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pLPS-T TA Topo Vector : Short Protocol

Product Quantity Cat. No. Remarks
pLPS-T TA Topo Vector 25 Reactions EBK-1005 1 pl/reaction
250 Reactions EBK-1006 1 pl/reaction
HNE &Y :

pLPS-T TA topo vector= topoisomerase type | 245 0I&0dH A tail2 JtXl12 A= PCR &
direct cloning0l AtE3t= vector& LICH Vector®l &JtEl{ U= Vaccinia topoisomerase | &
PCR A2 OlAtgt O 201 218101 112l ligasel & &80| vector?t insert DNAS & & A&
= A2M 1 g2 37°COIA 52 OILHM OIR 0 XIZ2Z T4 DNA ligaseE AtEdt= JIES TA
vector system0il HIoH 2201 =2 F&0| USLICH

pLPS-T vector= A-tail2 2t= PCR &H22] cloningOll AFE& LICH (rTaq, HiPi Taqg. HiPi plus Taqzt
Z 0l proof-reading 7150l AHU L= AT 2E0| 248 TaqS 01 EZ& A=2). [etM A-
tailing0l 23l 20| 918 PCR X2 & &FoIMHOF 5t Pfuet 20| proof-reading IS0l A=
polymeraseS 0| &6l Z=8t PCR 422 cloningdt D X+ SHCHH BEE Al A-tailing 2t & 0] & 8 & 01 OF
SHLICH (rTag2 0l EotHLE &£ = terminal deoxytransferaseS 0| £).

pLPS-T vector= 50% glycerolOl & Jt&l buffertil MISEI22 -20°C MM E LXD FI| 220]
JtsELICH €8 Y30l AIS6ts $0l H2 2H =2 s 822 Fot)| 0/otES AEE £

A otdl 2ol S2M d=55 &6t JASLICH

pLPS-T vector2 cloningg #= U= insert DNA2l ZICH 2 0l= 5 kbp DHXIOI0 BHSAIZE, insert
DNAQ| 2= XEGIHL £ = B0 =2 82| competent cell2 0|23t O 2 2712 DNA £
& cloningE == ASLICH 1Lt insert DNAS| sizedt HE =5 1 S 82 EUHAH =2 ASEYA
o Y2 5kbp NSl insert DNAE cloningdt= 2822 ME6tD ASLICH

pLPS-T vector= 90% 01 &S] S 82 JHAIM IPTG/X-galS 8T 2 AFZE ZE It ASLICH pLPS-
T vectorS 0| &35t= &< insert DNAQ| cloning 2&t& 2 222 Z2F0| ELICH pLPS-T cloning
2+ 2 pLPS-B blunt cloning 20l HIoH =201 YO Xl =0, 0l= Taq polymerase0l 2|8 PCR &t
£° Atailing E21 NEXOZ 20| A= A= M MBS 2281l= 226 A LICH

M-S0l Z&E control insert DNA= 2 1 kbp2l dsRed genelt IPTGOI 2/ induction &&=
promoterE 25 E&GtD AN L0 2H S0l IPTGO 2/5H dsRed gene0Ol && &0 control
DNAE vectorOll €10 IPTGO EItE HHXIE 0l 256t insert DNAS X &dt= H& A0l clone2 &
SMZS WA ELICH E£8F UV illuminator RI0IM 52 &#& S 20I= colonyS 2HEE == JASLILCH

HZ7 4 : EBK-1005
25 ul pLPS-T TA Vector in Red Colored Buffer
50 pl 5x Topo Reaction Buffer
5 ul Control Insert DNA (A tailed, 20 ng/ul)
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Full protocol 2t vector & 2= 2| AHHOI 2 & S HI 0] X (www.elpisbio.com)Ul A CH2Z 2 A & U&LICH
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A YUY

1.1 pl pLPS-T TA Vector (Red colored)
1l 5x Topo Reaction Buffer
1-3 pl PCR products (20-100 ng) or 3 pl Control Insert DNA
Adjust final volume to 5 pl with DW

Mix gently by mild pipetting
2. Incubate at 37°C for 5 min.
3. Transform 1- 5 ul to E.coli competent cells according to the standard procedure.
(If transform with Control Insert DNA, LB plate has to be pretreated with IPTG before plating to express red color protein)
4. After 16 hr transformation, pick several colonies and grow in ampicillin containing LB broth.
5. Clone confirmation by colony PCR with gene specific primer pair or M13R(-48)/M13F(-47) primer pair.
Or after mini-prep of plasmid DNA, positive clones can be confirmed by EcoR | digestion.
T o ME:

*EMEI 2 PCR MS0ILE CHEH 3012l DNAZ @& E PCR &22 ALE22 (58 =+ gl= 210 =i
2 JtsotH & band2l insert DNAS EHiah BH2

=2 (=3
* Proof-reading J150| &= Taqll AFEE2 A2t 8 mutation2] LME RE& £ AUOH 2 vector2| AFZ s P2ELICH

* pLPS-T vector® cloningE2 €& insert DNAS| A tailing 221t HI2Iot0{ 2t A8 LICH PCRUE O A final extensionE 5&
0l 4 Z25| F010f 50, 2 =2 Atailing 20| 228 = AUSLICH

*37°COUIM Sl BESAIZES seld Al Hldio 2801 Z0HE & UASLICH
*107/ug 0142 85 H= competent cellS ALEG6HAIZ AEEEILICH
E=]

* Control Insert DNA2| 2 & 2 colony)t HEEE HE £, L2 25 (20°C 0I5H I A 1-22 2 224
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* Primer Sequences
M13R(-48) : agc gga taa caa ttt cac aca gga P Il (2837
M13F(-47) : cgc cag ggt ttt ccc agt cac ga

Sma 1 (396)

pLPS-T

(2875 bp)

Lac promoter/operator : 1-122 981
MCS, multiple cloning sites : 139-248
LacZa start : 123
ccdB ORF : 315-614
AmpR gene : 981-1821
pMB1 replication origin : 2001-2615 N‘\PR‘
M13 reverse primer (-48) : 92-115 St 1299
M13 forward primer (-47) : 269-291

M13 R (48) primer LacZa Start Hind 1l Sph Pstl Sall Xba |

A GCG GAT AAC AAT TTC ACA CAG G# ACA GCT ACC ATG ATT ACG CCA‘AGC TTG CAT G‘CC TGC A‘GG‘TCG ACT ‘CTA GAG

TCGC CTATTC TTA AAG TGT GTC CT|[T TGT CGA|TAC|TGG TAC TAA TGC GGT TCG AAC GTA CGG ACG TCC AGC TGA GAT CTC

BamH| Small Kpn‘l Sac| ‘ECOR| EcoR1 Apal Xhol Nhe | Nco | Not |
GAT CCC‘CGG GTA CCG AGC 'IlCG AAT TCC CTT A AG GEA ATT CGG GCC ‘CLI'C GAG GCT AGC CEA TGG GCG GCC
AL_Product

CTA GGG GCC CAT GGC TCG AGC TTA AGG GA TTC CCT TAA GCC CGG GAG CTC CGA TCG GGT ACC CGC CGG

H;‘)a I M13 F (-47) primer ccdB
GCG GTT AAC CTG GCC GTC GTT TTA CAA CG[T CGT GAC TGG GAA AAC CCT GGC GTT ACC CAA CTT AAT CGC CTT GCA GCA
CGC CAA TTG GAC CGG CAG CAA AATGTT G GCA CTG ACC CTT TTG GGA CCG CAA TGG GTT GAA TTA GCG GAA CGT CGT




