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Labeling:

Labeled 10ug(or 20ug) of BAC clones with Cy5 or Cy3 O/N at 15oC with Vysis nick translation kit. Follow Vysis protocol. Stopped rxn by heating samples at 70oC for 10 min. Cool samples on ICE. Store samples at -20oC or start clean up process.

Remove unincorporated nucleotides by passing through microcon YM-30. As per Jacque’s protocol:

· Add 500ul of TE pH7.4 to the probe and on to microcon-30 column.

· Spin at 12,000xg for~7-8min until volume is minimal.

· Pour off the flow through, add 500ul of TE and spin again ~8 min.

· Invert microcon into new tube and spin for 1 min.

· Estimate the amount of probe and adjust to 60ul.

· Take 2ul and run gel to verify probe size(optional)
Probe ppt.:

· Precipitate each probe (i.e. Cy5 and Cy3) separately-

· Take 30ul of Cy5 or Cy3 labeled probe.

· Add Human cot-1 DNA(1ug/ul) = 6ul

· Salmon sperm DNA (1ug/ul) = 12ul

· Water = 24ul

· 3M sodium acetate = 7.2ul

· EtOH 100% = 180ul

· Incubate the samples at -20oC(2hrs) or on dry ice (15-30min)

· Spin samples at 4oC for 30min

· Wash pellet with 500ul of RT 70%EtOH  and spin for 10min at RT

· Dry pellet at 37oC water bath.

· Resuspend pellet in 6ul of water.

· Combine 1.5ul of each probe (Cy5 and Cy3) with 7ul of Hyb buffer.

