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Zero Background pTOPO-TA/Blunt Cloning Kit
F 5 pTOPO-TA/Blunt & Fi R A &

HxS: Cv21
< AAIEER. M. et
A B LH AR 20 {X(CV2101) 80 YX(CV2102)
pTOPO-TA/Blunt Vector(30ng/ul) 40 pl 160 pl
1000bp Control (30ng/pl) S5ul S5ul
10 x Enhancer 20 pl 80 pl

—20CHiEfE, B 1240H. KEEH, 12 RETFE/MERA TR E.
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2. R B B AR TR MU AR B2kb, 784> K IE T TOPOF AR /N, Tl 2840 H Boik
KIS, mRIRER S T KA BEERCR; G BN K/ AL Gk 7k /N 2kb LA
b BRLEDN, BERCRE, ORI T SRR BOE RS L TR

3. RAEEPMEA RE 1008 ETRma],  ELA IRPTIEEA 1 /NI &= 75 0 [R) 4 45 6 1% o

4. EHRAT USRS BT, FIESB NS ERUVNMTET, HFE37C10
Iy TAE R LU . MR S R 75 15-2050 8.

5. HAZERNZELSEE, LHEBRMM, 5% ARMmIEMEEPCRITE. ik
SRR BENLEE— TR R A AR (EUE100%)

6. EEAK B Im LS TA/Blunt 7e FE R, PIEREKIA 10kb F BE (M dni% 42 5kb
R, WAlREERIBEI0NFE, SN RAEMANE , 2 — AR
A EL, P, T 5AIFIERITOPO TA/Blunt 7 B & 44

EE: WHEREEXHA MBFMUBRERSIDNF (LEEEE) , HEREXRA

M13(-47)/M13(-48);EF 5[ ¥ . B PCR A[{E AN FAHFEERI54.
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PCRE|MERIER BT M A, ARBUEMSE CRRERBERALGIY - 4£
BPCR™H) GREARMN FRNG) WL EEERE. PCR™Y)— B S [l
& (B85 : DRO1), IXFERT LU G5 SERTRERT ). 4 RPCR™IUA H 25T
TeARRE A AN S R A, ] SR B AT R SN . A R DUBTRL Y AR
(RIPCR™ W] foe i HEAT AL, DRI RRAR UK th w] e Y R (RS 2 AE R 2 1 H
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BEERMN:

=i (25°C-37°C) WL 10pl ERAA R (A 0.2ml PCR 4, PCR (UAREED -
4465 1) PCR F=4)/843 1ul 1000bp control 0.5-5pl
pTOPO-TA/Blunt Vector 2ul

10 x Enhancer 1pl

KEK Xul

HARFR 10ul

e kE, MR RE R TIR S BE BR i RIR S, R B B LR T
WA DR, RSP BRAREK EBT, RBEEER (25C-37C) #17.
e MR S A RER, B ERLGIREER, HKEE .
ARRNMEANFBIEENR EELBRREZT, RMSBEFELTRED) -

AT BN (bp) fiFEHE (ng)

100-1000 10-40
1000-2000 40-80
2000-5000 80-180

=R (25°C-37°C) &% 5 454,

ABAEMESE (25C-37C) 5 S RiERE. K BEE EEF M BT LUE
KIEER AR 10-15 2%, BEW%E 37°C, lEEREMENTFHE.
FERTMETFIK E&F . SERIEARE B S A D TR B R LD IR
HIE L

S MPM-80°CEH, MEIHEAIKIAF, BHEMNL (D13 58 EH) .
SEZIIN Spl B (r Z AT A, R ERFUANE TS SRR 1/10),
FF AT B0 R B RIR S GBS BT, VKIBE 5 4.
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42°CRIHGE 60 5, B VKIAHFEE 2-3 8, XS BEAERIEOE .
HE: WPREEREI 42CKHE 60 BHF. ERBERINNEK, KESHER
1L #) TOP10 1 DH5a BREZAHAM LS BEMKELEET ER (>221C) 7,
RAAF 4R, EEREEREEN, TRE S8 2844 mREERRIK,
TIEK IR 2 8-15 340G . BERMNE 7 DURSE R H R SR TR .
1 300-500ul LB B5# SOC ¥ FRAE(AEHiER), 37°C 200 rpm R 1 7% 10 4.
WBBRATEL, —BRATAEEREFRE (WAKFERHRER, MELRE37C
EAAERZE 22°C-37C) MAZRZZAMHK 1.5ml BLE, SEBELES,
KPP E R ETRGEFEHIRGEFREHN, FREHRIREEREN.

— R AL R Z SR 2kb A BIEL T, BAKTSE 10-15 4 E 55
URBEEEHAT, MEERHLREAHMNEZERRM. HEHLTFD.
BN S B R E L T AT AR = & A5 A1 2 30-60 2% IR BB 2 LT .

0 100-200u] FHHRIEE TR G AN EH R 100pg/mD) , FFRER. QR
b7, NE R L T, 4000 rpm B0 1 min, WRFEBEESS LiE, R
100-150ul, HHBFFEMA, B EBRIRIO

BUTHIRGERE:

AHBRAERBRFERFE, TEABENAESARTEERK, FL/LPE

BERMEME, —RELT, TUEBFRMFASE, AERKHRNERER (FEF
RHAE, RUTHEBAEKRD) , EXRESTHEA. BHHEAF BB 2-3kb
HItE AL T A B PCR %5 Bk 12 MERWF
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— B AAF] TOPO #MBHMEZRIAEH &, FTUABIE K IER, A2 R miE
B CA IS 75 PCR/E M PCR S B LN 7. HEBWFSIYWARERH
M13(-47)/M13(-48)3&8 1 3| 5 -

TOPO #HKM ¥ PCR 4554 7y OB I . DAL AE {3 FH R 7% PCR %5 5E IR
T, i vE PCR &5 5BH M, — AT IA S IbaE R g B2 M, 5o BoRy 1
HORNRITHAA R &, —RATTHE, ZEIERIE T PCR 45 K EBHERM TR, &
B — DPRIUTOR K K, BUE B Y) %5 5 SRk iA

F LR 3200 A VR IO BRI IR, A BB RIS, HEREKE
Uk K /N B RE 4 58 A 1\ B FCRL, 18 AT EcoR I/Ecor V SAEELIREUGE N A
BEH e AE Y], TIRREE R ik i BN, e E A A B
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% pTOPO-TA/Blunt % {&k &

pTOPO-TA/Blunt % — Cleninesite
1865 bp

AmpR

Pstl
Hind ITT
EcoRV
FcoR I

EcoR 1
FEcoRV
Not1
Pst1

% pTOPO-TA/Blunt £k £ T &AL S P51

AGTGAGTTGA
TCACTCAMCT

[TChOGTETCG

AGOGCACAGC

ATACTGACGA
TATGACTGCT

M13F

-
L

TTGTGTAAML CGACGGCCAG  TGTCTGAGGC
AACACATTIT GCTGOOGGTC  ACAGACTCOG

c DNA Insert
GGGAA!

AA GGGOGACACG
TT COOGCTGTGC

TGGTCATAGC TGTTTCCTGT CCATAGCAGA
ACCAGTATCG ACAAAGGACA GGTATCGTCT

M13R

pTOPO-TA/Blunt #4&

A M13 WF5IWFE5:

M13F: TGTAAAACGACGGCCAGT

M13R: CAGGAAACAGCTATGACC

M3 IEA 5 A 2 A E T
Fe4, BN YA A FER N
M13 5195 s E A BT 1) M13 7
BUA ZE 5, £ U A %% 2 St
751

Pstl HindIlll EcoRV EcoRI

TCGCTGCAGT CCTUAAGCTT | [GATATOGRAAT |
AGOGACGTCA GGACTTOGAA CTATAGCTTA

EcoRI  EcoRV NotI Pstl

CGAATTCRAT ATOGOGGCCG  CITGCAGTCA

GCTTAAGCTA TAGOGCCGGC GGACGTCAGT
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