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(&)
KEAR%E, EETF-20C, B¥H 12 MA. ERABERIMBA-20°C REFURIERHENE.

[F=&miENT]
AHIRAEGEH T4 EEERIEARE, EFAT Topoisomerase AT LAZER#E (JLESH-/L ). &3 (BFIE 100%) %% DNA FrEzHy
FIERAARLEIR BN T EHIR.

[F=R¥FR]
1. ATLATERRE] (JLREh-JLo) SEROERE.
2. RFKBMBIRTE, iR 5 SWATTRIEWL; TF 1 NIFEF, RE37°C 10 SHEFEALURR . NERZRIRAF 15-20 58
3. TEE. TER, XEEVELMFE, NEKENZEERBMAN (EE 100%).
4. ATLUEREEKIX 10kb A ER.
5. } M13F/M13R j M (WEEEL
[F=meEs]
20T 4x20T
M5 HiPer pTOPO-TA Vector(30ng/ul)  20pl 80ul
1000bp Control (30ng/ul) 5ul 5ul
10x Enhancer 20ul 80ul
R{ESE]
1. FRREAES:
<;tE: PCR S|¥IABEMABE 1L > . {FFHRETE PCR IR im il — 3R #Y 3’ -A HIEB R 541 (40 Taq. TagHiFi. Tth. AmpliTag. KlenTaq

DNA Polymerase). PCR =¥ ((RBBHKT. TIEHFRFHEMIIM_RIF) WEEHTEERN, TELEN; MREIEHFRTIE,
R EEL (3555 : MF029). nSREURKI AR PCR =4, g TYIRAW, EARRRREATEKHE% (1E7FzEé
TEHE R He0H) .

2. FHRL:
1) =8 (20°C -30°C) TR THEER (10ulAR):
ik 59 PCR #4/3¢# 1ul 1000bp control 0.5-8yl

M5 HiPer pTOPO-TA Vector 1ul
10x Enhancer 1ul
REKRHFTE 10ul

<EE: MREM Sul R, BRORBELGIRSE, ERREATLUME>.
IRSEIRFF IJF Fﬁ%Aﬁ%%ié?‘hﬂ/:z’?‘Ji%‘?‘?%’é’fﬁ?/w’? 1EE1_59¢E'J‘F¢.‘%'UL|&$FE7§AQ1ZIST BLER.

FTRXMEANRBRIOHEERE:

AR EA (bp) =iEMAE (ng)
100-1000 20-50
1000-2000 50-100
2000-5000 100-200

2) EiR (20°C-30°C) &% 5 . <HHEEIR 5 HWTMERE, BARSERATER 2-3 NHELTIUSEEBZHELT>,
3) EEAYF EEEURESHEARIET-20'C. <MERESFRZESHEM, LU ER~RINEET K EZR>.
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3. Bt

1) 50-100ul =400, ETEEMRE, T2FE (Y1 9%hER) BEJLUEEESEER.

2) I 5ul EER(EZTETMA, REFRTBERZSMETIAN 1/10), BRES, ERME 5 7.
<RIFBLUFHIE, KARHAFERATRUNBRZITHBAZTEKSARKRT., BEHNE S5 MMEAREEBZELT, MRSLKBER
HIERZ MRS E R BRIRA, ATLURBIROERFHIT>.

3) /i 300-500pl LB 2 # SOC #E#E(RSEE), 37°C 180 rpm #RiFHIEF 10 S .
<IRIBLUEHIE, — R ERFERE (FAFEERR) MARTTHEMEN 1.5m BlLE, ELELES, KFEEEKRSE
FEPRHEREFNT, TEEEBRIHAEEREF>.
<—E MU BRZSMEMEAEE 2kb BAREBERAT, 10 PHERAUBSEEBRZELT, WREASEEEFINEZISRERT
AR BK#FXFLOMER TR LRSS EEZE] 30-60 571 USRI E 2L TF>.

4) B 200 Bi&SIR(A R FTEE % 50-100pg/mD), HEFEHR (MRFITERFL, ABERZTME, 4000 rpm =il 1 min, WFFE
R4y £, {REE 100-150pl, ZEEZEMA, HETHRRIR)
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4. I FHITFELE:
AFIRPAMEREYS, —RBERAT, LU E, RERKERNEEEE (TRSENAHE, HEUTHREHLTREXD),
EAMEAESHEN. BRBEANSBETBT 2-3kb WIEA TAIUTALEERER 1-2 MEENE, .

1) BLEiREFNAEEENERBERL, BARBRRANELT, EEBEXERMADREZELEHEHANRKN, TaH
EcoRI/EcoRV WESIFEMBARBRRBEEEENEEY, REREREKREREX), HERTSEENRE.

2) BKEREEEIEHIT PCR M (SN FRMES 3 AREEAFHKID.

3) AiEA M13F/M13R S|4INFRAERTSEENRIEZ.

[ M5 HiPer pTOPO-T & A EiZ]

Pst1
Hind IIT
EcoRV
EcoR T

T

pTOPO-T 14— TA cloning Site
1865 bp -

EwR V
Not I

Pst1

[ M5 HiPer pTOPO-T #i{Fi@E AN 45511
M13F: 5-TGTAAAACGACGGCCAGT-3’
M13R: 5-CAGGAAACAGCTATGACC-3’

[ M5 HiPer pTOPO-T #{A % s & S F51 ]

Pstl Hindlll EcoRV EcoRlI

M13F i
AGTGAGTTGA TTGTGTAARR CGACGGCCAG TGTCTGAGGC TCGCTGCHET ccTGRARGCTT GA! chﬁ
TCACTCAACT AACACATTTT GCTGECCGETC ACAGACTCCG AGCHBCETCA CCACTTCGHR CTHraccTTA
TFEGCGTETCG COCTT A GGGCGACACG
"Fecceacace Geea DNA Insert TT CCCGCTGTGC

EcoRl EcoRV Notl Pstl

C TTCGAT [ATCGCEGECEG COEGCHETCA ATACTGACGA TGGTCATAGC TGTTTCCTGT CCATAGCAG

GCTT CTA | TAGCGCCEG GHREGTCAGT TATGACTGCT ACCAGTATCG ACAAAGGACA GGTATCGTC
o —————

M13R

IERHEFXE LM EEILE 10 Sk 1 SHMUE 422-1 E (QIEEXE) MekmiE: (86)010-59724293



