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pLPS-B Blunt Topo Vector : Short Protocol
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Product Quantity Cat. No. Remarks
pLPS-B Blunt Topo Vector 25 Reactions EBK-1001 1 pl/reaction
250 Reactions EBK-1002 1 pl/reaction
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pLPS-B vector= 50% glycerol Ol i*}El bufferdfl MBS 2 -20°C HIMSE XL &I 220l
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pLPS-B vector2 cloning® = U= insert DNA2| =ICH 2/0l= 10 kbp JtXI0IH BFEAIZH, insert
DNAQS| ¢S XTHGIHU = B0 =2 S22 competent cellS 018012 ¢ 2 37|12 DNA =2}
S cloning® = JASLICH 1Lt insert DNAQ| sizedt HE =5 1] 582 YOO 2 AIELYA
o] Y2 10 kbp Nt X2 insert DNAE cloningdt=s 2822 M35t0 USLICH

pLPS-B vector= 90% Ol &2 S22 JtXIH IPTG/X-galg €52 AIEE 2RIt 8l&LICH
HE0 Z& & control insert DNAE < 1 kbp2l dsRed genelt IPTGO 2ldll induction &&=

promoterE 25 E&GHD AN LEFL0l 2H 0l IPTGH 2l dsRed geneOl 2 & 04 control
DNAE vector0ll €0 IPTGIF ZItel XIS 0/ 256tH insert DNAS E&0ot=s & X0l clone2 &
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HE 4 : EBK-1001
25 ul pLPS-B Blunt Vector in Red Colored Buffer
50 ul 5x Topo Reaction Buffer
5 ul Control Insert DNA (blunt, 20 ng/ul)
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Full protocol 2t vector 2= I AHH0| 2 & S H 0] X (www.elpisbio.com)Oll A Ct2E 24 =~ QUSLICH
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1.1 pl pLPS-B Blunt 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.
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* Primer Sequences
M13R(-48) : agc gga taa caa ttt cac aca gga
M13F(-47) : cgc cag ggt ttt ccc agt cac ga

139 Smal(178)

Puu Il (2837

Sma | (396)

pLPS-B
(2875 bp)

Lac promoter/operator : 1-122

MCS, multiple cloning sites : 139-248

LacZa start : 123

ccdB ORF : 315-614

AmpR gene : 981-1821

pMB1 replication origin : 2001-2615 N‘\"R‘

M13 reverse primer (-48) : 92-115

M13 forward primer (-47) : 269-291

1821

Sca 1(1288)

LacZo Start Hind 1l Sphl Pstl Sall Xba |

M13 R (-48) primer
A GCG GAT AAC AAT TTC ACA CAG G ACA GC ATG ACC ATG ATT ACG CCA AGC TTG CAT dCC TGC A‘GG‘ TCG ACT‘ CTA GAG
TCGC CTATTC TTA AAG TGT GTC C T TGT CGA| TAC TGG TAC TAA TGC GGT TCG AAC GTA CGG ACG TCC AGC TGA GAT CTC

BamH| Smal Kpn | Sac| EcoRI EcoR | Apal Xhol Nhe | Nco | Not |

‘GAT CCC‘CGG GTA C‘CG AGC 'IlCG AAT TCC CTT m AAG GGA ATT CGG GCC‘C‘TC GAG G‘CT AGC dCA TGG GéG GCC
Product

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

Hpal M13 F (-47) primer ccdB

GCG G'I_I"AAC CTG GCC GTC GTT TTA CAA CGT CGT GAC TGG GAA AAC CCT GGC GTT ACC CAA CTT AAT CGC CTT GCA GCA
CGC CAA TTG GAC CGG CAG CAA AAT GTT GCA GCA CTG ACC CTT TTG GGA CCG CAA TGG GTT GAA TTA GCG GAA CGT CGT




