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The PCR cycling conditions used included an initial denaturation of 96°C for 2 min. This
was followed by 35 cycles of denaturation at 94°C for 20 s, annealing at 68°C for 20 s
and elongation at 72°C for 30 s. A final elongation at 72°C for 10 min, then a 4°C hold
for 30 s and a final hold at 15°C were included. The PCR products were analysed as

described above.

For RFLP, digestions of the PCR products were performed as follows: Fragment |
(RS20-RS201), with restriction enzymes (RE) Avel and Pyull; Fragment 2 (RS600-
RS61) with RE Haell and Fragment 3 (RS80-RS81) with RE BssHII. Digestions were
carried out in 1.5 ml Eppendorf tubes containing 2 pl specified buffer, 1 U of the enzyme,
12 ul of the PCR product and sterile distilled water to give a final volume of 20 pl and
incubated at 37°C for 3 hr. Roche (Roche Molecular Biochemicals, Mannheim,
Germany) supplied all enzymes. Five pl of each sample, mixed with loading buffer was
loaded onto a 1.5% agarose gel. The gel was run for 2 hr and 30 min at 80 V and then
stained with EtBr for 30 min. The gel was visualized under an ultraviolet light. Each

PCR-RFLP run was repeated at least twice to confirm reproducibility.

2.2.3.4 Amplified Fragment Length Polymorphism (AFLP) analysis

The QlAamp Dneasy Tissue Kit® (Qiagen Ltd., Crawley, West Sussex, UK) was used to
extract DNA from the selected strains according to the manufacturer’s protocol. The
AFLP protocol as described by Poussier ef al. (2002) was used. An amount of 200 ng per
sample of genomic DNA was digested for 2 hr at 37°C in a final volume of 50 ul,
containing 5 U Mspl, 5 U Sacl (Amersham Biosiences UK Limited, Little Chalfont,
Bucks, UK), 0.125 pl BSA (10 pg/ul ) and 2.5 pl 10x ‘One Phor All” buffer (Amersham).
Ligation was performed by adding 50 pmol double stranded Mspl-adapter (5°-
GACGATGAGTCCTGAA-3, 5’-CGTTCAGGACTCATC-3"), 5 pmol double stranded
Sacl adapter (5°-CTCGTAGACTGCGTACAAGCT-3’, 5-TGTACGCAGTCTAC-3%)
(Genset, Paris, France), 1 ul ATP (10 mM), | U T4 DNA ligase (Appligene, Illkirch,
Graffenstaden, France) and 2.5 pl 10x ‘One Phor Al buffer (Amersham Biosciences) to
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