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Cy DYE LABELLING cDNA USING KLENOW

______________________________________________________________

Labeling of single stranded cDNA with Cy3 or Cy5:

Genomic DNA, use 1ug

For a single BAC use 50 ng DNA.

For mixture of BACs, use 50-500 ng DNA.

 
                       Mid-sized Array (40 x 22 mm)

Mix: 

DNA + H2O

27 ul

10x Klenow buffer 

4 ul

Random primers (hexanucleotides (3 ug/ul)

2 ul

(Roche #1034731; 50 A260 units which is 2 mg powder

   Dissolve in 667ul to have 3ug/ul)

Place tubes in boiling water for 2 min, spin down and let cool at bench for 5 min.

Add:

Cy3 dUTP(25 nmol) or Cy5 dUTP (25 nmol)

1 ul

10X dNTP mix (2.5 mM each, except 1.0mM dTTP)

4 ul

Klenow polymerase (5 U/l) (USB# 70057Y)

2 ul



Total volume

40 ul



1.
Incubate 37c , 2 hrs

2.
Purify with Qiagen PCR clean up kit

3. Ready to hyb as in other direct labeling method
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