pHY300PLK DNA

Code No.3060 Size: 10 ug

Conc.:300-800 ug/ml

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

Supplied Reagent:
Host strain Bacillus subtilis ISW 1214 (glycerol stock)
100 ul

Host strain is shipped separately.

Host strain Bacillus subtilis ISW 1214
Form: glycerol stock (50% glycrol)
Storage:-80°C
Genotype:hsrM1,leuA8, metB5, tet s

Description:

pHY300PLK s a shuttle vector functioning in £. coli and B. subtillis, which
is constructed with a plasmid pACYC177 of £. coli and DNA derived from a
plasmid pAM a 1 of Streptococcus faecalis.

This DNA can transform both £. coli and B. subtillis. pHY300PLK has
ampicillin resistant gene and tetracycline resistant gene as selective
markers. This vector expresses both genesin £. coli, but only tetracycline
resistant gene in B. subtillis.

Form:
10mM  Tris-HCl, pH 7.4
0.1mM EDTA
Storage: -20°C

Preparation:

Purification of cccDNA by CsCI-EtBr ultracentrifugation
Base pairs: 4,870 bp
Quality Control Data:

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

Transformation Efficiency :

E.colizZ?2x10%/ ugDNA

B. subtilis Z 2x 10/ g DNA*

* The transformation efficiency by electroporation.
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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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pHY300PLK DNA

Code No.3060

<Transformation procedure into Bacillus subtilis ISW1214>

In case of the transformation into B. subtilis by Method A using competent
cells, the plasmid DNA should be amplified with £. coli recA* cells, as

the transformation efficiency is much dependent on the ratio of dimer
plasmid.

On the other hand, in case of the transformation into B. subtilis by
eletroporation (Method B), monomer plasmid amplified with

E. coli recA- cells is effective for transformation.

[ Method A ] Transformation using competent cells
(1) Preparation of Competent cell

SP I medium SP Il medium

(NH4)SO4 0.2% (NH4)SO4 0.2%
K2HPO4 1.4% KoHPO4 1.4%
KH2PO4 0.6% KH2PO4 0.6%
Na-Citrate-2H,0 0.1% Na-Citrate-2H,0 0.1%
MgS04.7H,0 0.02% MgS04.7H20 0.02%
*Glucose 0.5% *Glucose 0.5%
*Casamino acid 0.02% *Yeast extract 0.02%
*Yeast extract 0.1% *MgClz 5mM
*L-Leucine 50 pg/ml *L-Leucine 5 ug/ml
*L-Methionine 50 pug/ml *L-Methionine 5 ug/ml

*They must be autoclave individually.

1. First Culture

a) Inoculate B. subtilis ISW 1214 in 5 ml of L-broth and culture at 37°C
with shaking overnight.

b) The following morning, inoculate the overnight culture of ISW1214
into fresh SP1 medium (inoculation volume is about 1%) and culture
at 37°C with shaking.

¢) When cells have grown to the end of log phase, add glycerol to the
culture to the final concentration of 12.5%.

d) Dispense a 400 ul of aliquot of the culture into microcentrifuge tubes
and freeze quickly in a ethanol-dry ice bath.

e) Keep the frozen cells at -70°C until use.

2. Second culture

a) Liquefy the frozen culture at 37°C.

b) Dilute it to 7.5X volume with SPIl medium.

¢) Culture it for 90 minutes at 37°C with shaking. Use this culture of
ISW1214 as competent cells.

(2) Transformation

a) Mix 50 ul of competent cells solution and 50 w1 of plasmids solution
(10-100 ng DNA).

Shake at 37°C for 30 minutes.

Add 100 ul of L-broth, and shake for 60 minutes at 37°C.

Spread the aliquot on L-plate containing 20 u g/ml tetracycline.*!
Incubate the plate at 37°C overnight.

b
C
d
e

[ Method B ] Transformation by electroporation

(1) Preparation of cells for electroporation

a) Inoculate B. subtilis ISW1214 in L-broth and culture at 37°C with shaking
overnight.

b) The following morning, inoculate 2 ml of preculture into 32 ml of fresh
medium (L-broth+0.5 M sorbitol) and culture at 37°C with shaking.

¢) When cells have grown to Aes0=0.85 - 0.95, stop the culture. (about
2.5 hours)

d) Keep the culture on ice for 10 min.

e) Centrifuge at 5,000 g for 5 min.

f) Wash the cells 4 times with chilled Solution A (0.5 M sorbitol, 0.5 M
mannitol, 10% glycerol).

g) Suspend the cells with 0.8 ml of Solution A.

h) Dispense in 60 u|each and store at -80°C. Use these cells for
electroporation.

(2) Electroporation

a) Thaw the cells (60 ) onice and add 1 ul of DNA solution (50 ng/ml).

b) Transfer the mixture of cells and DNA into a chilled cuvette (0.1 cm)
and keep it for 1- 1.5 min on ice.

) Pulse*2it,add 1 ml of Solution B ( L-broth + 0.5 M sorbitol + 0.38 M
mannitol) and culture at 37°C for 3 hours.

d) Spread the aliquot on L-plate containing 30 ¢ g/ mltetracycline*! and
incubate the plate at 37°C overnight.

Notes:

*1 The ampicillin resistant gene of pHY300PLK can be expressed in
E. coli, but cannot be expressed in B. subtilis. So the antibiotics
resistance gene markers is the tetracycline resistant gene only in
B. subtilis.

*2 The pulse condition of Gene Pulser (BIO-RAD Inc.): 2 kV, 25 uF,
200 Q (Time constant=4.5 - 5.0)
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