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This International Searching Authority found multiplie (groups of)
inventions in this international application, as follows:

1. Claims: (1-8,32,33,37,38)-compiete, (16-31,36,41-43,
46-48)-partially

A method of assembling several DNA units in sequence in a
DNA construct, which method comprises the step of: a)
providing each DNA unit with a restriction enzyme
recognition sequence at its 5’ end and with a recognition
sequence for the same restriction enzyme at its 3’ end that
is combined with a restriction site for a DNA modification
enzyme, b) providing a starting DNA construct having an
accessible restriction site for the same or a compatible
restriction enzyme and cleaving the starting DNA construct
with a restriction enzyme, c) inserting the desired DNA unit
and bringing the ligated product into contact with a DNA
modification enzyme such that the restriction site at the 3’
end of the inserted DNA unit is abolished, d) cleaving the
ligated product at an accessible unmodified recognition site
for the same or a compatible restriction enzyme, e)
repeating step c¢) and d) to introduce each desired DNA unit
to give a DNA construct containing all the desired units in
sequence; DNA construct incorporating one or more DNA
assemblies encoding synthetic enzymes and/or hosts
expressing DNA constructs made by said method; compounds
produced by synthetic enzymes encoded by said DNA
assemblies; a method of synthesising a target molecule using
said method; a method of making a synthetic enzyme to
catalyse the synthesis of a target molecule using said
method; a l1ibrary of DNA units encoding a catalytic or
transport protein domains, wherein each DNA unit has a
recognition sequence for a restriction enzyme at its 5’-end
and a second recognition sequence for the same or a
compatible enzyme at its 3’-end which incorporates a
recognition sequence for a DNA modifying enzyme;

a module comprising a DNA sequence encoding a functional set
of polyketide synthetic domains wherein the module has a
recognition sequence for a restriction enzyme at its 5’-end
and a second recognition sequence for the same or a
compatible enzyme at its 3’-end which incorporates a
recognition sequence for a DNA modifying enzyme;

a method of transforming a host with one or more synthetic
DNA assemblies encoding enzyme domains, wherein the DNA
assemblies are said modules;

2. Claims: (9-15,33,34,39,40)-complete, (16-31,36,41-43,
46-48)-partially

Idem as invention 1, but Timited to a method of: assembling
several DNA units in sequence in a DNA construct, which
method comprises the step of: a) providing a first DNA unit

page 1 of 2
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FURTHER INFORMATION CONTINUED FROM  PCTASA/ 210

with a recognition sequence for a first restriction enzyme
at its 3’ end, and cleaving the said first DNA unit with
said first restriction enzyme, b) providing each other DNA
unit with a recognition sequence at its 5’ end for a second
restriction enzyme which has a compatible ligation sequence
with that of the first restriction enzyme, and a downstream
recognition sequence for said first restriction enzyme
followed by a downstream recognition sequence for a third
restriction enzyme at its 3’ end, and cleaving each said
other DNA unit with the second and third restriction
enzymes, c¢) ligating the said first DNA unit with a desired
other DNA unit to form a ligated product such that the
ligation of the two units abolishes the recognition site for
the first restriction enzyme at the ligation junction, and
cleaving the ligated product with said first restriction
enzymel, d) ligating the product from c) with a desired DNA
unit from b) to form a ligated product and clieaving the
ligated product with said first restriction enzyme,
e)repeating step d) with each other DNA unit in turn so as
to assemble the DNA unit in sequence;

3. Claims: 44-45

A method of transforming a host with one or more synthetic
DNA assemblies encoding enzyme domains which comprises the
step of: a) Inserting said DNA assembly into a vector
containing a mutated internal fragment of a recA gene
sequence such that the vector is capable of undergoing
homologous recombination with the recA gene of the host, b)
bringing said vector into contact with a host chromosome
under conditions which permit homologous recombination to
take place, c¢) disrupting the host recA gene by integration
of the DNA of said vector into the chromosome; said method
wherein the expression vector is used to transform a
Streptomyces host;
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