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S6 HiPer pTOPO-TA
Cloning Kit € B itFAH

FEERBR B 5Bs
S6 Hiper pTOPO-TA Cloning Kit 20T SV1401
S6 Hiper pTOPO-TA Cloning Kit 4%x20T SV1401
[fEFHRE]
KEARTE, BET-20°C, Y 12 MA. ERABERFKBN-20°C REFLURIEERE M
[ =]

AEIRAESH T4 EIEEERIERE, EF AT Topoisomerase AT LAZERRE] (JLFSH-JLo$) . &% ik 100%) % DNA HEERY
FIERAAARMEIM T ZHIR.

[t ]

1. ATLAZEREE] (JL#bER-JL3%h) STRER.

2. THRIKBFHBIAT, EiR 5 AHRTRIEN; TF 1/NEEFR, RFE 37°C 10 HHEFEAILUAR . MEERIARAFE 15-20 758,
3. TEE. TER, TEEBELNHFE, RIKENEREREH/ARN Bk 100%).
4. FJLUEREACIE 10kb FER .
5. MEFATARA M13F/MI3R EASIMNE (LEEEE

[~ ]

20T 4x20T

S6 HiPer pTOPO-TA Vector(30ng/pl) 20l 80ul

1000bp Control (30ng/u ) 5ul 5ul

10x Enhancer 20ul 8oul

[R{ESR]

1. SRR A&

<AE: PCR S|P BEREEE > . (M EE7E PCR PR umn— M=t 3 -A B RFI 8 (40 Tag, TagHiFi. Tthy AmpliTaq. KlenTag
DNA Polymerase), PCR =4 ((REBEMEH . TIREFEHMGIM_BEK) TEHERTEERN, TE4L; MBREIEEET
1, BB (155 S6029). INRIUARK AIERE PCR 74, X SU TR, BEAERER LK EES (B
SERmER BRI .

2. FEERI:
1) = (20°C -30°C) TEIMINTEZR (10l FR):
1 /5H PCR 7=44)/3k & 14 1000bp control 0.5-8ul

S6 HiPer pTOPO-TA Vector 1l
10x Enhancer 1l
NEIRADFEEH] 10ul

SEE: MR Su AR, SHRSKRBLLAIRE, FRRBAIME>.

mERFE, ARRFREVITRAORERBERES, REGRNEOREMBRFESLER.
<EBUSTAREFK LT, REEF=FIR (20°C -30°C) #{T>.

ARANMENFEBRHIEFERE:

A REAXD (bp) =EMHE (ng)
100-1000 20-50
1000-2000 50-100
2000-5000 100-200

2) iR (20°C-30°C) & 5 o¥h. <HEFEIRS NWTMER, BARSBATER 2-3 PHELTUSEIEBSHELT>.
3) EEFYAEREURITHRIICHET-20°C. <MERERIFRETSHM, FTLUSER~MRENEET X EER>.
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3. =t

1) 50-100ul B4, ETERMAE, T2ER (Y1 o%hER) B#JLSEBHSER.

2) N Sy EFR(ESZUETMAN, REFRTBERZSMBEIN 1/10), BRRES, =EBWE 5 7.
<IRIBLUEHIE, AARHEFERATRUCNBRZITHBAIFTEKEMBAT, ZEHE S5 SHETRSEBZHLT, MRITHRER
FIRZ M E N RBRA, AURRBIRERRFH#IT>.

3) 10 300-500ul LB 8¢ SOC 1EHFE (N EHEE), 37°C 180 rpm FEHIEF 10 2.
<IRIBLUFEIE, —RAUUEZRSERE (EATEERR) MARZSHEEN 1.5ml BLE, EEEOES, KTEEEERSES
FHEPIRHEFEFNT, FTEEEXBERBERET>.
<— &M MRS MBI 2kb BAREFERT, 10 7HERALUBEEBZHLT, MRFAILREAFINBZIERERT
ANEBRKEXFONER T RS E 77ATE1Z) 30-60 S B EIE SH L T>.

4) B 200pl EiESIR (B R FEE SR 50-100ug/mb, EFER (MRFITEAFL, AERRZEME, 4000 rpm il 1 min, W3
B4 b5, fRE§ 100-150ul, RIEEFEEK, WEIMERRR)

4. HEUFHIFHEE:
AFIRPAMEEYS, —RERT, ALUXRZIFRILENEE, RERKERNEEEE (TRSENAE, EUTHELTEXD),
EAMEESHEN. BRBANSBETBT 2-3kb WIHER TAIUTALEEENR 1-2 MEENFE,

1) AL ERNEEESNERMERR, BARRBEANELT, BEENEXERNA/DREZELEEEESBANRR, TR
EcoRI/EcoRV WESIREMBAR BRRAEECEEMNEEY, RERAEREXEEREX), HERETSEENRE.

2) BEEEEEZEHIT PCR N (AT IATRIES 3 AR EEAFKID.

3) Fi@A M13F/M13R S5|4NIFRBERETSEEMRE.

[S6 HiPer pTOPO-T HifFEiE]

Pst1
Hind III
EcRV
EcoR I

T

pTO P O_T I _<«— TA cloning Site

1865 bp EeoR 1
EcoR V
Not I
Pst1
[S6 HiPer pTOPO-T EixiBERMEFESI1¥FF ]
M13F: 5-TGTAAAACGACGGCCAGT-3’
M13R: 5°-CAGGAAACAGCTATGACC-3’
[S6 HiPer pTOPO-T #i{&% 52 [ 5 FF) ]
M13F Pstl Hindlll EcoRV EcoRI
- = I
AGTGAGTTGA TTGTGTAARAR CGACGGCCAG TGTCTGAGGC TCGCTGC T CCTGAhGCTT GA TCGEEE;
TCACTCAACT AACACATTTT GCTGCCGGETC ACAGACTCCG AGC CGTCA GGACTTCG CTj?AGCTTA

FEGCGTGTCG CCCTT A GGGCGACACG
“Fecceacace Geea DNA Insert TT CCCGCTGTGC

EcoRI EcoRV Notl Pstl

C TTCEAT |ATCGCEGCCE CCTGCHSTCA ATACTGACGA TGGTCATAGC TGTTTCCTGT CCATAGCAG

GCTT CTA | TAGCGCCGHC GEPCGTCAGT TATGACTGCT ACCAGTATCG ACAAAGGACA GGTATCGTC
e ——————————

M13R
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