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| DENTI FI CATION OF GENES  Abstract A nethod for
identifying a mi-croorgani smhaving a reduced
adaptation to a parti cul gr envi ronnent conprising the
steps of. (1) providing &3pl urality of mcroorgani sns
each of which is independently nutated by the
insertional of a gene with a nucleic acid conprising a

&ﬂﬁée mar ker seguence so that each nutant contains a
HIFICAEIQAN QEGENEBS or clones of the said ‘

" mcroorganism (2) providing individually a stored
~sanpl e of each nutant produced by step (1) and

RXistigdt ng i ndividually stored nucleic acid conprising
t he uni que marker sequence from each i ndividual
mutant; (3) introducing a plurality of mutants

producged by, ste (. I,pt.o the said particul ar,
envi rdéﬁng‘r%h%%dp%ﬂ I‘é%\ﬁ“iﬁ 1Bf0de THEPYSEGEIN s BEViRE ch reduced

Eﬁgiﬁpt%ﬁloﬁ %9 do gﬁﬂi&ﬂar géﬁ\)’i’rél{hleﬁ¢ ?cg%ﬁ#xﬁsi‘ngi%é "ORBE"LE (1)

), retrieving m croofgani sms ¢ Sai _
‘orovidorgrenplurality o€ midredrganisms heichobf aplichi FOlRidpRadently

t he @a | ej.c aci d_fri)rrapthe retrieved m croorgani sms, ]
fgita &Waﬁwse@fﬂpa f Regensayith moracleie agid congirising a unique
i [ _ Lhe unig mar ker '

B SIS b OB S spgrnce
62)clomsrdof Ghe SRid GhichGoranisiet Y2y mvimﬁg?l%di_wa‘fdl
not contain any of the marker "sequences as isola
pampleepf (egrh mugantspradused by giiere (1) and providing individually
stored nucleic acid comprising the unique marker sequence from each
individual mutant; (3) introducing a plurality of mutants prdduced- by step

(1) into the said particular environment and allowing those microorganisms

‘which are ‘able to do so0 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 scquenée of each individual mutant stored. as in step (2); and (6)

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

'sequ.ences as isolated in step (4).
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