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(54) Title: eNOS MUTANTS USEFUL FOR GENE THERAPY

(57) Abstract: The present invention provides endothelial nitric oxide synthase (eNOS) polypeptide mutants and polynucleotides
encoding such polypeptide mutants, useful for gene therapy. In particular, the invention provides eNOS polypeptide mutants having
&= one or more mutations in an amino acid sequence corresponding to a functional domain of a mammalian eNOS. More particularly,
& the invention provides eNOS polypeptide mutants having at least one mutation at a position corresponding to an amino acid residue
in a calmodulin-binding site that is phosporylated in mammalian cells, where the mutation is not an amino acid substitution to Ala
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such polypeptide mutants. The present invention further provides prophylactic, diagnostic, and therapeutic methods of using such

eNOS polypeptide mutants and polynucleotides.
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1. D Claim Nos.:

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

2. [___l Claim Nos.:

because they relate to parts of the international application that do not comply with the prescribed requirements to such
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3. D Claim Nos.:

because they are dependent claims and are not drafted in accordance with the second and third seniences of Rule 6.4(a).
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This International Searching Authority found multiple inventions in this international application, as follows:
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As all required additional search fees were timely paid by the applicant, this international search report covers all
searchable claims.
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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.:
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restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 1-41
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D No protest accompanied the payment of additional search fees.
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BOX II. OBSERVATIONS WHERE UNITY OF INVENTION IS LACKING
This application contains the following inventions or groups of inventions which are not so linked as to form a single general inventive
concept under PCT Rule 13.1. In order for all inventions to be searched, the appropriate additional search fees must be paid.

However, in the instant case, because of the delayed status of this application, all the groups listed below are being searched. (claim 28
being missing, claims 29-42 are renumbered 28-41 respectively)

Group 1, claim(s) 1-27 & 30, drawn to endothelial nitric oxide synthase [eNOS or ecNOS or NOS3] mutant and composition thereof.
Group I1, claim(s) 28-29, drawn to polynucleotide encoding mutant eNOS and composition comprising the mutant eNOS.

Group III, claim(s) 32-34, drawn to binding partner (antibody) to eNOS.

Group IV, claim(s) 35-36, drawn to method of modulating eNOS activity.

Group V, claim(s) 37, drawn to method of diagnosing a condition with aberrant eNOS activity.

Group VI, claim(s) 38-41, drawn to a prophylactic or therapeutic method of treating a condition associated with aberrant eNOS.

This application contains the following inventions or groups of inventions which are not so linked as to form a single general inventive
concept under PCT Rule 13.1. In order for all inventions to be examined, the appropriate additional examination fees must be paid.

The inventions listed as Groups I-VI do not relate to a single general inventive concept under PCT Rule 13.1 because, under PCT Rule
13.2, they lack the same or corresponding special technical features for the following reasons: The technical feature linking Groups I-IV'
appears to be that they all relate to mutant eNOS. Claim 1, lack novelty as being anticipated by McCabe et al. (2000) or WO 00/62605
(2000). The claim is drawn to any isolated mammalian mutant eNOS polypeptide, wherein the mutation is made at the functional domain
and such a limitation is taught by the cited references. Therefore, Groups I-VI share no special technical feature as defined by PCT Rule
13.2, as it does not define a contribution over the prior art. Furthermore, the products of Groups I-1II do not share a special common
structural or functional feature while, the methods of Groups IV-VI do not use the same reagents or produce the same results.
Accordingly, Groups I-VI are not so linked by the same or a corresponding special technical feature as to form a single general inventive
concept.
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