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Labeling normally includes step 1-9.  Step 9-12 are only for reference.  Labeling is done using 100 µl thin-wall PCR tubes in a PCR machine (good for temperature control).  This protocol was used for preparations of samples for hybridization with oligonucleotide microarrays.
1. Prepare Mix 1 (35 µl for each tube)



Random primer


20 µl

gDNA/DNA sample (0.5-2.0 µg)
x µl
   
dH2O




(15 – x) µl
2. Add 35 µl of Mix 1 to each tube and boil at 98oC for 5 min
3. Quickly cool down on ice and centrifuge for 10 sec

4. Prepare Mix 2 (15 µl for each tube)


dNTP (5mM dA/G/CTP, 2.5 mM dTTP)
1.0 µl

Klenow



2.0 µl

Cy3 dye



0.5 µl

dH2O



11.5 µl
5. Add 15 µl of Mix 2 to each tube which have had Mix 1 and the mixture (total = 50 µl) is incubated at 37oC for about 3 hrs
6. Boil at 98oC for 3 min and quickly cool on ice
7. Add 2.5 µl of 1 N NaOH and incubate at 37oC for 10 min
8. Add 2.5 µl of 1 N HCl to neutralize the above solution
9. Add 5.0 µl of Tris-HCl (pH = 7.0 or 7.5)

10. Purify samples with QIAquick PCR Purification Kit as specified by the manufacturer (taking about 15 min)

11. Concentrate/Dry labeled samples with SpeedVac (taking about 45 -50 min)

12. Usually, 35-40 µl solution is used for 24x40 mm cover slips and hybridization is done at 45oC or 50oCovernight

