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incubated overnight. One hundred colonies were transferred
by stabbing to MM agar and MM agar + thy (50 pg/ml). After
incubation for 24 hours, the plates were examined and 10
colonies appeared to be thy mutants, Four strains which
did not grow well were discarded. Colonies of the remaining
6 strains were suspended in saline and streaked onte MM agar
+ thy plates. To test the corcentration of thymine

required to maintain growth of the thy strains, each strain
was grown overnight, with aeration, in MM + thy (2 ug/ml)
and MM + thy (50 umg/ml). None of the strains grew in

2 pg/ml of thymine and 4 grew on 50 pug/ml thymine. A
mutant was required which grew at a thymine concentration

of less than 5 ug/mnl. The four strains which grew were
plated onto MM agar plates containing O, 2, 4 and 6 ug/ml
thymine. It was noticed that 3 of the 4 strains
occasionally grew on MM (i.e. either they were reverting

to wild types or they were leaky mutants). These 3 strains
were rejected. After repeated subculturing of the remaining
strain on low concentrations of thymine, a stable thy
mutant clone was isolated which was able to grow on 2 ug/ml
thymine. This strain was named 25 Rt, To transfer the

Pseudomonas R factor to 25 Rt, mating was carried out with

the E. coli strain harbouring the R factor as previously
described (p. 22). Mating had to be carried out in
nutrient broth as the donor strain did not grow on MM,
The mating mixture was centrifuged and the cells washed
twice with saline. The cells were resuspended in saline

and recombinants were isoclated on MM + thy + amp + nal.
























































































































