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PCR

 
10 days mouse tail (approx. 10 mm)

Aqueous Phase

Tail lysis buffer 490 ul + Proteinase K Sokutin (Product  No. 04130) 10 ul

Incubate at 55 oC for 3 hours to overnight.

55 oC･3 hours

Phenol: Chloroform: Isoamyl alcohol (25 : 24 : 1) 500 ul

Shake and mix
Leave stand at room temperature for 5-30 min.

Centrifuge at 25oC, 12,000 x g for 5 min.
Upper layer: Transfer aqueous layer into a new tube.
(Lower layer: Phenol phase)

Equal volume of 2-propanol　

Shake and mix.
Leave stand at room temperature for 5 min.

Centrifuge at 4oC, 12,000 x g for 15 min.
Remove the supernatant.

 
Precipitation (visual observation)

DNA (TE dissolve in TE buffer solution or sterilized water)

70％ ethanol　1ml　

Centrifuge at 4oC, 12,000 x g for 5 min.
Remove the supernatant.

 

..........................................................................................................................Refer to Result 2

...... Refer to Result 1
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A Enables extraction of approx. 1 μg - 5 μg 
of DNA per 1 mg of tissue.
Ratio of A260/A280 is approx. 1.8

M
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PCR cndition: PCR 25 μl reaction system : KOD Dash (TOYOBO)

[Sample] 
Extracted male and female mouse tail DNA
[PCR cycle condition]
94°C 2 minutes
↓
94°C 30 sec
69°C 2 sec   30 cycles
72°C 15 sec
[Primer] *last concentration  0.2 uM
Forward Primer : 
CCATGTCAAGCGCCCCATGA
Reverse Primer : 
GTAAGGCTTTTCCACCTGCA
[Target] Sry gene (132 pb)
 (Only exist in male mouse Y chromosome)
1 :   Male mouse
2 :   Female mouse
M : 100 bp DNA Ladder One (Ready To Use) 
      (Product No. 07908-75)
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