LOH analysis in Apc Min/+ mice

PCR for the Apc locus (50 ul reaction mix):

· 20.1 ul water

· 5 ul 10x PCR buffer

· 2.5 ul 10 mM dNTPs

· 10 ul F primer (1 uM final conc.)

· 10 ul R primer (1 uM final conc.)

· 0.4 ul Taq Polymerase (Roche)

· 2 ul (ca. 200 ng) DNA

PCR programme:

4 min 94C

1 min 94C

1 min 60C

1 min 72C for 30 cycles

5 min 72C

Run 10 ul of the PCR reaction on a 1% agarose gel to make sure 155 bp band is present. Store the rest of the PCR product at -20C until used.

HindIII digestion (40 ul):

· 17 ul water

· 4 ul NEBuffer 2

· 4 ul HindIII

· 15 ul PCR product

Incubate ON at 37C. Add another 2 ul of HindIII and incubate for another 3-4 hours.

Heat-inactivate the restriction enzyme by incubating for 20 min at 65C.

· Dilute SYBR green I solution Molecular Probes) 1:100 in DMSO

· Add 4.5 ul diluted SYBR green to each digest and to 10 ul undigested PCR product (made up to the same volume with 30 ul water) 

· Run the digest and the undigested PCR product on a 4% agarose gel without ethidium bromide

· Analyse band intensities with the PhosphoImager

