
1. Whole Genomic DNA Extraction

run check gel

Yes, continue
to Step 2.

No, stop: reextract DNA 
extract whole genomic
DNA band (Return to Step 1).

Does your gel resemble 
lanes with an *?

* * * * * *

2. DNA Digestion

run check gel

Does your gel resemble 
lanes with a +?

Yes, continue
to Step 3.

3. DNA Ligation

no check gel

No, stop: redigest 
DNA (Return to Step 2).

4.  Dilute ligated samples
with 160µl of ddH2O
and go to Step 5.

no check gel 5. Preselective PCR
run check gel

Does your gel resemble lanes
with an ^?

Yes, continue
to Step 6.

No, stop: ligate again 
and rerun preselective 
PCR (Return to Step 3).

6.  Dilute preselective salmples with
125µL of ddH2O and go to Step 7.

7. Selective PCR

run check gel

Does your gel resemble lanes
with a ▲?

Yes, continue
to Step 8.

No, stop: rerun 
preselective PCR
(Return to Step 5).

8. Clean Selective PCR with G-50 fine
Sephedex, load, and analyze using
the autosequencer and appropriate software.
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