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PpEASY *-T&B Zero Cloning Kit

{58 F S Ampd i iing 1

Ht%: CTBS501

{#47: Trans1-T1 Phage Resistant Chemically Competent Cell -70°CREAMNE, HE-200CHREANE .

L

ZERABIERERARASEHEMAMEAT. YHESRBREERIN, BREELEEHKEL, G2F4HFH
AT INEREEK; HBESHFBEEARIIN, BREREHTIA, S28EFNARTEEK, Bl “Zeo” T&,
AR FEAMBNRATE TS, TURATARESFEREEE,

Fie
<RI XFTSDHH - B8 IAAFERRDT], c B FAMERERLT100%,
cBRBETE, - THREAWFIL, -ERATRAR. KARRE,

REFTEBERNFIBERAEMFBLEIRD, FETRELEEFERFEIRC,

« MF5|41. M13 Forward Primer, M13 Reverse Primer.

« T3 Promoter , T7 Promoter F§ &SN EF

o Trans]-TURZSMIREMANES, £KRER, BRTES, TAMLERE,

A B AL
Component CTB501-01 (20 rxns) CTB501-02 (60 rxns)
PEASY ®-T&B Zero Cloning Vector (10 ng/pl) 20 ul 3x20 pl
Control Template (5 ng/ul) S5ul 5ul
Control Primers (10 uM) Sul Sul
M13 Forward Primer (10 pM) 50 ul 150 pl
M13 Reverse Primer (10 pM) 50 ul 150 pl
Trans1-T1 Phage Resistant Chemically Competent Cell 1032 (100 ul/'x%) 3032 (100 pl/37)
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1. PCR=#IM &

() 5IMEK.: S|YTRERRRIL,

(2) BBRVIEFE: TAREEMTugRIIMDNA BER, T RnEERYT BN AT RENSRADNAREE, M
FastPfu, KD plus DNA polymerase,

() RE&MH: ATRIEY EFYNTEN, TERNBES-100MELEMR, RNERE, BIkQNUPCR&=YHE
RE. MRV EFYELEE, BUURKRERENA K.

2. mERNER

Component Volume
PCR Product 0.5-4 ul
PpEASY®-T&B Zero Cloning Vector 1ul

Q) BRERE, TR (20°C370) RSO REEFRE, FBLEET KL,
3. HERERNEMY
c REFBAFBRDNAEZ

HiEE5 FBRERLE=17

o] PUEREHIIZER “1 kb 20 ng” ASELBITE, (ZA1 kbN20 ng. 1.5 kbAN30 ng%s)
c RIESEERE: 1
RERNAER. 3-5u, ERREETMHFELEK,

o B R A e
(1) FERAKEE40.1-1 kb (&1 kb): 5-10 min* Q) FERKEEA 1-2kb (B2 kb): 10-15 min*
(3) FERKE 42-3 kb (&3 kb): 15-20 min* 4) FEREKEH3kb M E: 20-30 min*

*F R ARE =Y, REEEBR&EAE,
cHERKEBE: 25C, MFEBEEGCEE, TMU3TCRN., (HEFERPCR U8
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(1) MLEE =TS0 Wl Trans|-T1RZ SRR P (TR MERIRI DR IINEZE =), BH#RES, KE20-30504,

(2) 42°CIHKBHH30FD, _LEIJE:FJJ(J:%U\%FFO

(3) 1250 WEEHE = EMSOCKLBIEFHE, 200 rpm. 37°CHEFH 1/)\At,

(4) BR200 pl ERGRIR, BHR TR (HBEIRETE, 1,500xgE00] 5750, Figdha biE, REB100-150 pl, FEZFH
&, REBEAFR, BRTR).

REE: 3 R AS: T

1. PCRTTAEEMRMFIE

() Pk BEEZEI0 WEEKT, RIGEE,

(2) Bl W& F25 Wl PCRIAFR, FIMI13 Forward PrimerFIM13 Reverse Primer<E i€ B 14 52 B o

(3) PCR

94°C 10 min

94°C 30 sec

55°C 30 sec j 30 cycles

72°C X min*

72°C 5-10 min *RYE R BBV R E ST AT E)

2. PREIMEES U1 HTBE M RE

kit sepE AT LB/Amp S LB/Kan AR A FREF, 200 rpm. 37°CHEFONN LS, BRFE/NERITR, BHFE
EE'\]FE%’J’[?WU]E@, UL ERMERE,

3. JUF: FAMI3 Forward Primer, M13 Reverse Primer3|4¥00F, #7504,

BB (700 bp) PCR &R 5544

Component Volume | Final Concentration PCR

Control Template 1 ul 0.1 ng/ul 94°C 2-5 min

Control Primers (10 uM) 1l 0.2 uM 94°C 30 sec

2xEasyTaq® PCR SuperMix 25 ul 1x 55°C 30 sec j 30 cycles
Nuclease-free Water Variable - 72°C 1 min

Total volume 50 ul _ 72°C 10 min

258 3
Ll _ALLEES. 1 ¥ LacZo. fragment: bases 217-810
M13 reverse priming site: bases 205-221
T7 promoter priming site: bases 328-347
M13 Forward priming site: bases 354-370
Kanamycin resistance ORF: bases 1159-1953
PEASY*-T&B Zero Ampicillin resistance ORF (c): bases 2203-3063
(3955bp) pUC origin: bases 3161-3834
(c) = complementary strand

PEASY'-T&B Zero FafE#kkLEHE
Spe | Pst Pme |

M13 Reverse Primer T3 Promoter [ [ 1T ]
TTC ACA|CAG GAA ACAGCTATG ACC ATGATT ACG CCA AGC TCAGAATTA ACC CTC ACT AAA GGG ACT AGT CCT GCAGGT TTA AAC

AAG TGT|GTC CTT TGT CGA TAC TGG TAC TAATGC GGT TCG AGT CT[T AAT TGG GAG TGATTT CCC TGATCAGGACGT CCA AATTTG
Not |

T7 Promoter
GAATTG GCC CG GGC CAATTC GCG GCC GCTAAATTC AAT TCG [CCC TAT AGT GAG TCG TAT TAC AAT TC
CTT AAC CGG GAA TC CCG GTT AAG CGC CGG CGATTTAAG TTA AGC GGG ATATCA CTC AGC ATA ATIG TTA AG
M13 Forward Primer
ACTG GCC GTC GTT TTACAA
T GAC CGG CAG CAAAAT GTT Zkf’uﬁnﬁﬁtﬁﬁ“ﬁ, T\ﬁijfllﬁﬁ?l‘iﬁfﬁo
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