T-Vector pMD20

Code No.3270 Size:

Conc.:

1ug
50ng/ul

* 2 years from date of receipt under proper storage
conditions.

Description :

T-Vector pMD20 is a linearized vector with a single 3’-terminal thymidine
at both ends. The T-overhang ends at the cloning site improve the
efficiency of ligation of PCR products which contain A-overhangs at 3-ends.
T-Vector pMD20 is derived from pUC19 backbone and made some
modification in the coding sequence which can reduce the false positive
rate and improve the positive colonies screened by blue/white color

on ampicillin/IPTG/X-Gal LB plates. In addition, SP6 promoter has been
inserted in the upstream of multiple cloning site. Therefore, the inserted
DNA fragments can be transcribed by SP6 RNA Polymerase (Cat. #2520).
T-Vector pMD20 is supplied with a Control Insert (500 bp) DNA for
positive control reaction.

Components :
T-Vector pMD20 (50 ng/ 1) 20 ul
Control Insert (50 ng/ ul) 10 ul

Storage: -20°C

Experimental Example :
1. Combine the following components in a microcentrifuge tube (total
volume 5 ul).

T-Vector pMD20 1 ul
PCR product or Control Insert 1 ul (0.1-0.3 pmol)*
Sterile purified water 3ul

2. Add one volume (5 u 1) of DNA Ligation Kit <Mighty Mix> (Cat. #6023)
to the DNA solution and mix thoroughly.

3. Incubate the reactions for 30 minutes at 16°C.

Notes: (1) The ligation reaction can be finished in only 5 minutes, but

the ligation efficiency may be slightly lower.
(2) Please extend the ligation reaction time to a few more hours
if the fragments are over 2 kb.

4. Add the reaction solution (10 u1) to 100 ul of £. coli competent cells.
Gently flick the microcentrifuge tube to mix and then place it on ice
bath for 30 minutes.

5. Heat-shock the cells for 45 seconds in a water bath at 42°C.
Immediately return the tube to ice bath for 1 minute.

6. Add 890 ulof SOC Medium to the tube and incubate for 1 hour at
37°C with shaking.

7. Plate 100 ul of transformation culture onto LB/ampicillin/IPTG/X-Gal
plates, then incubate overnight at 37°C .

8. Select the white colonies, and confirm by PCR ampilification.

*  The Control Insert DNA is a 500 bp PCR fragment with a single 3"-A
overhang at both ends. 1 u | of Control Insert DNA (50 ng) is
approximately equal to 0.15 pmol.

The ligation reaction has been optimized usinga 1:2 to 10 molar
ratio of the vectors to insert DNA.

Quality Control Data:
Please see the Certificate of Analysis (CoA) for each lot. You can download
the CoA on Takara Bio website.

M13 primer RV SP6 promoter

TTGTGAGCGGATAACAATTTCACACAGGAAACAGCTATGAECATGATTACGCCAAGCT;ATTTAGGTGACACTATA;
AACACTCGCCTATTGTTAAAGTGTGTCCTTTGTCGATACTGGTACTAATGCGGTTCGATAAATCCACTGTGATAT:

Sse8387 |

Hind Il Sph Pst |

Acc | Xba | Spe | Nde |

GGGGAAAGCTTGCATGCCTGCAGGTCGACTCTAGAGGATCTACTAGTCATATGGATT3’ ATC

CCCCTTTCGAACGTACGGACGTCCAGCTGAGATCTCCTAGATGATCAGTATACCTA

Small
Ava l

BamH | Kpn | Sac |

loned insert
(clonedinsert) o, -1\

EcoR |

GGATCCCCGGGTACCGAGCTCGAATTCACTGGCCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGGCG
Ori CCTAGGGGCCCATGGCTCGAGCTTAAGTGACCGGCAGCAAAATGTTGCAGCACTGACCCTTTTGGGACCGC

lacZ
T-Vector pMD20

Multi cloning site

(2,736 bp)

This product may be covered by licenses. Visit the product page for this product on
our website to get the most updated information.

M13 primer M4

Note

This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale
or transfer, or used to manufacture commercial products without
written approval from Takara Bio Inc.

If you require licenses for other use, please contact us by phone at
+81 77 565 6973 or from our website at www.takara-bio.com.

Your use of this product is also subject to compliance with any
applicable licensing requirements described on the product web
page. It is your responsibility to review, understand and adhere to
any restrictions imposed by such statements.

All trademarks are the property of their respective owners. Certain
trademarks may not be registered in all jurisdictions.
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Takara Bio Inc. website : http://www.takara-bio.com
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Multi cloning site

CCTAGGGGCCCATGGCTCGAGCTTAAGTGACCGGCAGCAAAATGTTGCAGCACTGACCCTTTTGGGACCGC

M13 primer M4
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