£ M13F(TGTAAAACGACGGCCAGT)X® M13R(CAGGAAACAGCTATGACC)#iTlF7,
B2 ER5IM M13F (-47) /M13R (-48) .

F LS ERIE

Q1: REHDIAKE?

A1l:

1) EERERAEZ., PCR FYEINREWLE W, BXKFHNEENREW =R EEBHTERER
N, FAEFSEFARE —MEFNAREUW DNA, SERESH EDTA, itk EXEESE, 1
BIRN , FAFEERNNOREWIEZER TE #IT1RT;

2) EERERSIZHIELD, BrERIRRIEBRBEFENASHTERREH;

3) ERARBTIKLEH, BESEE Topo BEEENE, FEZREFIRMER ., EINENIERR
. BMETFIKLEEKE;

4) BAGBRERE, ETEREANREPHENRZIRZRERRARE CERREEENRNE
) TN,

5) RZBMERE, BFRZTSHEERFHNEIEN, MEROUESERE, BNRSERMHERZTS
N SAEWRERER ;

6) FARIMMEEREIR, FAERMA Amp, HEZFERRER 100 ng/mL,
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Q2: SHEEASBARR?

A2:

1) PCR =YIHhERESIHEHMET 7Y, BIVMAKS MR PCR &4, RS-YIEEME; PCR~™
Y BEVIRAW,; EFRNBREREENETHERSE, ERFREREBEEZR. BBEEK
E Bk E; EIIEINE e R E KR REF;

2) HKIESRSIARRE, BINEHEREKR . &SRNGS . FRAXENIREMSE, aER
¥ BRiEER SIS LR RE;

3) TEEIRIEINEE TR, BINERE (365 nm) LINERETIR (REARE®RE 5 min),
58 K (254 nm) £K4M3IER DNA #®f5 o

Q3: FAMFEEXN, BN BRRRmERRKZRE?

A3:

1) EARANBEXTRFREER. BENERFEEERSN PCR EEHTY IE;

2) SIMREXRE, WEERNEIYEE —EREREXIEZTHINE, BINSHKREXERSKSIY;
3) PCR RNEBFRDIEM, BINFELIE(HRETE;

4) FEERNBINEE TR, BINEKE (365 nm) LIMRETHIR, YIKREEAEBE 5 min,

pTOPO001 EHFE X

M13F
AGTGAGTTGA TTGTGTAAAA CGACGGCCAG TGTCTGAGGC TCGCTTCAGT CCTGATGCTT
TCACTCAACT AACACATTTT GCTGCCGGTC ACAGACTCCG AGCGAAGTCA GGACTACGAA
GTTATCGTAT TCGCGTGTCE CCCT Gy o 2.  GGGCGACACE
CAATAGCATA AGCGCACAGC GGGAR re T CCCECTETGEC
CGAAGTCGAT GTCGCGTCTG CCTGAAGTCA ATACTGACGA TGGTCATAGE ~TETTTCCTGT
GCTTCAGCTA CAGCGCAGAC GEACTTCAGT TATGACTGECT AtCﬂGTATCG ACHA&GGAC.P;
|, M13R

pTOPO001
1865 bp

SH2d Wy

oy
4y
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