Quick Guide

Beyond the PCR technology,
BIOFACT promises the progress for your research.

AURT Yo s -39 PCR Cloning Kit

[Cat. No.VT201-020, VT202-020, VT241-020]

Cat. No. Product Size
VT201-020 All'in One™ PCR Cloning Kit 20 rxns
(Vector, Buffer, Competent cell)
VT202-020 All'in One™ PCR Cloning Kit 20 rxns
(Vector, Buffer)
VT241-020 BioFACT™ Competent cell (DH5a) 20 rxns

Description
Allin One™ PCR Cloning Kit= Taq £ Bt pfu DNA PolymeraseOf| 2|5l % £l PCR AHE 2|
2 Cloning0il Z st X 2 & Topoisomerase 12| 244 01| 2|510] +-20{| A 5= 240]|
cloningO| 7S &t LICE EESHviable selection systemS = 21 5H0] PCRAHE 0| cloning El
A0/ 2t colonyZt RHEE 2= RL0{ vector self- ligationOfl 2/t colony2| M &S K| apto 2
e

Feature
« A-tailZlt Blunt end PCR Product®| cloning
- Topoisomerase 1€ 0| 850 4201 A 5& L 0]l ligation
«2 kb 0|2t insertE 2|3t cloning kit
« 5-phosphorylationO| Z 8 8{+= cloning system

«Viable selection system o R
(ccdB geneO| 210] sel-ligated clone colonyE & stX| £tLICt)

Contents VT201-020 VT202-020 VT241-020
All in One™ Vector o (0]

6X All in One™ Buffer
M13F(-20) Primer

M13R(-20) Primer

O O O O

Control insert (823bp)
S.0.C Hi K|

DH5a Competent cell

O O O 0 O O o

pUC19 control DNA

Contents =4 U = 2

o

10ng/p@ plasmid DNA in: 50% glycerol
50 mM Tris-HCl, pH 7.4 (at 25°C)

1 mMEDTA

1mMDTT

0.1% Triton X-100

100 pg/me BSA

All in One™ Vector 20 @

1.2 M Nacl

6X All in One™ Buffer 0.06 M MgCl

100 p@

M13F(-20) Primer 10 pmole/pe 20 1R

M13R(-20) Primer 10 pmole/pe 20 pe

Control insert(823bp) 20 ng/ € in TE Buffer (pH 8.0) 10 p@
2.0% Tryptone
0.5% Yeast extract
10 mM NadCl

2.5 mMKCl

10 mM MgCl
10mM MgSO
20mM Glucose

S.0.C HfX| 10 me

DH5a Competent cell Chemically competent cell 100 € x21ea

pUC19 control DNA 10 pg/pR in TE Buffer (pH 8.0) 50 p@

All in One™ Vector Map

Comments for All in One™ 3805 nucleotides
+ Lac Promoter / Operator region : 95 - 216

+ M13(-20) Reverse priming site : 205 - 221
«LacZa ORF:217-534

« Multiple Cloning Site : 234 - 357

« M13(-20) Forward priming site : 391- 406
« ccdB lethal gene ORF : 554 - 846
«Kan® gene: 1057 - 1989

« Ampr gene : 2007 - 2867

«pUC origin : 3012 - 3685

All in One™
Vector
3805 bp

A,

All in One™

BamH |

lacZa ATG .
M13 Reverse(-20) | Hindll Kpnl Sacl Spel

CAG GAA ACA GCT ATG ACC ATG|ATT ACG CCA AGC TTG GTA CCG AGC TCG GAT CCA CTA
GTC CTT TGT CGATAC TGG TAC|TAA TGC GGT TCG AAC CAT GGC TCG AGC CTA GGT GAT

BstXI EcoR|1 EcoR1
|
GTA AGC GCC AGT GTG CTG GAA TTC GCC CAG GGC GAATTCTGC AGA
CAT TCG CGG TCA CAC GAC CTT AAG CGG GA TTCCCG CTTAAGACGTCT
EcoRV BstXI Not| Xhol Nsil Xbal Apal

|
TAT CCATCA CACTGG CGG CCG CTC GAG CAT GCA TCT AGA GGG CCC AAT TCG CCC TAT
ATA GGT AGT GTG ACC GCC GGC GAG CTC GCA CAT AGATCT CCC GGG TTA AGC GGG ATA
M13 Forward(-20)

AGT GAATCG TAT TAC AAT TCA CTG GCC GTC GTT TTA CAA CGT CGT GACTGG GAA AAC
TCA CTTAGC ATA ATG TTA AGT GAC CGG CAG CAA AAT GTT GCAGCACTGACCCTT TTG

Allin One™ vector full sequence 282 (F)HIO|LHE | EH S (72 1670-5695) 2 &2 T L.

Universal Primer & 7| M &

Primer Sequence

5- GGA AACAGCTATGACCATG-3
5- GTAAAACGACGG CCAGT-3

M13 Reverse (-20)
M13 Forward (-20)

Colony PCR Mixture & Cycle

Colony PCRE Insert DNA2| & 2 R 2 & =0l 6t 22, PCRE
A SHA|= Tag DNA Polymerase2| protocolOff [It2} A& S ZIZSHA| D,

o2l =2 FHagtL(Ct.

0=

PCR Mixture Cycle
Taq Reaction Buffer - p@
dNTP Mix - p@ 95°C -min
M13(-20)F (10 pmole/p@) 1@ 95°C 20 sec
M13(-20)R (10 pmole/p2) 100 56°C 40 sec X30
Template DNA colony 72°C 1 min/kb
Taq DNA Polymerase - p@ 72°C 5 min
Add D.W to 25 e
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Protocol

1. Ligation Using All in One™ Vector and the 6X All in One Buffer
a. Ot2fl et 20| mixtureE BH&LICE

mixture =4 Volume
PCR Product * 0.5~4 1@
6X All in One™ Buffer 1 e
All in One™ Vector 1 e
DW (3%t SF =) -
Total Volume 6 ue

*PCRProduct= £ 20ng 0| 40| |l DNAS AFESEAMOF LTt
(S QAL pe 7| S S50 2t 2 2010] 7hs3HoF LT

b. Allin One Bt & 4-2(25°C)0f| A 527t BFS R LICH

(xS PN
Allin One™ vectorE 0] & ¢t ligation2 220 A 52 €t BH8510] = & 25t colony £ &S = UK T
TA[ZIHR] BHESAIZHE S| O R W T E 2g 4= S LICh

2. Transformation Using All in One™ Vector and the 6X All in One Buffer
2-1. Chemical competent cell& 0| & % transformation
a. Allin One 2H2 % 3~610-S competent cell 100 27+ £ 2! tubelf] =

-39 Pipette . 2 H L ZEBIA| OHAA| 2.

2 A Go{FLCh

D20l 3027 EHSAIZ LT
(Ligation S : 52 ~ 308, & B2 colony &2 ISl 1AI1ZH7HX| 7ts)
. 42°COJ| A 30227} heat-shockZ, HF 2 LS 0f 227 &7} OF

=
(2225017 2l H2 2 =00 B FSHAU7| T 0], 30 B S BfLICh)

3

0x
ot
>
Al
T
£ n

d. M2 0 €&l 5s.0.CHiX| == LB brothS 900 p@ & 7HStL| .
e.TubeQ| A4S A SHH E 1, 37°CO M 1A|ZH 52t 200 pm 2 2 S50 FEA B ¥ EL|C

£. 200~ 500 p22| U S F3l vector F = 0f| (2} Bl X 7t ZLEHE| plateCl spreading®t 2, BHAH Hi

ghck
- Transformation & :
ampicillin (50 pg/me), kanamycin (50 ug/me) Z &=l plate AHE)
g. Colony 412 2, Plasmid DNA Prep == colony PCRE Sofl =418 L| T,
(HiGene™ Plasmid Mini Prep Kit, Cat. No. PM101-100/200, PM105-100/200 At-&-# &)

« K| & &|+= BioFACT™ Chemically Competent cell(Cat. No.VT241-020)2 chemical transformation T1-&
competent cell &} L|C}.

2-2. Electro-competent cellS 0| 8%t transformation
(Electroporation 2] 0f] M2t competent cellS AFESHA| = 271 =M EtLICL)

a. 1/42 3| &l Al in One B84 0f| 60 O| SIS 50 e electro-competent cell O] Ef 71 tubeOfl
ZAAEA HolE UL

.Z=9|: pipette 2 M| ZTHSLX| OFA AR,

b. cellZt DNAE 0|2| €S0 ZO}E Electroporation cuvetted| 2| 2| &7 & L|Ct.

c. Electroporator manualOf| [Tt2} electroporation A| Z} L|Cf,
« 9| : Electroporation THY 0f| A arcing(Z&) $1410] LIE}E A2, S| A &l B8] A2 F 0| A
AHESHA| 7| HEEHLICE
d. A2o= 0| HEl5.0.CHIX| EE= LB brothS 250 p0 S cuvettef| &7+t L|CL.

e. 2US 1.5m tubel| 7|0 A0 2 0 = sOCHIX| EE= LB brothE 750 10 S & 713 55,
37°COI A 1A|ZH S0 200 rpm 2 SE 0| FHA B FtL|Ct

©

f. 200 ~ 500 02| &S | vector F 2 0fl et el K| 7k ZBHE plateO]| spreading®t =, 2FAf H
ghck
« Transformation 24 & :
ampicillin (50 pg/me), kanamycin (50 pg/me) Z &=l plate AHE)
g. Colony 412 2, Plasmid DNA Prep == colony PCRE Sofl =418 L| T,
(HiGene™ Plasmid Mini Prep Kit, Cat. No. PM101-100/200, PM105-100/200 At-8-# &)

Control Reaction :
Allin One™ Control Reaction

a. Of2| @t 20| mixtureE 2HsL|CH

mixture =4 Vectoronly  Vector + PCRinsert
Control insert (823 bp) X 1 ue
6X All in One™ Buffer 1 e 1 e
All'in One™ Vector 1 ue 1 e
D.W (3%t &) 4 pe 3 e
Total Volume 6 e 6 Ul

b. Allin One 2t & 42(25°C)0Il M 5& 7t ghS gL}

c. Transformation Method = £t5 L{ &1 &

d. A2 A2 Ampicillin + Kanamycin Bi X| 0| Af LE2= colony =5 41l L| .,
vector + PCRinsert 2H-8-= 0l A] 2f 2007 O] 44 2] colony 7} L2 11 95% 0| &4 2| colonyZt
823 bp2| insertE &St QL0 OFREL|Ct,

Transformation Control Reaction
a. pUC19 plasmid £ transformation 2 &2 A ASH=O| A RELICE
b. 10 pg/pe 2| plasmid 1 2= 100 e 2| competent cellf| transformation A| Zi L| .

. 100 pg/me 2| ampicillinO] Z&HEl plate0il 10°cfu/ugdll S &8s ¥S spreadingeL|Ct.

Special Comment :
SHAt XS 8HE Competent cell AFE 2 &= F=HTHL|CE
« PCR product%| smearing, multiple banding, primer dimer & 0| L}EtLt L} pCRAHE 2| 3 7|7t
1KbELH 2 42, &dt= PCRAZ T FH[SHO] TIg gLt
+ 100 bpO|5+2| ZF-2 non-specific PCR product 7t A= B2, &SH= PCR Product®| cloning=Z £ 0|
AAT 5 ASLCH LHHE O 2 T2 size 9| fragment2| cloningZ &0| 7| - 20] 0| 22
=0 Eg L
« &2 M| &2 Viable selection system2 &£ 21504 PCREHZ 0| cloningEl 40| 2 colony 7} RHE ==
210 color selection & 22 7} & L|CH ZA|2FE color selection2 X £ 52 M, blue colony”}
Lt etz CHE 29| colony”t PCR AHE 0] ligationE! AHEf ! L|CF.
7o xto

(ccdB gene®| B2, A2 size| DNAZ 0| Y Y E B0 = Lo | X| RO cellO] RE 4= A LICE,

- All in One Vector Ligation #IS2 &
UL © 2 Topoisomerase IS 0] & 5.} ligation2 M &0 salt7} U= T SHOA] 42 EHS
o 2= Z 2%t ligationO| X E L|CE D 2{Lt PCRAIZ 2| size7t 7L} gene S0l }2t
ligationO| & Z|X| %42 &2, Topoisomerase | 2 HH2 =0l 37°COA 18510 O &2

S 28+ Ao HUSFA L.

Ay
+ PCRAHEQ| 0| HALY, B2 o FH HetH|7} 2ast 3L
Ligation A, PCRAZ S &SI ALE PCRAUE S 4 po7t K| 52 H7tetL|Ch
EESHAllin Oneligation BHSA[ZHS Z[CH 1A|ZH| BHSSHH I &2 doning &2 2 = UASLICHL
+PCRUEL| HHY
£ HE 2 2KbO|5+2| PCRfragmentS doning®f L| Tt Vectord 2 ng/ul2 M-S SHH, vector@tinsert DNA2|
HEHIE2 142 A EYS ZHSIA|H ELICEL £50[8H 2KbO| & 2] fragment S cloning 5+
B0 insert DNAS| 5 =8 &0 A ALESHA|H 2 20| F & & LICh(~ 200 ng/rxn)
« Allin One™ PCR Cloning Kit2| stability
Allin One™ PCR Cloning Kit= 20%| B SO 2 ZF g

18 AR YO R £FOH0l BB A MBS LS F

[VT202-020] Expiration Date : -20°C 22 A| 14
[VT241-020] Expiration Date : -70°C 22 A| 670 ¥
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Please contact us,
if you have any question and need help.

T)1670-5695 /ﬂ\ www.bio-ft.com pP¥4q info@bio-ft.com

01.15 (HBM 748 2)



