pAUR135 DNA

Code No. 3604 Size:

Conc.:

20 g
0.5 ug/ul

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

Description:

pAUR135 is a shuttle vector including DNA sequence to remove the
vector region containing selectable marker AURT-C from transformants
of Saccharomyces cerevisiae by this vector. Selection of marker-removed
clones is easy and efficient, and so pAUR135 vector is available
repeatedly for transformation. The vector contains AURT-C gene that
confers Aureobasidin A(AbA)-resistance on yeast cells and GIN11M86
DNA under the control of GAL10 promoter. Overexpression of GIN11M86
causes growth inhibition of host cells.

Most of AbA-resistant transformants by pAUR135 vector, when shifted
onto galactose medium which induce overexpression of GIN11M86
controlled by GAL10 promoter, show lethal-phenotype. But, only
pAUR135 vector-removed clones as a result of low-efficient homologous
recombination can grow on galactose medium preferentially.

These galactose-growing clones consist of expected-phenotype ones
and reverted ones, which are AbA-sensitive. So, pAUR135 is available for
retransformation of these clones.

pAUR135 is effective for introduction of mutation into yeast genome and
disruption of gene function. In case of transformation of industrial yeast
strains, usage of pAUR135 decreases troubles with unnecessary DNA
sequence.

Form: 10mM  Tris-HCl, pH 8.0
1mM EDTA
Storage: -20°C

Preparation: cccDNA was purified by CsCI-EtBr ultracentrifugation.

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

Vector of pAUR135: GAL10p-GINT1M

AURI-C: ADbA resistant gene in S. cerevisiae
GAL10p-GINT1TM86:

DNA sequence related to
galactose-inducible growth
inhibition in S. cerevisiae
Selective marker in £. coli
Replication origin in £. coli

pAUR135
6,074 bp Amp!

Amp":

ColE1 ori:

AUR1-C

Cloning site of pAUR135:

2245 2257 5658 5679
5-GCATGCCTGCAGG-3'  5'-CCCGGGTACCGAGCTCGAATTC-3'
T
Sphl - sse8387 | Smal Kpnl  Sacl  FcoR|

Protocol (disruption of gene function):

(1) Insertion of DNA fragment for disruption into pAUR135 vector

1. Prepare DNA fragment, whose region has a unique restriction enzyme
site which pAUR135 does not, containing a longer part of the
objective gene by PCR etc.

2. Design to disrupt the targetted gene after removing pAUR135 vector
with introduction of stop codons or deletion into the DNA fragment.

3. Insert the DNA fragment to cloning site of pAUR135 and purify the
plasmid vector.

4. Linearize the plasmid vector by cutting unique site on insertion fragment.

(2) Transformation of S. cerevisiae

1. Transform yeast cells by acetate-lithium method.

2. Culture in 2 - 5 ml of YPD medium for more than 6 hours and then
spread onto YPD selective medium plate containing AbA.

3. Confirm the disruption of targetted gene function of AbA-resistant
transformants by examination of phenotype or Southern hybridization.

(3) Selection of marker (pAUR135 vector)-removed clones

1. Streek 10 - 50 clones of disruptants on YPGal plate and then isolate
single colonies which can grow on galactose medium.
(YPGal; 2% galactose, 2% polypeptone, 1% yeast extract)

2. Examine 10 - 100 colonies growing on YPGal plate in the AbA
sensitivity and the disruption of targetted gene function.
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Attention:

. This marker removing system using pAUR135 is dependent on
overexpression of GIN11M86 controlled by galactose-inducible
GAL10 promoter. Consequently, the galactose assimilation of host
strains is required for efficient marker removal.

Before using the strain for transformation by pAUR135, examine it in
galactose assimilation.

. Within marker-removed clones, ratio of expected-phenotype ones is
extremely infulenced by the position of introduction of mutation or
deletion.
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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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