| DENTI FI CATI ON OF CGENES Abstract A nethod for identifying a m croorgani sm
havi ng a reduced adaptation to a particular environnment conprising the
steps of: (1) providing a plurality of mcroorgani sns each of which is

i ndependently nutated by the insertional of a gene with a nucleic acid
conprising a unique marker sequence SO tH§§ each nmutant contains a

di fferent marker sequence, or clones of the said m croorganisnm (2)

provi di ng incinEﬂqgﬁtAqﬁNr@ﬁ GE@EE%G of each nmutant produced by step ( 1
n y

) and providing iIndividua stored nucleic acid conprising the unique
mar ker sequence fromeach individual mutant; (3) introducing a plurality
of nutants produced by step (1) into the said particular environnent and
al I owi ng thogﬁbﬁi%ﬁoorganisns which are able to do so to grow in the said
environment; (4) retrieving mcroorganisns fromthe said environnent or a
sel ected part thereof and isolating the nucleic acid fromthe retrieved

m croorgani sms; (S @ethRedi fer ideNtifiBikeh HEAHRIIESIsN Hdvengug! eéducedi d
isolated in step (4) to the unique marker sequence of each individual
mut ant st or echdaptatipnsttep a( Partiewdr (@)visament; wgmrisingli thed sépsmafant)whi ch

does not cont 2 IRy & i W RioroSFEHERRE %adR SPYRUFYs ad ek N
mutated by the insertional of a gene with a nucleic acid comprising a unique
marker sequence so that each mutant contains a different marker sequence,

10  or clones of the said microorganism; (2) providing individually a stored
sample of each mutant produced by step (1) and providing individually
stored nucleic acid comprising the unique marker sequence from each
individual mutant; (3) introducing a plurality of mutants produced by step
(1) into the said particular environment and allowing those microorganisms

15 which are able to do so to grow in the said environment; (4) retrieving
microorganisms from the said environment or a selected part thereof and
isolating the nucleic acid from the retrieved microorganisms; (5) comparing
any marker sequences in the nucleic acid isolated in step (4) to the unique
marker sequence of each individual mutant stored as in step (2); and (6)

20  selecting an individual mutant which does not contain any of the marker

sequences as isolated in step (4).
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