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Box Ne. [ Nucleotide and/or amino acid sequence(s) (Continuation of item 1.b of the first sheat)

1. With regerd to any nucectide and/or amine acid asquence disclosed in the intemational application and nacassary 1o the clalmed
Invention, tha International search was carrled out on the basis of:

a.  type of material

E a sequence listing
I:I table{s) related to the sequence listing

b, format of material

IE on papar
in electronic torm

c.  fime of filing/furnishing
D contained in the intemational application as filed
D filad together with the International application In glectronie form
E furnished subsequenty to this Authority for the purpose of search
2. In additlon, i the case that more than one verslon or copy of a sequanca lsting andfor tzkle melating thereto has been fiied

. or umished, the required statements that the informalion in the subsaguent or additional coplas 1s Identical to that in the
application as flled or does not go beyond the application as filed, as appropriats, wers fumished,

8, Addional comments:

Form PCT/ISA/210 {oontinuation of first shest (1)) {Aprk 2005)
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C(Continuation), DOCUMENTS CONSIDERED TO BE RELEVANT

Catagory*

Citailon of document, with indlcation, where appropriate, of the ralavant passages

Relevant to claim No.

X

ZHANG H ET AL: "Cloning and Secretion
Expression of Hepcidin in Pichia pastoris"
CHINESE JOURNAL OF BIOTECHNOLOGY,,

vol. 23, no. 3, 1 May 2007 (2007-05-01),
pages 381-385,° XP022857401

ISSM: 1872-2075 [retrieved on 2007-05~01]
abstract

page 381 - page 385

figure 1

WALLACE ET AL: “Purification and part1a1
characterisation of recombinant human
hepcidin®

BIOCHIMIE, MASSON, PARIS, FR,

vol. 88, no. 1,

1 January 2006 (2006-01-01), pages 31-37,
XP005176069

ISSN: 0300-9084

abstract .

page 32, left-hand column, paragraphs 2,4
page 32, right-hand column, paragraphs 2,3
page 33, right-hand column, paragraph 4
page 34, right-hand column, paragraph 2 -
page 35, right-hand column, Tine 26

ZHANG H ET AL: ™"EXpression and
preparation of recombinant hepcidin in
Escherichia coli”

PROTEIN EXPRESSION AND FURIFICATION
ACADEMIC PRESS, SAN DIEGO, CA,

vol. 41, no. 2, 1 June 2005 (2005—06—01),
pages 409-416, XP004875132

ISSN: 1046-5928

abstract

page 409, right-hand column, 1ines 14-16
page 411, left-hand c¢column, paragraph 2 -
page R, paragraph 1

page 412, left-hand column, paragraph b -
right-hand column, paragraph 2

page 413, left-hand column, paragraph 3
page 414, right-hand column, paragraph 3 -
page 415, left-hand column, paragraph 1
figure 1

US 2004/096987 Al (GEACINTOY CYRIL E [US]
ET AL KULAKSIZ HASAN [DE] ET AL)

20 May 2004 (2004-05-20)

paragraphs [00081, [0019]1, [00B51,
[0079] - [0098]

claims 1,3-12,14

-/

1,7,15,
16,18,
20,21

2,3,
5-14,17,
19,22-44

1-3,5-44

1-3,5-44

1-3,5-44

Fomm PCT/ISA/210 (continuation of sacond shaet) (Aprl 2005)
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Gategory* | Citatlon of docurnent, with indication, where aphropriate, of the relevant passages . | Relevant to clalm No.
Y WNEMETH ELIZABETA ET AL: "The N-terminus 1-3,5-44

of hepcidin is essential for its
interaction with ferroportin:
structure-function study”

BLOOD, ,

vol. 107, no. 1,

1 January 2006 (2006-01-01), pages
328-333, XP002519931

abstract

page 330, left-hand column, paragraph 2
page 331, right-hand column, paragraph 3 -
page 332, left-hand column, 1ine b
figures 1,3
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BoxNo.ll  Observations whete certain olaims were tound unsearchable {Continuation of fiem 2 of first sheet)

This Internailonal search report has not been established In respact of certaln tlaims under Arficle 17{2)(a) for the following reasens:

1. D Claims Mos.:

because they relzie to subject master not requirad to be searched by thig Authority, namely:

2, D Claims Nos.:
bacauga they relate to parts of the Intemattonal application that do not comply with the prescribed requirements ks such
an extent that no meaningful imemational search ¢an be carrled out, specifically: !

3. D Clalmg Nos.: )
bacause they are dependent claims and ere not drefted in accordance with the second and third sentences of Rule 6.4{a).

Box No. Il Observationa where unity of invention is lacking (Continuation of ltem 3 of firat sheet)

This Intemational Searching Authorlty found muktiple inventions In this International application, as follows:

see additijonal sheet

1. EI As all required acdifional-search faes were timely paid by the applicant, this International search report covers allsearchable
claims.

2, D Ag;tlil searchable clalms could be searched withaut effort |ustitying an addiional fees, this Authority did net lnﬁie payment of
additional feas. .

3. [ﬂ As only some of the raquired additional saarch faes were timely paid by the applicant, this international search reportcovers
only those claims for which fess wara paid, specifically claims Nos.: .
19, 23, 36, ‘37 (completely)}, 1-3, 5-18, 20-22, 24-3b
38-44 (partially) (Inventions 1 and 8)

4, |:| Mo required additional search fees were imely pald by the applicant, Consequently, this Intsrnational search repott Is
restricted to tha Invention first mentioned in the claims; it Is covered by claims Nos.:

Remark on Protest DThe additional ssarch fees were accompaniad by the applicant's protest and, where applicabla, the
payment of & protest fee. .

DThe additional search faes were accompanied by the applicant's protest but the applicable protest
fee was not paid within the time limit specifled In the invitation.

]:X:l No protest accompanied the payment of additional search fees.

Form PGT/SA/Z10 (eontinuation of first sheat (23) (Aprl 2005)
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FURTHER INFORMATION CONTINUED FROM  PCTASA! 21D

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

Invention 1: claims 1, 7, 9-17, 20, 21 (all partially)

A method for producing biclogically functional hepeidin in
P. pastoris; wherein said hepcidin is purified in a two
stage process; wherein said two stage process comprises
metal affinity chromatography and gel filtration
chromatography; wherein said hepcidin is defined by SEQ ID
No: 1-8; the use of P. pastoris to express hepcidin.

;nvention 2: claims 2-17, 20, 21 (all partially)

_ A methed for producing tagged hepcidins in an expression
system; wherein said expression system is P. pastoris;
wherein said hepcidin is purified in a two stage process,
wherein said two stage process comprises metal affinity
chromatography and gel filtration chromatography; wherein
said hepcidin is defined by SEQ ID No: 5-8.

Inventions 3-6: claims 1, 7, 9-16, 18, 20, 21, 34, 35, 38-40 (all
partially)

Hepcidin -polypeptides defined by SEQ ID Nos: 1-4
respectively; a method of producing sald hepcid1n using P.
pastoris; a method of determining the amount of hepcidin in
a serum samp1e using an immobilized form of safd hepc1d1n,
and, an ELISA k1t comprising said hepcidin.

'

Invention 7: claims 1-3, 5-16, 18, 20-22, 24-35, 38-44 (all
partially)

A hepcidin polypeptide defined by SEQ ID No: 5; methods of
producing said hepcidin; an antibody which specifically
binds sald hepcidin; the use of said hepcidin to raise
antibodies; the use of said hepcidin as an antibacterial
agent; the use of said hepcidin in controlling iron

_metabolism; the use of said antibody 1n a competition ELISA
assay for determining the amount of hepcidin in a sample; a
method of determining the amount of hepcidin in a serum
sample using an immobilized form of said hepcidin; an ELISA
kit comprising said hepcidin; the use of said hepcidin for
treating or preventing haemochromatesis; the use of said
antibody for treating or preventing anaemla or a disease
resulting therefrom or a condition associated with low iron
levels.

Invention 8: claims 19, 23, 36, 37 (completely), 1-3, 5-18, 20-22,
24-35, 38-44 (part1a11y)
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FURTHER INFORMATION CONTINUED FROM  PCTASA/ 210

Idem as invention 7 but wherein said hepcidin polypeptide is
defined by SEQ ID No: 6.

Inventions 9 and 10: claims 1-16, 18, 20-22, 24-35, 38-44 (all
partially)

Idem as invention 7 but wherein said hepcidin polypeptide is
defined by SEQ ID Nos: 7 and 8, respectively.

Inventions 11 and 12: claims 34, 35, 38-40 (a1l partially)

A method of detecting the amount of hepcidin in a serum
sample using an antibody directed against SEQ ID Nos 1 and
2, respectively; and, an ELTISA kit comprising sald hepcidin
and said antibody.
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