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Box 1 Observations where certain claims were found unsearchable (Continuation of item 1 of first sheet)

This International Search Report has not been established in respect of certain claims under Article 17(2)(a) for the following reasons:

1. [j Claims Nos.:

because they relate to subject matter not required to be searched by this Authority, namely:

2. Claims Nos.:

because they relate to parts of the International Application that do not comply with the prescribed requirements to such
an extent that no meaningful International Search can be carried out, specifically:

3. D Claims Nos.:

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a).

Box il Observations where unity of invention is lacking (Continuation of item 2 of first sheet)

This International Searching Authority found multiple inventions in this international application, as follows:

see additional sheet

-

. [j As all required additional search fees were timely paid by the applicant, this International Search Report covers all
searchable claims.

2. D As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment
of any additional fee.

3. D As only some of the required additional search fees were timely paid by the applicant, this International Search Report
covers only those claims for which fees were paid, specifically claims Nos.:

4. m No required additionai search fees were timely paid by the applicant. Consequently, this International Search Report is
restricted to the invention first mentioned in the claims; it is covered by claims Nos.:

1-13, 24-33, 40-43 (all partially); 14, 15, 34, 35 (all compl.)

Remark on Protest [:] The additional search fees were accompanied by the applicant's protest.

l:] No protest accompanied the payment of additional search fees.
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FURTHER INFORMATION CONTINUED FROM  PCT/ISA/ 210

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

1. Claims: 1-13,24-33,40-43 (all partially); 14,15,34,
35 (all completely)

Prokaryotic host cells (e.g., of the genus Escherichia
(e.g., E. coli), Streptomyces, Bacillus, Pseudomonas or
Flavobacterium) which are genetically modified for enhanced
synthesis of at least one (complete) polyketide (e.g.,
6-dEB), wherein said modification comprises incorporation of
an expression system for producing a functional
propionyl-CoA carboxylase that catalyzes the production of
starter and/or extender units.
Said host cells which do not produce polyketide in the
absence of genetic modification, and wherein said
modification comprises incorporation of an expression system
for a polyketide synthase (PKS) and incorporation of an
expression system for a phosphopantetheinyl transferase.
A T$thod to produce a polyketide comprising culturing said
cells.
A method to assess the results of a procedure effecting
modification of PKS genes using said E. coli cells which
contain a functional propionyl-CoA carboxylase and possibly
further a functional phosphopantetheinyl transferase.
A method to enhance the production of a polyketide in said
microbial host cells which method comprises the provision of
said host cell with an expression system for propionyl-CoA
carboxylase, e.g., encoded by the pccB and accA2 genes from
.-S..coelicolor. : . .
Recombinant microbial cells (e.g., Streptomyces (coelicolor
CH999) or Escherichia (coli)) that produce a (complete)
polyketide (e.g., 6-dEB) which have been modified to contain
an expression system for (a) nucleotide sequence(s) encoding
said propionyl-CoA carboxylase, and methods for producing a
polyketide using said cells.
A reaction mixture for the production of a polyketide
comprising in addition to enzymes catalyzing the production
of said polyketide, said functional propionyl-CoA
carboxylase, e.g., encoded by the pccB and accA? genes from
S. coelicolor, and methods for producing a polyketide using
said reaction mixture.

2. Claims: 1-12,42,43 (all partially)

Prokaryotic host cells (e.g., of the genus Escherichia
(e.g., E. coli), Streptomyces, Bacillus, Pseudomonas or
Flavobacterium) which are genetically modified for enhanced
synthesis of at least one (complete) polyketide (e.g.,
6-dEB), wherein said modification comprises deleting a
pathway responsible for propionate catabolism, e.g., the
prpA-D operon of E. coli.

Said host cells which do not produce polyketide in the

page 1 of 3
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FURTHER INFORMATION CONTINUED FROM  PCT/ISA/ 210

absence of genetic modification, and wherein said
modification comprises incorporation of an expression system
for a polyketide synthase (PKS) and incorporation of an
expression system for a phosphopantetheinyl transferase.

A method to produce a polyketide comprising culturing said
cells.

A method to assess the results of a procedure effecting
modification of PKS genes using said E. coli cells which
contain a functional phosphopantetheinyl transferase and
which have been further modified to delete said prpA-D
operon.

3. Claims: 1-11,13,24-33,40-43 (all partially); 16,17,36,
37 (all completely)

Prokaryotic host cells (e.g., of the genus Escherichia
(e.g., E. coli), Streptomyces, Bacillus, Pseudomonas or
Flavobacterium) which are genetically modified for enhanced
synthesis of at least one (complete) polyketide (e.g.,
6-dEB), wherein said modification comprises incorporation of
an expression system for producing a malonyl-CoA
decarboxylase that catalyzes the production of starter
and/or extender units.

Said host cells which do not produce polyketide in the
absence of genetic modification, and wherein said
modification comprises incorporation of an expression system
for a polyketide synthase (PKS) and incorporation of an
expression system for a phosphopantetheinyl transferase.

A method to produce a polyketide comprising culturing said
cells.

A method to assess the resuits of a procedure effecting
modification of PKS genes using said E. coli cells.

A method to enhance the production of a polyketide in said
microbial host cells which method comprises the provision of
said host cell with an expression system for malonyl-CoA
decarboxylase, e.g., encoded by the matA gene of R. trifolii.
Recombinant microbial cells (e.g., Streptomyces (coelicolor
CH999) or Escherichia (coli)) that produce a (complete)
polyketide (e.g., 6-dEB) which have been modified to contain
an expression system for (a) nucleotide sequence(s) encoding
said malonyl-CoA decarboxylase, and methods for producing a
polyketide using said cells.

A reaction mixture for the production of a polyketide
comprising in addition to enzymes catalyzing the production
of said polyketide, said malonyl-CoA decarboxylase, e.g.,
encoded by the matA gene from R. trifolii, and methods for
producing a polyketide using said reaction mixture.

4. Claims: 1-11,13,24-33,40-43 (all partially); 18-23,38,
39 (all completely)
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FURTHER INFORMATION CONTINUED FROM  PCT/ISA/ 210

Prokaryotic host cells (e.g., of the genus Escherichia
(e.g., E. coli), Streptomyces, Bacillus, Pseudomonas or
Flavobacterium) which are genetically modified for enhanced
synthesis of at least one (complete) polyketide (e.g.,
6-dEB), wherein said modification comprises incorporation of
an expression system for producing a malonyl-CoA synthetase
that catalyzes the production of starter and/or extender
units.

Said host cells which do not produce polyketide in the
absence of genetic modification, and wherein said
modification comprises incorporation of an expression system
for a polyketide synthase (PKS) and incorporation of an
expression system for a phosphopantetheinyl transferase.

A method to produce a polyketide comprising culturing said
cells.

A method to assess the results of a procedure effecting
modification of PKS genes using said E. coli cells.

A method to enhance the production of a polyketide in said
microbial host cells which method comprises the provision of
said host cell with an expression system for malonyl-CoA
synthetase, e.g., encoded by the matB gene of R. trifolii,
and which possibly further includes providing the substrate
(of formula R2C(COOH)2, with R according to claims 22 and
23) for malonyl-CoA synthetase and an expression system for
a second enzyme that effects entry of said substrate into
the cell, e.g., the malonate transporter encoded by the matC
gene of R. trifolii.

Recombinant microbial cells (e.g., Streptomyces (coelicolor
CH999) or Escherichia (coli)) that produce a (complete)
polyketide (e.g., 6-dEB) which have been modified to contain
-an. expression system for (a).nucleotide sequence(s) encoding.
said propionyl-CoA carboxylase, and methods for producing a
polyketide using said cells.

A reaction mixture for the production of a polyketide
comprising in addition to enzymes catalyzing the production
of said polyketide, a first enzyme which catalyzes the
converion of a substrate to an extender or starter unit for
said polyketide (malonyl-CoA synthetase), and possibly
further a substrate therefor (of fomula R2C(COOH)2), with R
according to claim 39), and methods for producing a
polyketide using said reaction mixture.
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