
(19) United States 
(12) Patent Application Publication (10) Pub. No.: US 2013/001817.6 A1 

US 2013 OO18176A1 

B. et al. (43) Pub. Date: Jan. 17, 2013 

(54) METHODS OF PRODUCING HYBRIDOMAS (60) Provisional application No. 60/888,059, filed on Feb. 
AND MONOCLONAL ANTIBODIES AND 2, 2007, provisional application No. 61/015,138, filed 
ANTIBODES PRODUCED THEREBY on Dec. 19, 2007. 

(75) Inventors: Xiao-juan B, Newbury Park, CA (US); 
Grace Ki Jeong LEE, Westlake Village, Publication Classification 
CA (US); Jackie Z. SHENG, Thousand 
Oaks, CA (US) (51) Int. Cl. 

CI2P 2/08 (2006.01) 
(73) Assignee: AMGEN INC. Thousand Oaks, CA C07K 6/26 (2006.01) 

(US) GOIN 33/577 (2006.01) 
52) U.S. Cl. .................. S30/388.24 435/7.92:435/69.6 

(21) Appl. No.: 13/620,007 (52) s s 

(22) Filed: Sep. 14, 2012 (57) ABSTRACT 

Related U.S. Application Data Disclosed are a method of producing a hybridoma, a method 
(63) Continuation of application No. 12/022.515, filed on of making an antibody involving the hybridoma, and an anti 

Jan. 30, 2008. body made by the method. 



Patent Application Publication Jan. 17, 2013 Sheet 1 of 35 US 2013/001817.6 A1 

| 
se 
N: 
has 

s 

8s 
stor 

wes 

se 
es 
8s 

h 

s 

& 
s 

3. 

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 2 of 35 Patent Application Publication 

+ ! + # 

$±pº********…„~~~~~~~~ 
  

  

  

  

  

  



Patent Application Publication Jan. 17, 2013 Sheet 3 of 35 US 2013/001817.6 A1 

S. 

co x 
x Y &\; 
se w 

s: & 

rs 
S. Kn 

sk 

s ch 

& k 
K 
N 

a 
e s ra 

ii ser 
YXX. 

&ve 
s M s 

ii. 
& 

N: r 

N 

s: r14 r rTerrie fr; 
effers TTET -- S. So Se is 

& & & 5. S & & go is so to - e. 
8. 



Patent Application Publication Jan. 17, 2013 Sheet 4 of 35 US 2013/001817.6 A1 

as 

7. S & 

8. 

8.8&isis 

8 5 

3: 

S 
sesssssaxxYxxxxarxxxx xxxxxxx 

4. 

    

    

  

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 5 of 35 Patent Application Publication 

s 

  

  

  



Patent Application Publication Jan. 17, 2013 Sheet 6 of 35 US 2013/001817.6 A1 

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 7 of 35 Patent Application Publication 

  



Patent Application Publication Jan. 17, 2013 Sheet 8 of 35 US 2013/001817.6 A1 

F.G. 8 

BLA - Comparison of anti-Hepcidin mAb 43 
vs. 50ng/mL AMGN 25-aa shHepcidin 

0.25 

9. 
0.20 

4. 
s 

o 
to 0.15 
s 

3. 
c) 
E. O.10 

v 43 ECso: 1380e-008 
D IgG 
nF2 

Log Ab M 

  



Patent Application Publication Jan. 17, 2013 Sheet 9 of 35 US 2013/001817.6 A1 

F.G. S. 

BA-Comparison of anti-epcidin Ab 2.7 
vs. 5(giin AvGN 25-aa shiepcidin, -2 

(.28 

15 

{ } 

Y C50. Os-8 
  



Patent Application Publication Jan. 17, 2013 Sheet 10 of 35 US 2013/001817.6 A1 

F.G. O. 

BLA - Comparison of anti-Hepcidin mAb 2.41 
vs. 50 ng/mL AMGN 25-aash Hepcidin 

Log Ab M 

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 11 of 35 Patent Application Publication 

west 
wan 

E8 

than 

E3 
8: 
saw 

| 00z 

  

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 12 of 35 Patent Application Publication 

  



Patent Application Publication Jan. 17, 2013 Sheet 13 of 35 US 2013/001817.6 A1 

ts 

s 

s 

agiai is tier8S 

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 14 of 35 Patent Application Publication 

3. i. 3de it as (iii. 

** ** ** ** 

| 08 FOz, 

(if Q 

  

  



Patent Application Publication Jan. 17, 2013 Sheet 15 of 35 US 2013/001817.6 A1 

S 
£8 & 

s 

& 

s 
x s 
tox 's 

x S. 

as 

se: 
to 5. 

8 
{} 

S 

S is 
k 
w E s 
stee S is 

S. s. 

i. 

8A383.3 % 
& is 388 is 8S 

  



Patent Application Publication Jan. 17, 2013 Sheet 16 of 35 US 2013/001817.6 A1 

G. SA 
afe-hieed Aranesp6 

88k: } 2 3 

t f ? f t (harvest) 
. Ab (ii)SeS. fius cisives 

. 
tail vei) 

GFF or hurai hepcidin 

F.G. SB F.G. C 
mar SP it. A 

to O- - -tecit: + cont. At -8- G -- 3:'OA 
esci: - At 2.7 (RAAF - & hiegoisir - crit:::A; 

s - fiepcidi; ; Ab 2.? FAAF, in Aranesp6. 8 -- - - - ap&idin +. At 2.7 yyyih 

F.G. SO F.C. S. 
rare S 3 st: A GSF - c. 

4. 

2 e8. 3 ssSS s s S s 
KS ise Siecisie 

t 3. 

ow - a tiepic: ; coito. At recisir is contr; Ab 
--- ie:}:{i} t. A 2.7 is episii - Ab 2.7 {R} 
a $ in epidi - A 2, 3,. M -specin +. At 2.7 to Aanasp 

8 - - - - - - - 38 

17 
--- 

8 
SE 
s: 

& 

  

  



Patent Application Publication Jan. 17, 2013 Sheet 17 of 35 US 2013/001817.6 A1 

es re 
Week: S f 8 9 3. 

Biceia as Gii is A. A. A. As (larvest) 

F.G. SC FG. s area sity A: i: Saiie 

urara A • Saite 

4. 4. arris &isis : A t- Araries;8 

-E-Ab27+ Aranes.6 
2 12 

10 
8 8. 

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 18 of 35 Patent Application Publication 

õ?b? }+ 6o/aels) 
eluauw |   

  

  

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 19 of 35 Patent Application Publication 

  

  



Patent Application Publication Jan. 17, 2013 Sheet 20 of 35 US 2013/001817.6 A1 

FG. 8 

2. & 
Si. 

S25 
100- s 

8. -- 
2 S C 

S} s & 88 & 

s S 8 8 & cs gy Ks 
. . . 8:88-8& 8 & 8.8 . . . . . . . -8-8-8-8-8-3-8-- - - - - 

s SSS KKXXXXXXXXXX 

*C'ai CS Ai. 

F.G. S. 

X w w 

Breakdow of A&C diagnoses 

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 21 of 35 Patent Application Publication 

{{iffu) tipsociatic RC 

{}{}{} 

{}{}{} 

{fi} :3880i & 

  

  



Patent Application Publication Jan. 17, 2013 Sheet 22 of 35 US 2013/001817.6 A1 

F.G. 

-- ESA tier 
-8- Sock 

-- Coied it. Set is 

f --Odied at Segui 
4 --tock + violise ge 

Fai 222 666 200 
roepcidis gia. 

  

  

    

  

  

  

  

  



Patent Application Publication Jan. 17, 2013 Sheet 23 of 35 US 2013/001817.6 A1 

FG. 

SS - 
fif: 

C Se: Se:S hits 

inciatios tire (his) C. 2 { 2 2 
& 

Prohepcidirt-or 

  

  



Patent Application Publication Jan. 17, 2013 Sheet 24 of 35 US 2013/001817.6 A1 

F.C. 23. 

38 is 

3) - 

1}{} 

53 S. :) 

RG prohepcidin (gin} 



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 25 of 35 Patent Application Publication 

{}{}{} { 

{}{} 

(iii)Suica 

  



Patent Application Publication Jan. 17, 2013 Sheet 26 of 35 US 2013/001817.6 A1 

were 

E. 
w 

& S. 

. 
o, 

N: 

c 
s g &R CS K3 

& &B & &X 
na. Egy y w 

(iii) u}:{{ies it 8&C 

s 
y N 

s Gr 
x aw 

i. 

isit sig3(is 

  

  



Patent Application Publication Jan. 17, 2013 Sheet 27 of 35 US 2013/001817.6 A1 

& 

i. 

K. C. C. & C C C C C & 8 
C & &R & B &R & B { 

a co - so is t c & e 

k 
s 

8 8 & 8 

from 
& 8. s s 

s s: &Y na is 
N &N wr wom -grow 

{{iffii) tip;3d&- 

  



Patent Application Publication Jan. 17, 2013 Sheet 28 of 35 US 2013/001817.6 A1 

F.G. 

-- R -384. 
de R. 388 

, is 

s 

.2 

, 
- -3 - - 3 : S. 

epcidi oggi 

  



Patent Application Publication Jan. 17, 2013 Sheet 29 of 35 US 2013/001817.6 A1 

F. 8 

8 

740 1- 23F1 
620 
560 
S{ 

440 
380 
320 
288 - 

("raw... 

SS face 2OO 28 

at s -3. 
X existrikeoats -Seska was 

80 : .S. 
{ Y s hepcidin and 

-4 Seco A &ties 

2 2O 420 82 8. G20 

Time (s) 

  



Patent Application Publication Jan. 17, 2013 Sheet 30 of 35 US 2013/001817.6 A1 

S 

8:888 & 

  



Patent Application Publication Jan. 17, 2013 Sheet 31 of 35 US 2013/001817.6 A1 

FG. 3 

a hiepcidis Corps assay 
8. rollmmemoirmor 

-- Stads in Rabbit serum 
-%- Stasis it is BSA, -ock 

is epcidi, gi) 

  

  



Patent Application Publication Jan. 17, 2013 Sheet 32 of 35 US 2013/001817.6 A1 

F. 3 
epcidin Assay; it Sera 

-- 5% BSA 
--O--- Rai Seu 
- - -w- - - BRH2240 
-...-y-...- BRH5639 
----- BRii.2248 

- BRH 5840 
224.5 

or n 

, i. 

epcidin, gin 

  

  

  

  

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 33 of 35 Patent Application Publication 

... is sig3tie 

  



Patent Application Publication 

s 

3. 

Jan. 17, 2013 Sheet 34 of 35 

c 
s 

s 

“if is cis 
s 

SS 

. . . . 
O2 

ags O. 

US 2013/001817.6 A1 

{i, 

Sisi. 
8. 

S. 

88. 

  



US 2013/001817.6 A1 Jan. 17, 2013 Sheet 35 of 35 Patent Application Publication 

(piftii) cago 

(;5: ) - 

  



US 2013/001817.6 A1 

METHODS OF PRODUCING HYBROOMAS 
AND MONOCLONAL ANTIBODIES AND 
ANTIBODES PRODUCED THEREBY 

CROSS-REFERENCE TO RELATED 
APPLICATIONS 

0001. The present application is a continuation of U.S. 
Nonprovisional application Ser. No. 12/022.515, filed 30 Jan. 
30, 2008, which claims the benefit of priority of U.S. Provi 
sional Application No. 60/888,059, filed Feb. 2, 2007, and 
U.S. Provisional Application No. 61/015,138, filed Dec. 19, 
2007. Each of the priority applications are incorporated 
herein by reference in their entireties. 
0002 The instant application contains an ASCII “txt 
compliant sequence listing, which serves as both the com 
puter readable form (CRF) and the paper copy, and is hereby 
incorporated by reference in its entirety. The name of the “txt 
file created on Aug. 30, 2012, is: A-1156-US-CON-Off 
PCT083012 ST25.txt, and is 241 kb in size. 

FIELD OF THE INVENTION 

0003. The invention relates to a method of producing a 
hybridoma, a method of making an antibody involving the 
hybridoma, and an antibody made by the method. 

BACKGROUND 

0004 Iron is an essential trace element required for growth 
and development of all living organisms. Iron content in 
mammals is regulated by controlling iron absorption, iron 
recycling, and release of iron from the cells in which it is 
stored. Iron is absorbed predominantly in the duodenum and 
upper jejunum by enterocytes. A feedback mechanism exists 
that enhances iron absorption in individuals who are iron 
deficient, and that reduces iron absorption in individuals with 
iron overload (Andrews Ann. Rev. Genomics Hum. Genet. 
1:75 (2000); Philpott, Hepatology 35:993 (2002); Beutler et 
al., Drug-Metab. Dispos. 29:495 (2001)). Iron is recycled 
from degraded red cells by reticuloendothelial macrophages 
in bone marrow, hepatic Kupffer cells and spleen. Iron release 
is controlled by ferroportin, a major iron export protein 
located on the cell Surface of enterocytes, macrophages and 
hepatocytes, the main cells capable of releasing iron into 
plasma. Hepcidin binds to ferroportin and decreases its func 
tional activity by causing it to be internalized from the cell 
surface and degraded. (Nemeth et al., Science, 306:2090-3, 
2004; De domenico et al., Mol. Biol. Cell., 8:2569-2578, 
2007). 
0005 Hepcidin is the key signal regulating iron homeo 
stasis (Philpott, Hepatology 35:993 (2002); Nicolas et al., 
Proc. Natl. Acad. Sci. USA 99:4396 (2002)). High levels of 
human hepcidin result in reduced iron levels, and vice versa. 
Mutations in the hepcidin gene which result in lack of hepci 
din activity are associated with juvenile hemochromatosis, a 
severeiron overload disease (Roetto et al., Nat. Genet. 33:21 
22, 2003). Studies in mice have demonstrated a role of hep 
cidin in control of normal iron homeostasis (Nicolas et al., 
Nat. Genet., 34:97-101, 2003; Nicolas et al., Proc. Natl. Acad. 
Sci. USA, 99:4596-4601, 2002; Nicolas et al., Proc. Natl. 
Acad. Sci. USA, 98:8780-8785, 2001). 
0006. In addition, data is accumulating implicating hepci 
din in iron sequestration during inflammation (See, e.g., 
Weinstein et al., Blood, 100:3776-36781, 2002; Kemna et al., 
Blood, 106:1864-1866, 2005; Nicolas et al., J. Clin. Invest., 
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110:1037-1044, 2002: Nemeth et al., J. Clin. Invest., 113: 
1271-1276, 2004; Nemeth et al., Blood, 101:2461-2463, 
2003 and Rivera et al., Blood, 105:1797-1802, 2005). Hep 
cidin gene expression has been observed to be robustly 
upregulated after inflammatory stimuli. Such as infections, 
which induce the acute phase response of the innate immune 
systems of vertebrates. In mice, hepcidin gene expression was 
shown to be upregulated by lipopolysaccharide (LPS), tur 
pentine, Freund's complete adjuvant, and adenoviral infec 
tions. Hepcidin expression is induced by the inflammatory 
cytokine interleukin-6 (IL-6). A strong correlation between 
hepcidin expression and anemia of inflammation was also 
found in patients with chronic inflammatory diseases, includ 
ing bacterial, fungal, and viral infections. 
0007 Human hepcidin, a 25 amino acid peptide with anti 
microbial and iron-regulating activity, was discovered inde 
pendently by two groups investigating novel anti-microbial 
peptides. (Krause et al., FEBS Lett. 480: 147 (2000); Parket 
al., J. Biol. Chem. 276:7806 (2001)). It has also been referred 
to as LEAP-1 (liver-expressed antimicrobial peptide). A hep 
cidin cDNA encoding an 83 amino acid pre-propeptide in 
mice and an 84 amino acid pre-propeptide in rat and human 
were subsequently identified in a search for liver specific 
genes that were regulated by iron (Pigeon et al., J. Biol. Chem. 
276:7811 (2001)). The 24 residue N-terminal signal peptide 
is first cleaved to produce pro-hepcidin, which is then further 
processed to produce mature hepcidin, found in both blood 
and urine. In human urine, the predominant form contains 25 
amino acids, although shorter 22 and 20 amino acid peptides 
are also present. 
0008. The mature peptide is notable for containing eight 
cysteine residues linked as four disulfide bridges. The struc 
ture of hepcidin was studied by Hunter et al., J. Biol. Chem., 
277:37597-37603 (2002), by NMR using chemically synthe 
sized hepcidin with an identical HPLC retention time to that 
of native hepcidin purified from urine. Hunter et al. reported 
their determination that hepcidin folded into a hairpin loop 
structure containing a vicinal disulfide bond (C1-C8, C2-C7. 
C3-C6, C4-C5). More recently, determination of the structure 
of bass hepcidin was also reported, using the structural infor 
mation of Hunteretal. and inferential NMR data to deduce an 
identical disulfide connectivity assignment (Lauth et al., J. 
Biol. Chem., 280:9272-9282 (2005). However, as discovered 
and disclosed herein by the present inventors, the structure of 
hepcidin was determined to have a disulfide bond connectiv 
ity that is different from that taught by the prior art. 
0009 U.S. Patent Publication Nos. 2003/0187228, 2004/ 
0096.987, 2004/0096990, 2005/0148025, 2006/0019339, 
2005/0037971 and 2007/0224186: U.S. Pat. Nos. 7,232,892 
and 7,294,690 and International Publication No. WO 
02/984.44 discuss hepcidin antibodies but fail to disclose or 
Suggest the structural conformation of hepcidin disclosed 
herein. 

0010 Thus, the specification illustrates the determination 
of the structure of hepcidin, as well as the central role of 
hepcidin and its key functions in iron regulation and in the 
innate immune response to infection. Furthermore, the appli 
cation provides, inter alia, bioactive hepcidin, monoclonal 
antibodies to the bioactive hepcidin, methods to produce the 
same, methods to determine bioactive hepcidin, and methods 
to modulate hepcidin activity or its expression, and methods 
for treating disorder of iron homeostasis as well as hepcidin 
antagonists and hepcidin agonists. 
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SUMMARY OF THE INVENTION 

0011 Various embodiments of the invention generally 
relate to purified, correctly folded human hepcidin, mono 
clonal antibodies thereto, hepcidin variants that retain one or 
more of the disulfide bonds of properly folded human hepci 
din, methods for producing such materials, and methods for 
using such materials to detect hepcidin or to modulate hepci 
din activity. 
0012. This application is believed to be the first report of 
bioactive human hepcidin disulfide connectivity in which 
disulfide bonds are formed between C1-C8, C2-C4, C3-C6 
and C5-C7, and which predicts a compact and tightly folded 
molecule. In some embodiments, the invention provides for 
large scale production of hepcidin, expressed recombinantly 
or generated synthetically, which possesses identical disul 
fide connectivity and equivalent biological activity to native 
material. Such recombinant or synthetic material is useful for 
treatment of subjects in need of additional hepcidin, as well as 
for preparation of known hepcidin standards in detection 
methods and kits. The production of large batches of cor 
rectly-folded human hepcidin also permits the generation and 
testing of monoclonal antibodies that bind to hepcidin, espe 
cially monoclonal antibodies of high affinity and/or specific 
ity. Such monoclonal antibodies are useful, for example, in 
hepcidin detection methods and in diagnostic and therapeutic 
methods. 
0013. In one aspect, the hepcidin activity antagonist is a 
monoclonal antibody that binds to mature, correctly-folded, 
bioactive human hepcidin (SEQID NO: 9), with the desired 
affinity. Also provided is a monoclonal antibody that binds 
hepcidin (SEQ ID NO: 9) and inhibits the iron-regulating 
activity of hepcidin. In one embodiment, the monoclonal 
antibody decreases intracellular iron concentration and/or 
increases circulating iron concentration at an ECso of about 
10 M or less. In other embodiments, the monoclonal anti 
body exhibits the property in mammals of increasing red 
blood cell count (number) or hemoglobin or hematocrit lev 
els, and/or normalizing reticulocyte count, reticulocyte mean 
cell Volume and/or reticulocyte hemoglobin content. 
0014. In various embodiments, the monoclonal antibody 
binds to a conformational epitope of hepcidin, the conforma 
tional epitope comprising: any one of amino acids 1 through 
5 (e.g., amino acid 1,2,3,4 or 5) of SEQID NO:9, and/or any 
one of amino acids 10 through 13 (e.g., amino acid 10, 11, 12 
or 13) of SEQID NO: 9, and/or any one of amino acids 14 
through 22 (e.g., amino acid 14, 15, 16, 17, 18, 19, 20, 21 or 
22) of SEQ ID NO: 9. In a related aspect, the monoclonal 
antibody binds to a conformational loop comprising the Cys 
at position 10 and the Cys at position 13 of SEQ ID NO: 9 
and/or a conformational loop comprising the Cys at position 
14 and the Cys at position 22 of SEQID NO:9. 
0.015. In various embodiments monoclonal antibodies can 
include any of antibodies Ab43, 2.7, 2.41, R9, 1C9, 1S1, 1S2, 
1S3, 1 S4, 1 S5, 3B3; 4E1, 7A3, 9D12, 12B9, 15E1, 18D8, 
19C1, 19D12, 19H6, 23F11, and 26F11, or antibodies that 
retain any one, two, three, four, five, or six of CDRH1, 
CDRH2, CDRH3, CDRL1, CDRL2 or CDRL3 of such anti 
bodies, optionally including one or two mutations in Such 
CDR(s), or antibodies that retain a light or heavy chain vari 
able region of any of such antibodies, or antibodies that bind 
to the same epitope on human hepcidin as antibodies Ab43, 
2.7, 2.41, R9, 1C9, 1 S1, 1S2, 1S3, 1S4, 1 S5, 3B3:4E1, 7A3, 
9D12, 12B9, 15E1, 18D8, 19C1, 19D12, 19H6, 23F11, and 
26F11, or that compete with such antibodies for binding to 
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human hepcidin by at least 75%. Such competitive binding 
may be assessed by competitive ELISA or by the methods 
described for evaluating epitope specificity in Example 17 or 
by other methods described herein or known in the art. 
0016 Various embodiments also provide nucleic acids 
encoding any of the monoclonal antibodies described herein, 
vectors comprising such nucleic acid sequences, and host 
cells comprising Such nucleic acids or vectors. In a related 
aspect, methods for recombinant production of Such mono 
clonal antibodies are provided which include culturing the 
aforementioned host cell such that the nucleic acid is 
expressed to produce the antibody, and optionally recovering 
the antibody from the host cell or culture medium. In a related 
embodiment, an isolated antibody or agent produced by the 
aforementioned method is provided. 
0017. In another aspect, a method is provided of detecting 
human hepcidin in a sample, comprising contacting a sample 
from a human with any of the aforementioned antibodies 
under conditions that allow binding of the antibody to human 
hepcidin, and detecting the bound antibody. In one embodi 
ment, a first antibody to hepcidin is immobilized on a solid 
Support, as a capture reagent, and a second antibody to hep 
cidin is used as a detection reagent. In a related aspect, the 
amount of hepcidin in the sample is quantitated by measuring 
the amount of the bound antibody. The detection methods can 
be used in a variety of diagnostic, prognostic and monitoring 
methods, including methods of diagnosing a hepcidin-related 
disorder, methods of differentiating an inflammatory disease 
from a non-inflammatory disease and methods of monitoring 
therapy with a hepcidinantagonist. In Such methods, a level of 
hepcidin above a certain threshold is correlated with the pres 
ence of hepcidin-related disorder, Such as hepcidin-related 
anemia, while a level below said threshold indicates that the 
patient is unlikely to have hepcidin-related disorder. Simi 
larly, a level of hepcidin above a certain threshold is corre 
lated with the presence of an inflammatory disease, while a 
level below said threshold indicates that the patient is unlikely 
to have an inflammatory disease. In some embodiments, such 
methods will diagnose patients having iron deficiency ane 
mia, anemia of inflammation or mixed anemia. For monitor 
ing of therapy aimed at Suppressing hepcidin levels, a level of 
hepcidin below a certain threshold indicates that the dose of 
hepcidin antagonist is therapeutically effective, and a level 
above said threshold indicates that the dose of hepcidin 
antagonist is not therapeutically effective. 
0018. In another aspect, pharmaceutical compositions are 
provided comprising a therapeutically effective amount of 
any of the antibodies described herein and a pharmaceutically 
acceptable carrier, diluent or excipient. Also provided is the 
use of Such antibodies in preparation of a medicament for 
treatment of a human with an elevated level of hepcidin, a 
hepcidin-related disorder, a disorder of iron homeostasis or 
an anemia. It is understood that co-administration methods 
involving administration of antibodies with a second thera 
peutic agent, as described herein, encompass not only the use 
of the antibody in preparation of a medicament for co-admin 
istration with the second therapeutic agent, but also the use of 
the second therapeutic agent in preparation of a medicament 
for co-administration with the antibody. 
0019 Various embodiments further provide methods of 
using Such antibodies, for example, to treat a mammal with an 
elevated level of hepcidin, or a hepcidin-related disorder, or a 
disorder of iron homeostasis, or a mammal with anemia, by 
administering atherapeutically effective amount of such anti 
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body. In exemplary embodiments, the mammal is a human 
Suffering from a condition selected from the group consisting 
of African iron overload, alpha thalassemia, Alzheimer's dis 
ease, anemia, anemia of cancer, anemia of chronic disease, 
anemia of inflammation, arteriosclerosis or atherosclerosis 
(including coronary artery disease, cerebrovascular disease 
or peripheral occlusive arterial disease), ataxias, ataxias 
related to iron, atransferrinemia, cancer, ceruloplasmin defi 
ciency, chemotherapy-induced anemia, chronic renal/kidney 
disease (stage I, II, III, IV or V), including end stage renal 
disease or chronic renal/kidney failure, cirrhosis of liver, clas 
sic hemochromatosis, collagen-induced arthritis (CIA), con 
ditions with hepcidin excess (elevated hepcidin), congenital 
dyserythropoietic anemia, congestive heart failure, Crohn's 
disease, diabetes, disorders of iron biodistribution, disorders 
of iron homeostasis, disorders of iron metabolism, ferroportin 
disease, ferroportin mutation hemochromatosis, folate defi 
ciency, Friedrich's ataxia, funicular myelosis, gracile Syn 
drome, H. pyelori infection or other bacterial infections, Hall 
ervordan Spatz disease, hemochromatosis, hemochromatosis 
resulting from mutations in transferrin receptor 2, hemoglo 
binopathies, hepatitis, hepatitis (Brock), hepatitis C, hepato 
cellular carcinoma, hereditary hemochromatosis, HIV or 
other viral illnesses, Huntington's disease, hyperferritinemia, 
hypochromic microcytic anemia, hypoferremia, insulin resis 
tance, iron deficiency anemia, iron deficiency disorders, iron 
overload disorders, iron-deficiency conditions with hepcidin 
excess, juvenile hemochromatosis (HFE2), multiple sclero 
sis, mutation in transferrin receptor 2, HFE, hemojuvelin, 
ferroportin or other genes of iron metabolism, neonatal hemo 
chromatosis, neurodegenerative diseases related to iron, 
osteopenia, osteoporosis pancreatitis, Pantothenate kinase 
associated neurodegeneration, Parkinson's disease, pellagra, 
pica, porphyria, porphyria cutanea tarda, pseudoencephalitis, 
pulmonary hemosiderosis, red blood cell disorders, rheuma 
toid arthritis, sepsis, sideroblastic anemia, Systemic lupus 
erythematosus, thalassemia, thalassemia intermedia, transfu 
sional iron overload, tumors, vasculitis, vitamin B6 defi 
ciency, vitamin B12 deficiency, and/or Wilson's disease. 
0020. In yet another aspect, methods are provided for 
treating a mammal with anemia by administration of (a) a 
hepcidin activity antagonist or a hepcidin expression inhibi 
tor and (b) an erythropoiesis stimulator, in therapeutically 
effective amounts. Exemplary hepcidin activity antagonists 
include antibodies that bind human hepcidin. Exemplary hep 
cidin expression inhibitors include polynucleotides or oligo 
nucleotides that bind a human hepcidin nucleic acid. Exem 
plary erythropoiesis stimulators include erythropoietin, 
erythropoietin agonist variants, and peptides or antibodies 
that bind and activate erythropoietin receptor. Erythropoiesis 
stimulators include, but are not limited to, epoetin alfa, epo 
etin beta, epoetin delta, epoetin omega, epoetin iota, epoetin 
Zeta, and analogs thereof, mimetic peptides, mimetic antibod 
ies and HIF inhibitors (see U.S. Patent Publication No. 2005/ 
0020487, the disclosure of which is incorporated by reference 
in its entirety). In particular, erythropoietin includes, but is 
not limited to, erythropoietin molecules or variants or analogs 
thereofas disclosed in the following patents or patent appli 
cations, which are each hereinincorporated by reference in its 
entirety: U.S. Pat. Nos. 4,703,008: 5,441,868; 5,547,933; 
5,618,698; 5,621,080; 5,756,349; 5,955,422 and 5,856,298; 
and WO 91/05867; WO95/05465; WO 00/24893 and WO 
01/81405. In certain exemplary embodiments, the erythro 
poiesis stimulator is selected from the group consisting of 
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human erythropoietin (SEQID NO: 72) and darbepoetin alfa 
(SEQ ID NO: 73). Exemplary forms of anemia that may be 
treated according to Such methods include anemia of inflam 
mation, anemia of cancer, chemotherapy induced anemia, 
iron deficiency anemia, a disorder of iron homeostasis, fer 
roportin disease, or anemia resulting from kidney disease. 
Also provided are methods of treating a mammal with anemia 
that is hypo-responsive, or even resistant, to therapy with an 
erythropoiesis stimulator, comprising administering a thera 
peutically effective amount of a hepcidin activity antagonist, 
or alternatively a therapeutically effective amount of a hep 
cidin expression inhibitor. 
0021. In another related aspect, kits for treating a disorder 
associated with elevated hepcidin levels, or a hepcidin-related 
disorder, or a disorder of iron homeostasis, or a mammal with 
anemia, are also provided. In one exemplary embodiment, the 
kit includes (a) a hepcidin activity antagonist or a hepcidin 
expression inhibitor, and (b) an erythropoiesis stimulator, and 
optionally, iron. In another exemplary embodiment, the kit 
includes a hepcidin activity antagonist, or a hepcidin expres 
sion inhibitor, and a label attached to or packaged with the 
container, the label describing use of the hepcidin activity 
antagonist, or the hepcidin expression inhibitor, with an 
erythropoiesis stimulator. In yet another exemplary embodi 
ment, the kit includes an erythropoiesis stimulator and a label 
attached to or packaged with the container, the label describ 
ing use of the erythropoiesis stimulator with a hepcidin activ 
ity antagonist, or a hepcidin expression inhibitor. Also pro 
vided is the use of a hepcidin activity antagonist or a hepcidin 
expression inhibitor in preparation of a medicament for 
administration with an erythropoiesis stimulator, as well as 
use of an erythropoiesis stimulator in preparation of a medi 
cament for administration with a hepcidin activity antagonist 
or a hepcidin expression inhibitor. In any of these kits or uses, 
the hepcidin activity antagonist (or hepcidin expression 
inhibitor) and the erythropoiesis stimulator can be in separate 
vials or can be combined together in a single pharmaceutical 
composition. In yet another embodiment, the hepcidin activ 
ity antagonist (or hepcidin expression inhibitor) or the eryth 
ropoiesis stimulator, or both, can be combined with iron in a 
single pharmaceutical composition or can be in separate vials. 
0022. In a different aspect, a composition of purified, bio 
active, correctly-folded, non-urinary human hepcidin is pro 
vided comprising SEQID NO: 96 wherein at least 80%, 85%, 
90%. 95%, 98% or 99% of the human hepcidin in the com 
position has a C2-C4 disulfide bond, a C5-C7 disulfide bond, 
a C1-C8 disulfide bond, and a C3-C6 disulfide bond. In some 
embodiments, the human hepcidin has been chemically Syn 
thesized or produced in bacteria or other non-mammalian 
cells. The amount of a properly folded protein in a solution 
can be quantitated by methods known in the art (including 
heteronuclear single quantum correlation (HSQC), Morita et 
al., Protein Science, 12(6), 1216-1221 (2003)). In a related 
embodiment, methods of using Such purified human hepcidin 
compositions are provided, for example, to generate or screen 
for monoclonal antibodies, to identify a hepcidin binding 
partner, or to test a composition comprising an antibody or 
specific binding agent for ability to bind human hepcidin. 
Generation of antibodies involves, e.g., contacting an immu 
noglobulin producing cell with the purified human hepcidin 
composition and isolating an immunoglobulin produced by 
said cell. Screening for antibodies or specific binding agents 
generally involve, for example, contacting a candidate hep 
cidin binding partner with the purified human hepcidin com 
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position and detecting a complex formed between the candi 
date hepcidin binding partner and human hepcidin in the 
composition. In another related embodiment, the method fur 
ther comprises administering the candidate hepcidin binding 
partner to a mammal. Testing an antibody or specific binding 
agent for ability to bind human hepcidin involves, e.g., con 
tacting it with the purified human hepcidin composition or 
fragment thereof retaining proper folding, and detecting a 
complex formed between the human hepcidin and the anti 
body or specific binding agent. 
0023. In a related aspect, a method of refolding a human 
hepcidin polypeptide is provided comprising SEQID NO: 96 
to a correctly-folded, bioactive form comprising (a) exposing 
a human hepcidin polypeptide to a chaotropic agent under 
conditions that promote denaturing, and (b) exposing the 
product of (a) to an oxidizing agent under conditions that 
promote renaturing into a properly folded and bioactive form, 
and (c) recovering a solution comprising the bioactive human 
hepcidin polypeptide, wherein at least 70%, at least 75%, at 
least 80%, at least 85%, at least 86%, at least 87%, at least 
88%, at least 89%, at least 90%, at least 91%, at least 92%, at 
least 93%, at least 94%, at least 95%, at least 96%, at least 
97%, at least 98% or at least 99% or more of the human 
hepcidin polypeptide has a C2-C4 disulfide-bond and a 
C5-C7 disulfide-bond. The amount of a properly folded pro 
tein in a solution can be quantitated by methods known in the 
art (including heteronuclear single quantum correlation 
(HSQC), Morita et al., Protein Science, 12(6), 1216-1221 
(2003). In one embodiment, the correctly-folded bioactive 
hepcidin has an ECs of <100 nM in a cell-based assay. In 
another embodiment, the correctly-folded bioactive hepcidin 
has an ECs of <30 nM in a cell-based assay. In a related 
embodiment, (b) further comprises contacting the human 
hepcidin polypeptide with an oxidizing agent other than air. 
In another embodiment, the oxidizing takes place at a pH of 
greater than 8 and in a solution containing less than 0.1% 
acetic acid. 
0024. In a different aspect, a variant of human hepcidin is 
provided that retains the same or similar disulfide connectiv 
ity, and/or the same or similar predicted three-dimensional 
structure. In exemplary embodiments, the variant retains all 
eight cysteine residues and further retains the C2-C4 disulfide 
bond and/or the C5-C7 disulfide bond. Such variants may 
exhibit agonist or antagonist activity, i.e. retain or inhibit 
hepcidin biological activity (anti-microbial or iron-regulating 
activity). In exemplary embodiments, a hepcidin analog pep 
tide is provided that comprises an amino acid sequence at 
least 70%, at least 75%, at least 80%, at least 85%, at least 
90%, at least 95%, at least 96%, at least 97%, at least 98%, or 
at least 99% identical over its length to SEQ ID NO: 96. 
Hepcidin variants may exhibit one or more of the following: 
retains ferroportin-binding activity (i.e., activates ferroportin 
or inhibits ferroportin iron transport), promotes or inhibits 
iron-regulating activity of mature human hepcidin (SEQ ID 
NO: 9) and/or decreases or increases circulating iron levels in 
V1VO. 

0025. In another aspect, an antibody that detects purified 
mature human hepcidin of SEQID NO:9 as a principal band 
having an approximate molecular weight of less than 6 kd 
(e.g., 3 kd-t2) as determined by a sodium dodecyl Sulfate 
polyacrylamide gel electrophoresis (SDS-PAGE) under 
reducing conditions is provided. 
0026. The foregoing summary is not intended to define 
every aspect of the invention, and additional aspects are 
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described in other sections, such as the Detailed Description. 
The entire document is intended to be related as a unified 
disclosure, and it should be understood that all combinations 
of features described herein are contemplated, even if the 
combination of features are not found together in the same 
sentence, or paragraph, or section of this document. 
0027. In addition to the foregoing, the invention can 
include, as an additional aspect, all embodiments of the 
invention narrower in Scope in any way than the variations 
defined by specific paragraphs herein. For example, certain 
aspects of the invention that are described as a genus, and it 
should be understood that every member of a genus is, indi 
vidually, an aspect of the invention. Also, aspects described as 
a genus or selecting a member of a genus, should be under 
stood to embrace combinations of two or more members of 
the genus. 
0028. It should be understood that while various embodi 
ments in the specification are presented using "comprising 
language, under various circumstances, a related embodi 
ment may also be described using "consisting of or “con 
sisting essentially of language. It is to be noted that the term 
“a” or “an', refers to one or more, for example, “an immuno 
globulin molecule is understood to represent one or more 
immunoglobulin molecules. As such, the terms “a” (or “an'), 
“one or more, and “at least one' can be used interchangeably 
herein. 
0029. It should also be understood that when describing a 
range of values, the characteristic being described could be an 
individual value found within the range. For example, “a pH 
from about pH4 to about pH 6.” could be, but is not limited to, 
pH 4, 4.2, 4.6, 5.1 5.5 etc. and any value in between such 
values. Additionally, “a pH from about pH 4 to about pH 6. 
should not be construed to mean that the pH of a formulation 
in question varies 2 pH units in the range from pH 4 to pH 6 
during storage, but rather a value may be picked in that range 
for the pH of the solution, and the pH remains buffered at 
about that pH. In some embodiments, when the term “about 
is used, it means the recited number plus or minus 5%, 10%, 
15% or more of that recited number. The actual variation 
intended is determinable from the context. Although the 
applicant(s) invented the full scope of the invention described 
herein, the applicants do not intend to claim Subject matter 
described in the prior art work of others. Therefore, in the 
event that statutory prior art within the scope of a claim is 
brought to the attention of the applicants by a Patent Office or 
other entity or individual, the applicant(s) reserve the right to 
exercise amendment rights under applicable patent laws to 
redefine the subject matter of such a claim to specifically 
exclude Such statutory prior art or obvious variations of statu 
tory prior art from the scope of such a claim. Variations of the 
invention defined by Such amended claims also are intended 
as aspects of the invention. 

BRIEF DESCRIPTION OF THE DRAWINGS 

0030 FIG. 1 shows an IRMPD FTMS spectra of all four 
preparations of human hepcidin demonstrating equivalence 
of all three synthetic and recombinant preparations to urinary 
hepcidin. 
0031 FIG. 2 shows 1D H NMR spectra of the four prepa 
rations of human hepcidin demonstrating equivalence of all 
three synthetic and recombinant preparations to urinary hep 
cidin. 
0032 FIG. 3A shows HPLC analysis of partially reduced 
and alkylated hepcidin at pH2. 
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0033 FIG. 3B shows HPLC analysis of partially reduced 
and alkylated hepcidin at pH3. 
0034 FIG. 4 shows a two-dimensional NOESY(dark)- 
TOCSY(light) overlay of backbone fingerprint region of 
recombinant human hepcidin showing backbone resonance 
assignments. 
0035 FIG. 5 shows an overlay of the co-decoupled 2D 
TOCSY and co-decoupled 2D TOCSY-NOESY experi 
ments, as discussed in Example 8. The resonance positions of 
Ha protons are marked with the broken arrows. The asterisk 
denotes a folding artifact. 
0036 FIG. 6 is a schematic of human hepcidin polypep 
tide indicating the various disulfide bonds determined by two 
partial alkylative reduction techniques and confirmed by 
NMR. 
0037 FIG. 7 shows the average backbone structures of 
human hepcidin obtained by Hunter et al. (J. Biol. Chem. 
277:37597-603, 2002) (left) and as determined in Example 8 
(right). 
0038 FIG. 8 shows murine anti-hepcidin antibody Ab 
43’s functional ability to drive down intracellular iron con 
centrations in a beta-lactamase iron-response assay. 
0039 FIG. 9 shows murine anti-hepcidin antibody 2.7’s 
functional ability to drive down intracellular iron concentra 
tions in a beta-lactamase iron-response assay. 
0040 FIG.10 shows murine anti-hepcidinantibody 2.41’s 
functional ability to drive down intracellular iron concentra 
tions in a beta-lactamase iron-response assay. 
0041 FIG.11 demonstrates that an anti-hepcidinantibody 
neutralizes human hepcidin injected into mice. 
0042 FIG. 12 demonstrates that antibody neutralization 
of human hepcidin virally expressed mice restores normal 
early red cell characteristics. 
0043 FIG. 13A shows that viral overexpression of hepci 
din causes hypo-responsiveness to erythropoietin. 
0044 FIG. 13B shows a titration of adenovirus-associated 
virus (AAV)-mediated hepcidin expression and resulting 
serum iron concentrations. 
0045 FIG. 14 shows that suppressing hepcidin restores 
responsiveness to AranespR (darbepoetin alfa) in an inflam 
matory anemia model. 
0046 FIG. 15A shows a schematic of the experimental 
procedure of Example 22. 
0047 FIGS. 15B-E demonstrate that an anti-hepcidin 
antibody restores responsiveness to erythropoietin in mice 
virally over-expressing hepcidin. 
0048 FIG. 16 shows that neutralization of hepcidin by 
anti-hepcidin antibody treatment restores responsiveness to 
erythropoietin in human hepcidin knock-in mice with anemia 
of inflammation. 
0049 FIG. 17A shows a decision tree of iron indices and 
disease states for assessment of a patient, in the absence of 
hepcidin measurement FIG. 17B shows a theoretical decision 
tree for assessment of a patient using measurement of hepci 
din levels. 
0050 FIG. 18 demonstrates that hepcidin levels are 
elevated in anemia of cancer patients (AOC) and not in normal 
patients. 
0051 FIG. 19 demonstrates that hepcidin levels correlate 
with diagnosis of inflammatory anemia and not iron defi 
ciency anemia. 
0052 FIG.20 shows that the commercially available DRG 
prohepcidin ELISA is unable to detect mature hepcidin. 
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0053 FIG. 21 shows prohepcidin concentration measured 
by a sandwich immunoassay, demonstrating that prohepcidin 
is not detectable in serum. 
0054 FIG. 22 shows a prohepcidin western blot, indicat 
ing that prohepcidin is degraded in serum unless protected by 
the presence of furin inhibitors 
0055 FIG. 23 shows that hepcidin and prohepcidin levels 
(as measured by the commercially available DRG prohepci 
din ELISA) do not correlate in patient samples. 
0056 FIGS. 24A-B show that hepcidin levels are related 
to inflammatory status as assessed by C-reactive protein (A), 
and prohepcidin levels are not (B). 
0057 FIGS. 25A-B show that hepcidin levels aid in diag 
nosis of anemia of inflammation (A), and prohepcidin levels 
do not (B). 
0058 FIGS. 26A-B demonstrate that hepcidin levels cor 
relate with diagnosis of inflammatory anemia (A), and pro 
hepcidin levels do not (B). 
0059 FIG. 27 demonstrates that polyclonal antibodies 
raised against mature hepcidin can be used to construct a 
sandwich ELISA. 
0060 FIG. 28 shows a Biacore experiment demonstrating 
that two monoclonal antibodies can bind to hepcidin at once. 
0061 FIG.29 demonstrates that a sandwich ELISA can be 
constructed with monoclonal antibodies raised against 
mature hepcidin. 
0062 FIG.30 shows the concentration of hepcidin present 
in buffer, rabbit serum and pooled human serum as deter 
mined by a competitive binding assay. 
0063 FIG. 31 demonstrates the measurement of hepcidin 
in human Sera. 
0064 FIG. 32 demonstrates the concentration of hepcidin 
present in normal human Sera using a competitive binding 
assay. 
0065 FIG. 33 comparison of hepcidin levels detected in 
random human donors measured using the sandwich ELISA, 
competitive ELISA and mass spectrometric techniques. 
0.066 FIG. 34 demonstrates that AOC patients with 
elevated hepcidin levels also have elevated C-reactive protein 
(CRP levels). 

DETAILED DESCRIPTION OF THE INVENTION 

0067. The human hepcidin gene encodes an 84 residue 
pre-propeptide (SEQ ID NO: 8). The corresponding cDNA 
and genomic sequences are set forth in SEQID NOs: 7 and 
100, respectively. The 24-residue N-terminal signal peptide 
(residues 1-24 of SEQID NO: 8) is first cleaved to produce 
pro-hepcidin, which is then further processed by cleavage of 
the prodomain (residues 25-59 of SEQID NO: 8) to produce 
the 25-residue mature hepcidin (residues 60-84 of SEQ ID 
NO: 8, set forth in SEQID NO:9). In addition to the primary 
25 amino acid form, further N-terminally truncated forms that 
are 20 or 22 amino acids in length can be identified in urine 
(20 amino acids, SEQID NO: 96; and 22 amino acids, SEQ 
ID NO: 98). Mature human hepcidin contains eight cysteine 
residues, which are referred to herein sequentially as C1 
through C8 (numbered from the N-terminus to the C-termi 
nus). 
0068. The novel disulfide connectivity reported herein and 
the corresponding modeled three-dimensional structure of 
hepcidin also permits the production of hepcidin variants that 
retain the same or similar disulfide connectivity and that are 
useful as modulators of hepcidin biological activity. For 
example, molecules that bind to and activate hepcidin recep 
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tor, molecules that bind to and cause internalization offer 
roportin, or molecules that act as competitive inhibitors rela 
tive to hepcidin can be designed and produced. 

I. Purified, Correctly-Folded Human Hepcidin Compositions 

0069. Hepcidin polypeptides may need to be “refolded” 
and oxidized into a proper tertiary structure and generating 
disulfide linkages in order to be biologically active. Refolding 
can be accomplished using the procedures described herein 
and others well known in the art. Such methods include, for 
example, exposing the Solubilized polypeptide agent to a pH 
usually above 7 in the presence of a chaotropic agent. A 
chaotropic agent is a compound, including, without limita 
tion, guanidine hydrochloride (guanidinium hydrochloride, 
GdnHCl), guanidine Sulfate, urea, sodium thiocyanate, sar 
cosyl, Sodium dodecyl sulfate, sodium octyl sulfate and/or 
other compounds which disrupt the noncovalent intermolecu 
lar bonding within the protein, permitting the polypeptide 
chain to assume a substantially random conformation. 
0070. In most cases, the refolding/oxidation solution will 
also contain a reducing agent plus its oxidized form in a 
specific ratio to generate a particular redox potential which 
allows for disulfide shuffling to occur for the formation of 
cysteine bridges. A reducing agent is capable of transferring 
electrons and, in so doing, “reducing bonds between various 
atoms. In the context of various embodiments of the inven 
tion, a reducing agent will disrupt intra- and intermolecular 
interactions, in particular, those involving disulfide bridges. 
Exemplary reducing agents, according to the various embodi 
ments of the invention include diothiothreitol, glutathione, 
dithioerythritol, or 3-mercaptoethanol. Some commonly 
used redox couples include cysteine/cystamine, glutathione/ 
dithiobisCSH, cupric chloride, dithiothreitol DTT/dithiane 
DTT, and 2-mercaptoethanol (bME)/dithio-bME. In many 
instances, a co-solvent may be used to increase the efficiency 
of the refolding. Commonly used cosolvents include glyc 
erol, polyethylene glycol of various molecular weights, and 
arginine. 
0071. Once refolded, the disulfide connectivity of a hep 
cidin polypeptide can be assessed by a variety of techniques 
known in the art. In one aspect, the technique is NEM partial 
reductive alkylation; in another it is Fourier transform mass 
spectrometry (FT-MS). NEM partial reductive alkylation and 
FT-MS are discussed in more detail in Examples 1 and 4. 
0072 FT-MS (Fourier transform mass spectrometry) can 
be used to assess disulfide connectivity. As known in the art, 
FT-MS is based on the principle of a charged particle orbiting 
in a strong, stable magnetic field. By detecting the current 
generated by the orbiting ions, a Fourier transform may be 
used to determine the m/z of the ions. Advantageously, this 
procedure allows for very high mass resolution and the ability 
to perform convenient tandem mass spectroscopy experi 
ments. Together, this allows for the unequivocal assignment 
of the proteolytic fragments under analysis. (See, e.g., Mar 
shall et al., Mass Spectrometry Reviews, 17:1-35, 1998: 
Lewis et al., Proc Natl AcadSci USA.,95:8596-601, 1998; Li 
et al., Anal Chem, 66:2077-83, 1994) FT-MS is discussed in 
more detail in Examples 1 and 4. 
0073. The amount of a properly folded protein in a solu 
tion can be quantitated by methods known in the art (includ 
ing heteronuclear single quantum correlation (HSQC), 
Morita et al., Protein Science, 12(6), 1216-1221 (2003)). A 
misfolded protein Such as hepcidin will have unique cross 
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peaks in an HSQC spectrum. By integrating these peaks, in 
principle, the percentage of misfolding is quantitated. 

II. Hepcidin Antagonists 

0074 Various embodiments of the invention provide for 
the production and the use of two different categories of 
hepcidin antagonists: (a) hepcidin activity antagonists or (b) 
hepcidin expression inhibitors. 
0075. As used herein, “hepcidin activity antagonist' 
means a substance that inhibits human hepcidin's iron-regu 
lating activity but that does not inhibit expression of the 
hepcidin gene or hepcidin mRNA. 
0076. As used herein, “hepcidin expression inhibitor 
means a Substance that inhibits expression of hepcidin gene or 
hepcidin mRNA. 
0077 Hepcidin activity antagonists and hepcidin expres 
sion inhibitors are mutually exclusive categories, although 
both fall under a general category of “hepcidin antagonist.” 
0078. In one aspect, the hepcidinactivity antagonist can be 
a substance that inhibits the function of hepcidin, for 
example, by inhibiting binding between hepcidin and fer 
roportin, by inhibiting hepcidin-controlled cellular iron 
retention, or by facilitating ferroportin dependent iron trans 
port. Hepcidin activity antagonists in this category include 
antibodies or peptide-based specific binding agents that bind 
hepcidin and inhibit its activity, including any of the antibod 
ies described herein; hepcidin variants and derivatives thereof 
that bind to ferroportin but do not activate ferroportin iron 
transport; and Small organic chemical compounds, optionally 
of less than about 1000 Daltons in molecular weight that bind 
hepcidin and inhibits its activity. 
007.9 Hepcidin expression inhibitors include polynucle 
otides or oligonucleotides that bind to hepcidin DNA or 
mRNA and inhibit hepcidin expression, including antisense 
oligonucleotides, inhibitory RNA, DNA enzyme, ribozyme, 
an aptamer or pharmaceutically acceptable salts thereof that 
inhibit the expression of hepcidin. 
0080 A. Anti-Hepcidin Antibodies and Specific Binding 
Agents 
I0081 Various embodiments of the invention provide anti 
bodies, including monoclonal antibodies, that bind human 
hepcidin, methods of producing such antibodies, methods of 
using Such antibodies for detecting hepcidin, pharmaceutical 
formulations including Such antibodies, methods of prepar 
ing the pharmaceutical formulations, and methods of treating 
patients with the pharmaceutical formulations, including 
combination therapy with erythropoiesis stimulators as 
described below. Nucleic acids encoding such antibodies, 
vectors and recombinant host cells comprising such nucleic 
acids, and methods of producing Such antibodies are also 
provided. 
I0082. The term “antibody' is used in the broadest sense 
and includes fully assembled antibodies, monoclonal anti 
bodies, polyclonal antibodies, multispecific antibodies (in 
cluding bispecific antibodies), antibody fragments that can 
bind an antigen (including, Fab'. F(ab). Fv, single chain 
antibodies, diabodies), and recombinant peptides comprising 
the foregoing as long as they exhibit the desired biological 
activity. Multimers or aggregates of intact molecules and/or 
fragments, including chemically derivatized antibodies, are 
contemplated. Antibodies of any isotype class or Subclass, 
including IgG, IgM, Ig|D, IgA, and IgE, IgG1, IgG2, IgG3. 
IgG4, IgA1 and IgA2, or any allotype, are contemplated. 
Different isotypes have different effector functions; for 
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example, IgG1 and IgG3 isotypes have antibody-dependent 
cellular cytotoxicity (ADCC) activity. 
0083. In some embodiments, the antibodies exhibit desir 
able characteristics Such as binding affinity as measured by 
K (equilibrium dissociation constant) for hepcidin in the 
range of 1x10 M or less, or ranging down to 10 M or 
lower, (e.g., about 107, 10, 10, 10', 10'', 10°, 
10, 10, 10', 10 Morless). The equilibrium disso 
ciation constant can be determined in Solution equilibrium 
assay using BIAcore and/or KinEXA, such as described in. 
Examples 13 and 14. 
0084. In other embodiments, the antibodies exhibit speci 

ficity for hepcidin. As used herein, an antibody is “specific 
for human hepcidin when it has a significantly higher bind 
ing affinity for, and consequently is capable of distinguishing, 
human hepcidin compared to other unrelated proteins in dif 
ferent families. In some embodiments, such antibodies may 
also cross-react with hepcidin of other species, such as 
murine, rat, or primate hepcidin; while in other embodiments, 
the antibodies bind only to human or primate hepcidin and not 
significantly to rodent hepcidin. In exemplary embodiments, 
antibodies bind to human and cynomologous monkey hepci 
din but not significantly to rodent hepcidin. In some embodi 
ments, antibodies specific for hepcidin cross-react with other 
proteins in the same family, while in other embodiments, the 
antibodies distinguish hepcidin from other related family 
members, including defensins or mouse hepc2. 
0085. In yet other embodiments, the monoclonal antibod 
ies inhibit (or neutralize) hepcidin iron-regulating activity, in 
vitro and preferably also in vivo. Such hepcidin-neutralizing 
antibodies are therapeutically useful for hepcidin-related dis 
orders or disorders of iron homeostasis. Hepcidin neutraliz 
ing activity can be measured through a number of markers, for 
example, ferritin/iron levels, red blood cell count, red blood 
cell characteristics (hemoglobin content and/or cell Volume), 
early red blood cell characteristics (reticulocyte numbers, 
hemoglobin content or cell Volume) (Clinical Hematology, 
third edition, Lippincott, Williams and Wilkins; editor Mary 
L. Turgeon, 1999) ferroportin internalization, or iron trans 
port. In an exemplary embodiment, the monoclonal antibody 
decreases intracellular iron concentration at an ECs of about 
10 Morless and/or increases circulating iron concentration. 
I0086. In some embodiments, a monoclonal antibody as 
described herein antagonizes the effect of human hepcidin or 
inhibits hepcidin iron-regulating activity. In some embodi 
ments, a monoclonal antibody as described herein exerts an 
effect at an ECs of about 1x10 Morless, or about 1x107 
M or less. For example, an antibody may decrease the intra 
cellular iron level in a cell at an ECso of about 1x10 Mor 
less, or may reduce ferritin expression at an ECs of about 
1x10M or less, as determined by a ferritin assay. In other 
embodiments, a monoclonal antibody as described herein 
may reduce free serum hepcidin levels by at least about 20%, 
by at least about 30%, by at least about 40%, by at least about 
50%, by at least about 60%, by at least about 70%, by at least 
about 80%, or by at least about 90%. In other embodiments, 
a monoclonal antibody as described herein may increase red 
blood cell count (number), red blood cell mean cell volume or 
red blood cell hemoglobin content, increase hemoglobin, 
increase hematocrit, increase Tsat, increase circulating (or 
serum) iron levels, and/or increase or normalize reticulocyte 
count, reticulocyte mean cell Volume, reticulocyte hemoglo 
bin content or reticulocyte numbers. 
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I0087. In specific exemplary embodiments, the invention 
contemplates: 
I0088 1) a monoclonal antibody that retains any one, two, 
three, four, five, or six of CDRH1, CDRH2, CDRH3, 
CDRL1, CDRL2 or CDRL3 of any of antibody Ab43, 2.7, 
2.41, R9, 1C9; 1 S1, 1S2, 1S3, 1 S4, 1S5, 3B3; 4E1, 7A3, 
9D12, 12B9, 15E1, 18D8, 19C1, 19D12, 19H6, 23F11, and 
26F11, optionally including one or two mutations in Such 
CDR(s), 
I0089. 2) a monoclonal antibody that retains all of CDRH1, 
CDRH2, CDRH3, or the heavy chain variable region of any of 
antibody Ab43, 2.7, 2.41, R9, 1C9; 1 S1, 1S2, 1S3, 1S4, 1S5, 
3B3; 4E1, 7A3, 9D12, 12B9, 15E1, 18D8, 19C1, 19D12, 
19H6, 23F11, and 26F11, optionally including one or two 
mutations in such CDR(s), 
0090 3) a monoclonal antibody that retains all of CDRL1, 
CDRL2, CDRL3, or the light chain variable region of any of 
antibody Ab43, 2.7, 2.41, R9, 1C9; 1 S1, 1S2, 1S3, 1S4, 1S5, 
3B3; 4E1, 7A3, 9D12, 12B9, 15E1, 18D8, 19C1, 19D12, 
19H6, 23F11, and 26F11, optionally including one or two 
mutations in such CDR(s), 
0091 4) a monoclonal antibody that binds to the same 
epitope of mature human hepcidin as antibody Ab43, 2.7, 
2.41, R9, 1C9; 1 S1, 1S2, 1S3, 1 S4, 1S5, 3B3; 4E1, 7A3, 
9D12, 12B9, 15E1, 18D8, 19C1, 19D12, 19H6, 23F11, and 
26F11, e.g. as determined through X-ray crystallography, or 
a conformational epitope comprising an amino acid within 
amino acids 1-5 of SEQID NO:9 and/or an amino acid within 
a loop formed by amino acids 10-13 of SEQID NO:9 and/or 
an amino acid within a loop formed by amino acids 14-22 of 
SEQID NO: 9; and 
0092 5) a monoclonal antibody that competes with anti 
body Ab43, 2.7, 2.41, R9, 1C9; 1S1, 1S2, 1S3, 1S4, 1S5,3B3; 
4E1, 7A3, 9D12, 12B9, 15E1, 18D8, 19C1, 19D12, 19H6, 
23F11, and 26F11 for binding to mature human hepcidin by 
more than about 75%, more than about 80%, or more than 
about 81%, 82%, 83%, 84%, 85%, 86%, 87%, 88%, 89%, 
90%, 91%, 92%, 93%, 94% or 95%. 
0093. In one embodiment, the antibody comprises at least 
one, two, three, four, five or all of the amino acid sequences 
selected from the group consisting of SEQID NOs: 16-21. In 
another embodiment, the antibody comprises at least one, 
two, three, four, five or all of the amino acid sequences 
selected from the group consisting of SEQ ID NOs: 28-33 
(2.7 CDRs). In another embodiment, the antibody comprises 
at least one, two, three, four, five or all of the amino acid 
sequences selected from the group consisting of SEQ ID 
NOs: 40-45 (2.41 CDRs). In yet another embodiment, the 
antibody comprises at least one, two, three, four, five or all of 
the amino acid sequences selected from the group consisting 
of SEQID NOs: 52-57 (R9 CDRs). In another embodiment, 
the antibody comprises at least one, two, three, four, five or all 
of the amino acid sequences selected from the group consist 
ing of SEQ ID NOs: 111-116 (1C9 CDRs). In another 
embodiment, the antibody comprises at least one, two, three, 
four, five or all of the amino acid sequences selected from the 
group consisting of SEQ ID NOs: 121-126 (3B3 CDRs). In 
yet another embodiment, the antibody comprises at least one, 
two, three, four, five or all of the amino acid sequences 
selected from the group consisting of SEQID NOs: 131-136 
(4E1 CDRs). In another embodiment, the antibody comprises 
at least one, two, three, four, five or all of the amino acid 
sequences selected from the group consisting of SEQ ID 
NOs: 141-146 (7A3 CDRs). In another embodiment, the anti 
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body comprises at least one, two, three, four, five or all of the 
amino acid sequences selected from the group consisting of 
SEQ ID NOs: 151-156 (9D12 CDRs). In another embodi 
ment, the antibody comprises at least one, two, three, four, 
five orall of the amino acid sequences selected from the group 
consisting of SEQ ID NOs: 161-166 (12B9 CDRs). In yet 
another embodiment, the antibody comprises at least one, 
two, three, four, five or all of the amino acid sequences 
selected from the group consisting of SEQID NOs: 171-176 
(15E1 CDRs). In another embodiment, the antibody com 
prises at least one, two, three, four, five orall of the amino acid 
sequences selected from the group consisting of SEQ ID 
NOs: 314-319 (18D8 CDRs). In another embodiment, the 
antibody comprises at least one, two, three, four, five or all of 
the amino acid sequences selected from the group consisting 
of SEQ ID NOs: 324-329 (19C1 CDRs). In yet another 
embodiment, the antibody comprises at least one, two, three, 
four, five or all of the amino acid sequences selected from the 
group consisting of SEQID NOS:294-299 (19D12 CDRs). In 
another embodiment, the antibody comprises at least one, 
two, three, four, five or all of the amino acid sequences 
selected from the group consisting of SEQID NOs: 304-309 
(19H6CDRs). In yet another embodiment, the antibody com 
prises at least one, two, three, four, five orall of the amino acid 
sequences selected from the group consisting of SEQ ID 
NOs: 181-186 (23F11 CDRs). In another embodiment, the 
antibody comprises at least one, two, three, four, five or all of 
the amino acid sequences selected from the group consisting 
of SEQID NOs: 191-196 (26F11 CDRs). In another embodi 
ment, the antibody comprises at least one, two, three, four, 
five orall of the amino acid sequences selected from the group 
consisting of SEQ ID NOs: 203-205 and 131-133 (1S1 
CDRs). In another embodiment, the antibody comprises at 
least one, two, three, four, five or all of the amino acid 
sequences selected from the group consisting of SEQ ID 
NOs: 214-216 and 144-146 (1S2 CDRs). In yet another 
embodiment, the antibody comprises at least one, two, three, 
four, five or all of the amino acid sequences selected from the 
group consisting of SEQID NOs: 225-227 and 164-166 (1S3 
CDRs). In another embodiment, the antibody comprises at 
least one, two, three, four, five or all of the amino acid 
sequences selected from the group consisting of SEQ ID 
NOs: 236-238 and 174-176 (1S4CDRs). In another embodi 
ment, the antibody comprises at least one, two, three, four, 
five orall of the amino acid sequences selected from the group 
consisting of SEQ ID NOs: 247-249 and 184-186 (1S5 
CDRs). 
0094. In some embodiments, the antibody comprises all 
three light chain CDRs, all three heavy chain CDRs, or all six 
CDRs. In some exemplary embodiments, two light chain 
CDRs from an antibody may be combined with a third light 
chain CDR from a different antibody. Alternatively, a CDRL1 
from one antibody can be combined with a CDRL2 from a 
different antibody and a CDRL3 from yet another antibody, 
particularly where the CDRs are highly homologous. Simi 
larly, two heavy chain CDRs from an antibody may be com 
bined with a third heavy chain CDR from a different anti 
body; or a CDRH1 from one antibody can be combined with 
a CDRH2 from a different antibody and a CDRH3 from yet 
another antibody, particularly where the CDRs are highly 
homologous. 
0095 Consensus CDRs may also be used. In an exemplary 
embodiment, the antibody comprises one or more of the 
amino acid sequences set forth in SEQID NO: 74 (XASN 
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LES), SEQ ID NO: 75 (XQSNEE) and SEQ ID NO: 76 
(QQXNEX), SEQ ID NO: 28 (RASESVDSYGNSFMH), 
SEQID NO: 77 (WINTXSGVPTYADDFXG), SEQID NO: 
78 (XXYYGX*A*Y), SEQ ID NO: 19 (TYGMS), SEQ ID 
NO: 284 (VIXYXXSNKYYADSVKG), SEQ ID NO: 285 
(WIXAXNGXXXXAXXXQX), SEQ ID NO: 286 
(AQEGXAPDAFDI), SEQID NO: 287 (QAWYSSTNVX), 
SEQID NO: 288 (QAWDSSTAXX), SEQID NO: 289 (QS 
DYSSXXX*), wherein X is any amino acid and * can be 
absent or any amino acid. 
0096. In yet another exemplary embodiment, the antibody 
comprises the light and/or heavy chain variable region of an 
antibody, e.g., SEQID NO: 15 (Ab43 heavy chain variable 
region), and/or SEQ ID NO: 13 (Ab43 light chain variable 
region); SEQ ID NO: 27 (2.7 heavy chain variable region), 
and/or SEQID NO:25 (2.7 light chain variable region): SEQ 
ID NO:39 (2.41 heavy chain variable region), and/or SEQID 
NO:37 (2.41 light chain variable region); or SEQID NO: 51 
(R9 heavy chain variable region), and/or SEQID NO: 49 (R9 
light chain variable region), SEQ ID NO: 110 (1C9 heavy 
chain variable region) and/or SEQ ID NO: 108 (1C9 light 
chain variable region); or SEQID NO: 120 (3B3 heavy chain 
variable region) and/or SEQ ID NO: 118 (3B3 light chain 
variable region); SEQID NO: 130 (4E1 heavy chain variable 
region) and/or SEQ ID NO: 128 (4E1 light chain variable 
region); or SEQ ID NO: 140 (7A3 heavy chain variable 
region) and/or SEQ ID NO: 138 (7A3 light chain variable 
region); or SEQ ID NO: 150 (9D12 heavy chain variable 
region) and/or SEQID NO: 148 (9D12 light chain variable 
region): SEQ ID NO: 160 (12B9 heavy chain variable 
region), and/or SEQID NO: 158 (12B9 light chain variable 
region): SEQID NO: 170 (15E1 heavy chain variable region) 
and/or SEQID NO: 168 (15E1 light chain variable region): 
SEQID NO:313 (18D8 heavy chain variable region) and/or 
SEQID NO:311 (18D8 light chain variable region): SEQID 
NO:323 (19C1 heavy chain variable region) and/or SEQID 
NO:321 (19C1 light chain variable region): SEQID NO: 293 
(19D12 heavy chain variable region) and/or SEQID NO: 291 
(19D12 light chain variable region); SEQID NO:303 (19H6 
heavy chain variable region) and/or SEQID NO: 301 (19H6 
light chain variable region): SEQID NO: 180 (23F11 heavy 
chain variable region) and/or SEQID NO: 178 (23F11 light 
chain variable region): SEQID NO: 190 (26F11 heavy chain 
variable region) and/or SEQID NO: 188 (26F11 light chain 
variable region); or SEQID NO: 202 (1S1 heavy chain vari 
able region) and/or SEQID NO: 128 (1S1 light chain variable 
region); SEQ ID NO: 213 (1S2 light chain variable region) 
and/or SEQID NO: 140 (1S2 heavy chain variable region); 
SEQ ID NO: 224 (1S3 light chain variable region) and/or 
SEQID NO: 160 (1S3 heavy chain variable region); SEQID 
NO: 235 (1S4 light chain variable region) and/or SEQID NO: 
170 (1S4 heavy chain variable region; or SEQ ID NO: 246 
(1S5 light chain variable region) and/or SEQ ID NO: 190 
(1S5 heavy chain variable region. 
0097. In some embodiments, an antibody is provided that 
comprises a polypeptide having an amino acid sequence at 
least about 65%, 70%, 75%, 80%, 81%, 82%, 83%, 84%, 
85%. 86%, 87%, 88%, 89%, 90%, 91%, 92%, 93%, 94%, 
95%, 96%, 97%, 98%, 99% or more identical to an amino 
acid sequence selected from the group consisting of SEQID 
NOs: 15 (Ab43 heavy chain variable region), 27 (2.7 heavy 
chain variable region), 39 (2.41 heavy chain variable region), 
51 (R9 heavy chain variable region), 110 (1C9 heavy chain 
variable region), 120 (3B3 heavy chain variable region), 130 
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(4E1 heavy chain variable region), 140 (7A3 heavy chain 
variable region), 150 (9D12 heavy chain variable region), 160 
(12B9 heavy chain variable region), 170 (15E1 heavy chain 
variable region),313 (18D8 heavy chain variable region),323 
(19C1 heavy chain variable region), 293 (19D12 heavy chain 
variable region),303 (19H6 heavy chain variable region), 180 
(23F11 heavy chain variable region), 190 (26F11 heavy chain 
variable region), 202 (1S1 heavy chain variable region), 13 
(Ab43 light chain variable region), 25 (2.7 light chain variable 
region), 37 (2.41 light chain variable region), 49 (R9 light 
chain variable region), 108 (1C9 light chain variable region), 
118 (3B3 light chain variable region), 128 (4E1 light chain 
variable region), 138 (7A3 light chain variable region), 148 
(9D12 light chain variable region), 158 (12B9 light chain 
variable region), 168 (15E1 light chain variable region), 311 
(18D8 light chain variable region), 321 (19C1 light chain 
variable region), 291 (19D12 light chain variable region),301 
(19H6 light chain variable region), 178 (23F11 light chain 
variable region), 188 (26F11 light chain variable region), 213 
(1S2 light chain variable region), 224 (1S3 light chain vari 
able region), 235 (1 S4 light chain variable region), and 246 
(1S5 light chain variable region) the polypeptide further com 
prising at least one or more of the amino acid sequences set 
forth in SEQID NOs: 16-21 (Ab43 CDRs), 28-33 (2.7CDRs), 
40-45 (2.41 CDRs), 52-57 (R9 CDRs), 111-116 (1C9 CDRs), 
121-126 (3B3 CDRs), 131-136 (4E1 CDRs), 141-146 (7A3 
CDRs), 151-156 (9D12 CDRs), 161-166 (12B9 CDRs), 171 
176 (15E1 CDRs), 314-319 (18D8 CDRs), 324-329 (19C1 
CDRs), 294-299 (19D12 CDRs), 304-309 (19H6 CDRs), 
181-186 (23F11 CDRs), 191-196 (26F11 CDRs), 203-205 
and 131-133 (1S1 heavy chainCDRs), 214-216 and 144-146 
(1S2 light chain CDRs), 225-227 and 164-166 (1S3 light 
chain CDRs), 236-238 and 174-176 (1S4 light chain CDRs) 
and 247-249 and 184-186 (1S5 light chain CDRs). In any of 
the foregoing embodiments, the polypeptide includes a 
sequence comprising one or two modifications to any of the 
amino acid sequences set forth in SEQID NOs: 16-21 (Ab43 
CDRs), 28-33 (2.7CDRs), 40-45 (2.41 CDRs), 52-57 (R9 
CDRs), 111-116 (1C9 CDRs), 121-126 (3B3 CDRs), 131 
136 (4E1 CDRs), 141-146 (7A3 CDRs), 151-156 (9D12 
CDRs), 161-166 (12B9 CDRs), 171-176 (15E1 CDRs), 314 
319 (18D8 CDRs), 324-329 (19C1 CDRs), 294-299 (19D12 
CDRs), 304-309 (19H6 CDRs), 181-186 (23F11 CDRs), 
191-196 (26F11 CDRs), 203-205 and 131-133 (1S1 heavy 
chainCDRs), 214-216 and 144-146 (1S2 light chain CDRs), 
225-227 and 164-166 (1S3 light chain CDRs), 236-238 and 
174-176 (1S4 light chain CDRs) and 247-249 and 184-186 
(1S5 light chain CDRs). 
0098. The cDNA and amino acid sequences for the full 
length light and heavy chains of each of antibodies 1C9, 3B3, 
4E1, 7A3, 9D12, 12B9, 15E1, 23F11 and 26F11 are also 
provided. The cDNA sequences encoding the full length light 
chain of antibodies 1C9, 3B3, 4E1, 7A3,9D12, 12B9, 15E1, 
23F11,26F11, 182, 1S3, 1S4 and 1 S5, including the constant 
region, are set forth in SEQID NOs: 197,208,219, 230, 241, 
252,256, 260,264, 217, 228, 239 and 250, respectively. The 
amino acid sequences of the full length light chain of anti 
bodies 1C9, 3B3, 4E1, 7A3, 9D12, 12B9, 15E1, 23F11, 
26F11, 1S2, 1S3, 1S4 and 1 S5, including the constant region, 
are set forth in SEQ ID NOs: 198 (of which residues 1-20 
correspond to the signal peptide and the remainder is the 
mature polypeptide), 209 (of which residues 1-19 correspond 
to the signal peptide and the remainder is the mature polypep 
tide), 220 (of which residues 1-20 correspond to the signal 
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peptide and the remainder is the mature polypeptide), 231 (of 
which residues 1-20 correspond to the signal peptide and the 
remainder is the mature polypeptide), 242 (of which residues 
1-19 correspond to the signal peptide and the remainder is the 
mature polypeptide), 253 (of which residues 1-20 correspond 
to the signal peptide and the remainder is the mature polypep 
tide), 257 (of which residues 1-20 correspond to the signal 
peptide and the remainder is the mature polypeptide), 261 (of 
which residues 1-19 correspond to the signal peptide and the 
remainder is the mature polypeptide), 265 (of which residues 
1-19 correspond to the signal peptide and the remainder is the 
mature polypeptide), 218 (of which residues 1-22 correspond 
to the signal peptide and the remainder is the mature polypep 
tide), 229 (of which residues 1-22 correspond to the signal 
peptide and the remainder is the mature polypeptide), 240 (of 
which residues 1-22 correspond to the signal peptide and the 
remainder is the mature polypeptide) and 251 (of which resi 
dues 1-22 correspond to the signal peptide and the remainder 
is the mature polypeptide), respectively. 
0099. The cDNA sequences encoding the full length 
heavy chain of antibodies 1 C9,3B3, 4E1, 7A3,9D12, 12B9, 
15E1, 23F11, 26F11 and 1S1, including the constant region, 
are set forth in SEQID NOs: 199, 210, 221, 232, 243, 254, 
258, 262, 266 and 206, respectively. The amino acid 
sequences of the full length heavy chain of antibodies 1C9, 
3B3, 4E1, 7A3,9D12, 12B9, 15E1, 23F11, 26F11 and 1 S1, 
including the constant region, are set forth in SEQID NOs: 
200 (of which residues 1-19 correspond to the signal peptide 
and the remainder is the mature polypeptide), 211 (of which 
residues 1-19 correspond to the signal peptide and the 
remainder is the mature polypeptide), 222 (of which residues 
1-19 correspond to the signal peptide and the remainder is the 
mature polypeptide), 233 (of which residues 1-19 correspond 
to the signal peptide and the remainder is the mature polypep 
tide), 244 (no signal peptide), 255 (of which residues 1-19 
correspond to the signal peptide and the remainder is the 
mature polypeptide), 259 (of which residues 1-19 correspond 
to the signal peptide and the remainder is the mature polypep 
tide), 263 (of which residues 1-20 correspond to the signal 
peptide and the remainder is the mature polypeptide), 267 (of 
which residues 1-19 correspond to the signal peptide and the 
remainder is the mature polypeptide) and 207 (of which resi 
dues 1-19 correspond to the signal peptide and the remainder 
is the mature polypeptide), respectively. 
0100. In some embodiments of the invention, antibodies 
comprise amino acids 20-467 of SEQID NO: 207 (1S1 heavy 
chain) and amino acids 21-234 of SEQID NO: 220 (1S1 light 
chain); oramino acids 20-466 of SEQID NO. 233 (1S2 heavy 
chain) and amino acids 23-234 of SEQID NO: 218 (1S2 light 
chain); oramino acids 20-466 of SEQID NO: 255(1S3 heavy 
chain) and amino acids 23-234 of SEQID NO: 229 (1S3 light 
chain); oramino acids 20-466 of SEQID NO: 259 (1S4 heavy 
chain) and wherein amino acids 23-234 of SEQID NO: 240 
(1S4 light chain); or amino acids 20-466 of SEQID NO: 267 
(1S5 heavy chain) and amino acids 23-234 of SEQ ID NO: 
251 (1 S5 light chain). 
0101 The term “monoclonal antibody” as used herein 
refers to an antibody, as that term is defined herein, obtained 
from a population of Substantially homogeneous antibodies, 
i.e., the individual antibodies comprising the population are 
identical except for possible naturally occurring mutations or 
alternative post-translational modifications that may be 
present in minor amounts, whether produced from hybrido 
mas or recombinant DNA techniques. Nonlimiting examples 
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of monoclonal antibodies include murine, rabbit, rat, chicken, 
chimeric, humanized, or human antibodies, fully assembled 
antibodies, multispecific antibodies (including bispecific 
antibodies), antibody fragments that can bind an antigen (in 
cluding, Fab'. F"(ab). Fv, single chain antibodies, diabodies), 
maxibodies, nanobodies, and recombinant peptides compris 
ing the foregoing as long as they exhibit the desired biological 
activity, or variants or derivatives thereof. Humanizing or 
modifying antibody sequence to be more human-like is 
described in, e.g., Jones et al., Nature 321:522 525 (1986); 
Morrison et al., Proc. Natl. Acad. Sci., U.S.A., 81:6851 6855 
(1984); Morrison and 01, Adv. Immunol. 44:6592 (1988); 
Verhoeyer et al., Science 239:1534 1536 (1988); Padlan, 
Molec. Immun. 28:489.498 (1991); Padlan, Molec. Immunol. 
31(3):169217 (1994); and Kettleborough, C. A. et al., Protein 
Eng. 4(7):77383 (1991); Co., M.S., et al. (1994), J. Immunol. 
152, 2968-2976); Studnicka et al. Protein Engineering 7: 
805-814 (1994); each of which is incorporated herein by 
reference in its entirety. One method for isolating human 
monoclonal antibodies is the use of phage display technology. 
Phage display is described in e.g., Dower et al., WO 
91/17271, McCafferty et al., WO 92/01047, and Caton and 
Koprowski, Proc. Natl. Acad. Sci. USA, 87:6450-6454 
(1990), each of which is incorporated herein by reference in 
its entirety. Another method for isolating human monoclonal 
antibodies uses transgenic animals that have no endogenous 
immunoglobulin production and are engineered to contain 
human immunoglobulin loci. See, e.g., Jakobovits et al., Proc. 
Natl. Acad. Sci. USA, 90:2551 (1993); Jakobovits et al., 
Nature, 362:255-258 (1993); Bruggermann et al., Year in 
Immuno. 7:33 (1993); WO 91/10741, WO 96/34096, WO 
98/24893, or U.S. patent application publication nos. 
20030194404, 20030031667 or 20020199213; each incorpo 
rated herein by reference in its entirety. 
0102) An "isolated antibody refers to an antibody, as that 
term is defined herein, that has been identified and separated 
from a component of its natural environment. Contaminant 
components of its natural environment are materials that 
would interfere with diagnostic or therapeutic uses for the 
antibody, and may include enzymes, hormones, and other 
proteinaceous or nonproteinaceous solutes. In certain 
embodiments, the antibody will be purified (1) to greater than 
95% by weight of antibody, and most preferably more than 
99% by weight, (2) to a degree sufficient to obtain at least 15 
residues of N-terminal or internal amino acid sequence, or (3) 
to homogeneity by SDS-PAGE under reducing or nonreduc 
ing conditions using Coomassie blue or, preferably, silver 
stain. Isolated naturally occurring antibody includes the anti 
body in situ within recombinant cells since at least one com 
ponent of the antibody's natural environment will not be 
present. Ordinarily, however, isolated antibody will be pre 
pared by at least one purification step. 
0103) An “immunoglobulin' or “native antibody' is a tet 
rameric glycoprotein. In a naturally-occurring immunoglo 
bulin, each tetramer is composed of two identical pairs of 
polypeptide chains, each pair having one “light” (about 25 
kDa) and one “heavy chain (about 50-70 kDa). The amino 
terminal portion of each chain includes a “variable” (“V”) 
region of about 100 to 110 or more amino acids primarily 
responsible for antigen recognition. The carboxy-terminal 
portion of each chain defines a constant region primarily 
responsible for effector function. Immunoglobulins can be 
assigned to different classes depending on the amino acid 
sequence of the constant domain of their heavy chains. Heavy 
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chains are classified as mu (), delta (A), gamma (Y), alpha 
(C), and epsilon (e), and define the antibody's isotype as IgM, 
IgD, IgG, IgA, and IgE, respectively. Several of these may be 
further divided into Subclasses or isotypes, e.g. IgG1, IgG2. 
IgG3, IgG4, IgA1 and IgA2. Different isotypes have different 
effector functions; for example, IgG1 and IgG3 isotypes have 
antibody-dependent cellular cytotoxicity (ADCC) activity. 
Human light chains are classified as kappa (K) and lambda (W) 
light chains. Within light and heavy chains, the variable and 
constant regions are joined by a “J” region of about 12 or more 
amino acids, with the heavy chain also including a 'D' region 
of about 10 more amino acids. See generally, Fundamental 
Immunology, Ch. 7 (Paul, W., ed., 2nd ed. Raven Press, N.Y. 
(1989)). 
0104 Allotypes are variations in antibody sequence, often 
in the constant region, that can be immunogenic and are 
encoded by specific alleles in humans. Allotypes have been 
identified for five of the human IGHC genes, the IGHG1. 
IGHG2, IGHG3, IGHA2 and IGHE genes, and are designated 
as Glm, G2m, G3m, A2m, and Em allotypes, respectively. At 
least 18 Gm allotypes are known: nG1 m(1), nG1m02), Glm 
(1,2,3,17) or G1 m (a, X, f, Z), G2m (23) or G2m (n), G3m (5. 
6, 10, 11, 13, 14, 15, 16, 21,24,26,27,28) or G3m (b1, c3, b5, 
b0, b3, b4, s, t, g1, c5, u, v, g5). There are two A2m allotypes 
A2m.(1) and A2m(2). 
0105 For a detailed description of the structure and gen 
eration of antibodies, see Roth, D. B., and Craig, N. L., Cell, 
94:411–414 (1998), herein incorporated by reference in its 
entirety. Briefly, the process for generating DNA encoding 
the heavy and light chain immunoglobulin sequences occurs 
primarily in developing B-cells. Prior to the rearranging and 
joining of various immunoglobulin gene segments, the V. D. 
J and constant (C) gene segments are found generally in 
relatively close proximity on a single chromosome. During 
B-cell-differentiation, one of each of the appropriate family 
members of the V. D. J (or only V and J in the case of light 
chain genes) gene segments are recombined to form function 
ally rearranged variable regions of the heavy and light immu 
noglobulin genes. This gene segment rearrangement process 
appears to be sequential. First, heavy chain D-to-J joints are 
made, followed by heavy chain V-to-DJ joints and light chain 
V-to-J joints. In addition to the rearrangement of V, D and J 
segments, further diversity is generated in the primary reper 
toire of immunoglobulin heavy and light chains by way of 
variable recombination at the locations where the V and J 
segments in the light chain are joined and where the D and J 
segments of the heavy chain are joined. Such variation in the 
light chain typically occurs within the last codon of the V gene 
segment and the first codon of the J segment. Similar impre 
cision in joining occurs on the heavy chain chromosome 
between the D and J segments and may extend over as many 
as 10 nucleotides. Furthermore, several nucleotides may be 
inserted between the Dand.J. and between the V and D gene 
segments which are not encoded by genomic DNA. The addi 
tion of these nucleotides is known as N-region diversity. The 
net effect of such rearrangements in the variable region gene 
segments and the variable recombination which may occur 
during such joining is the production of a primary antibody 
repertoire. 
0106 The term “hypervariable' region refers to amino 
acid residues from a complementarity determining region or 
CDR (i.e., residues 24-34 (L1), 50-56 (L2) and 89-97 (L3) in 
the light chain variable domain and 31-35 (H1), 50-65 (H2) 
and 95-102 (H3) in the heavy chain variable domain as 
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described by Kabat et al., Sequences of Proteins of Immuno 
logical Interest, 5' Ed. Public Health Service, National Insti 
tutes of Health, Bethesda, Md. (1991)). Even a single CDR 
may recognize and bind antigen, although with a lower affin 
ity than the entire antigen binding site containing all of the 
CDRS. 

0107 An alternative definition of residues from a hyper 
variable “loop' is described by Chothia et al., J. Mol. Biol. 
196:901-917 (1987) as residues 26-32 (L1), 50-52 (L2) and 
91-96 (L3) in the light chain variable domain and 26-32 (H1), 
53-55 (H2) and 96-101 (H3) in the heavy chain variable 
domain. 

0108 “Framework” or FR residues are those variable 
region residues other than the hyperVariable region residues. 
0109) “Antibody fragments’ comprise a portion of an 
intact immunoglobulin, preferably an antigenbinding or vari 
able region of the intact antibody, and include multispecific 
(bispecific, trispecific, etc.) antibodies formed from antibody 
fragments. Fragments of immunoglobulins may be produced 
by recombinant DNA techniques or by enzymatic or chemical 
cleavage of intact antibodies. 
0110. Nonlimiting examples of antibody fragments 
include Fab, Fab', F(ab'). Fv (variable region), domain anti 
bodies (dAb, containing a VH domain) (Ward et al., Nature 
341:544-546, 1989), complementarity determining region 
(CDR) fragments, single-chain antibodies (scFv, containing 
VH and VL domains on a single polypeptide chain) (Bird et 
al., Science 242:423-426, 1988, and Huston et al., Proc. Natl. 
Acad. Sci. USA 85:5879-5883, 1988, optionally including a 
polypeptide linker; and optionally multispecific, Gruber et 
al., J. Immunol. 152: 5368 (1994)), single chain antibody 
fragments, diabodies (VH and VL domains on a single 
polypeptide chain that pair with complementary VL and VH 
domains of another chain) (EP 404,097: WO 93/11161; and 
Hollinger et al., Proc. Natl. Acad. Sci. USA, 90:6444-6448 
(1993)), triabodies, tetrabodies, minibodies (scFv fused to 
CH3 via a peptide linker (hingeless) or via an IgG hinge) 
(Olafsen, et al., Protein Eng Des Sel. 2004 April; 17(4):315 
23), linear antibodies (tandem Fd segments (VH-CH1-VH 
CH1) (Zapata et al., Protein Eng., 8(10): 1057-1062 (1995)); 
chelating recombinant antibodies (crAb, which can bind to 
two adjacent epitopes on the sane antigen) (Neri et al., J Mol. 
Biol. 246:367-73, 1995), bibodies (bispecific Fab-sclv) or 
tribodies (trispecific Fab-(scFv)(2)) (Schoonjans et al., J. 
Immunol. 165:7050-57, 2000: Willems et al., JChromatogrB 
Analyt Technol Biomed Life Sci. 786:161-76, 2003), intra 
bodies (Biocca, et al., EMBOJ.9:101-108, 1990; Colby et al., 
Proc Natl Acad Sci USA. 101:17616-21, 2004) which may 
also comprise cell signal sequences which retain or direct the 
antibody intracellularly (Mhashilkaretal, EMBO.J. 14:1542– 
51, 1995; Wheeler et al., FASEB J. 17:1733-5, 2003), trans 
bodies (cell-permeable antibodies containing a protein trans 
duction domain (PTD) fused to schv (Heng et al., Med 
Hypotheses. 64:1105-8, 2005), nanobodies (approximately 
15 kDa variable domain of the heavy chain) (Cortez-Reta 
mozo et al., Cancer Research 64:2853-57, 2004), small 
modular immunopharmaceuticals (SMIPs) (WO03/041600, 
U.S. Patent publication 20030133939 and US Patent Publi 
cation 200301 18592), an antigen-binding-domain immuno 
globulin fusion protein, a camelized antibody (in which VH 
recombines with a constant region that contains hinge, CH1, 
CH2 and CH3 domains) (Desmyter et al., J. Biol. Chem. 
276:26285-90, 2001; Ewertet al., Biochemistry 41:3628-36, 
2002; U.S. Patent Publication Nos. 20050136049 and 

Jan. 17, 2013 

20050037421), a VHH containing antibody, heavy chain anti 
bodies (HCAbs, homodimers of two heavy chains having the 
structure H2L2), or variants or derivatives thereof, and 
polypeptides that contain at least a portion of an immunoglo 
bulin that is Sufficient to confer specific antigenbinding to the 
polypeptide. Such as a CDR sequence, as long as the antibody 
retains the desired biological activity. 
0111. The term “variant” when used in connection with 
antibodies refers to a polypeptide sequence of an antibody 
that contains at least one amino acid substitution, deletion, or 
insertion in the variable region or the portion equivalent to the 
variable region, provided that the variant retains the desired 
binding affinity or biological activity. In addition, the anti 
bodies as described herein may have amino acid modifica 
tions in the constant region to modify effector function of the 
antibody, including half-life or clearance, ADCC and/or CDC 
activity. Such modifications can enhance pharmacokinetics 
or enhance the effectiveness of the antibody in treating can 
cer, for example. See Shields et al., J. Biol. Chem. 276(9): 
6591-6604 (2001), incorporated by reference herein in its 
entirety. In the case of IgG1 modifications to the constant 
region, particularly the hinge or CH2 region, may increase or 
decrease effector function, including ADCC and/or CDC 
activity. In other embodiments, an IgG2 constant region is 
modified to decrease antibody-antigen aggregate formation. 
In the case of IgG4, modifications to the constant region, 
particularly the hinge region, may reduce the formation of 
half-antibodies. 

0112. The term “modification' when used in connection 
with antibodies or polypeptides described herein, includes 
but is not limited to, one or more amino acid change (includ 
ing Substitutions, insertions or deletions); chemical modifi 
cations that do not interfere with hepcidin-binding activity; 
covalent modification by conjugation to therapeutic or diag 
nostic agents; labeling (e.g., with radionuclides or various 
enzymes); covalent polymer attachment Such as pegylation 
(derivatization with polyethylene glycol) and insertion or 
Substitution by chemical synthesis of non-natural amino 
acids. In some embodiments, modified polypeptides (includ 
ing antibodies) of the invention will retain the binding prop 
erties of unmodified molecules of the invention. 

0113. The term "derivative' when used in connection with 
antibodies or polypeptides of the invention refers to antibod 
ies or polypeptides that are covalently modified by conjuga 
tion to therapeutic or diagnostic agents, labeling (e.g., with 
radionuclides or various enzymes), covalent polymer attach 
ment Such as pegylation (derivatization with polyethylene 
glycol) and insertion or Substitution by chemical synthesis of 
non-natural amino acids. In some embodiments, derivatives 
of the invention will retain the binding properties of underiva 
tized molecules of the invention. 
0114 Methods for making bispecific or other multispe 
cific antibodies are known in the art and include chemical 
cross-linking, use of leucine Zippers Kostelny et al., J. Immu 
nol. 148:1547-1553, 1992; diabody technology Hollingeret 
al., Proc. Natl. Acad. Sci. USA 90:6444-48, 1993: scFv 
dimers Gruber et al., J. Immunol. 152: 5368, 1994, linear 
antibodies Zapata et al., Protein Eng. 8:1057-62, 1995; and 
chelating recombinant antibodies Neri et al., J Mol. Biol. 
246:367-73, 1995). 
0115 Thus, a variety of compositions comprising one, 
two, and/or three CDRs of a heavy chain variable region or a 
light chain variable region of an antibody may be generated 
by techniques known in the art. 
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0116 Recombinant Production of Antibodies 
0117 Isolated nucleic acids encoding monoclonal anti 
bodies described herein are also provided, optionally oper 
ably linked to control sequences recognized by a host cell, 
vectors and host cells comprising the nucleic acids, and 
recombinant techniques for the production of the antibodies, 
which may comprise culturing the host cell so that the nucleic 
acid is expressed and, optionally, recovering the antibody 
from the host cell culture or culture medium. 
0118 Relevantamino acid sequence from an immunoglo 
bulin of interest may be determined by direct protein sequenc 
ing, and Suitable encoding nucleotide sequences can be 
designed according to a universal codon table. Alternatively, 
genomic or cDNA encoding the monoclonal antibodies may 
be isolated and sequenced from cells producing Such antibod 
ies using conventional procedures (e.g., by using oligonucle 
otide probes that are capable of binding specifically to genes 
encoding the heavy and light chains of the monoclonal anti 
bodies). 
0119) Cloning is carried out using standard techniques 
(see, e.g., Sambrook et al. (1989) Molecular Cloning: A 
Laboratory Guide, Vols 1-3, Cold Spring Harbor Press, which 
is incorporated herein by reference). For example, a cDNA 
library may be constructed by reverse transcription of polyA+ 
mRNA, preferably membrane-associated mRNA, and the 
library Screened using probes specific for human immunoglo 
bulin polypeptide gene sequences. In one embodiment, how 
ever, the polymerase chain reaction (PCR) is used to amplify 
cDNAs (or portions of full-length cDNAs) encoding an 
immunoglobulin gene segment of interest (e.g., a light or 
heavy chain variable segment). The amplified sequences can 
be readily cloned into any Suitable vector, e.g., expression 
vectors, minigene vectors, orphage display vectors. It will be 
appreciated that the particular method of cloning used is not 
critical, so long as it is possible to determine the sequence of 
Some portion of the immunoglobulin polypeptide of interest. 
0120. One source for antibody nucleic acids is a hybri 
doma produced by obtaining a B cell from an animal immu 
nized with the antigen of interest and fusing it to an immortal 
cell. Alternatively, nucleic acid can be isolated from B cells 
(or whole spleen) of the immunized animal. Yet another 
Source of nucleic acids encoding antibodies is a library of 
Such nucleic acids generated, for example, through phage 
display technology. Polynucleotides encoding peptides of 
interest, e.g., variable region peptides with desired binding 
characteristics, can be identified by standard techniques such 
as panning 
0121 The sequence encoding an entire variable region of 
the immunoglobulin polypeptide may be determined; how 
ever, it will sometimes be adequate to sequence only a portion 
of a variable region, for example, the CDR-encoding portion. 
Sequencing is carried out using standard techniques (see, e.g., 
Sambrook et al. (1989) Molecular Cloning: A Laboratory 
Guide, Vols 1-3, Cold Spring Harbor Press, and Sanger, F. et 
al. (1977) Proc. Natl. Acad. Sci. USA 74:5463-5467, which 
is incorporated herein by reference). By comparing the 
sequence of the cloned nucleic acid with published sequences 
of human immunoglobulin genes and cDNAS, one of skill 
will readily be able to determine, depending on the region 
sequenced, (i) the germline segment usage of the hybridoma 
immunoglobulin polypeptide (including the isotype of the 
heavy chain) and (ii) the sequence of the heavy and light chain 
variable regions, including sequences resulting from N-re 
gion addition and the process of Somatic mutation. One 
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Source of immunoglobulin gene sequence information is the 
National Center for Biotechnology Information, National 
Library of Medicine, National Institutes of Health, Bethesda, 
Md. 

0.122. As used herein, an "isolated nucleic acid molecule 
or "isolated nucleic acid sequence is a nucleic acid molecule 
that is either (1) identified and separated from at least one 
contaminant nucleic acid molecule with which it is ordinarily 
associated in the natural Source of the nucleic acid or (2) 
cloned, amplified, tagged, or otherwise distinguished from 
background nucleic acids Such that the sequence of the 
nucleic acid of interest can be determined. An isolated nucleic 
acid molecule is other than in the form or setting in which it is 
found in nature. However, an isolated nucleic acid molecule 
includes a nucleic acid molecule contained in cells that ordi 
narily express the antibody where, for example, the nucleic 
acid molecule is in a chromosomal location different from 
that of natural cells. 
I0123. Once isolated, the DNA may be operably linked to 
expression control sequences or placed into expression vec 
tors, which are then transfected into host cells that do not 
otherwise produce immunoglobulin protein, to direct the Syn 
thesis of monoclonal antibodies in the recombinant host cells. 
Recombinant production of antibodies is well known in the 
art 

0.124 Expression control sequences refer to DNA 
sequences necessary for the expression of an operably linked 
coding sequence in a particular host organism. The control 
sequences that are suitable for prokaryotes, for example, 
include a promoter, optionally an operator sequence, and a 
ribosome binding site. Eukaryotic cells are known to utilize 
promoters, polyadenylation signals, and enhancers. 
0.125 Nucleic acid is operably linked when it is placed into 
a functional relationship with another nucleic acid sequence. 
For example, DNA for a presequence or secretory leader is 
operably linked to DNA for a polypeptide if it is expressed as 
a preprotein that participates in the secretion of the polypep 
tide; a promoter or enhancer is operably linked to a coding 
sequence if it affects the transcription of the sequence; or a 
ribosome binding site is operably linked to a coding sequence 
if it is positioned so as to facilitate translation. Generally, 
operably linked means that the DNA sequences being linked 
are contiguous, and, in the case of a secretory leader, contigu 
ous and in reading phase. However, enhancers do not have to 
be contiguous. Linking is accomplished by ligation at conve 
nient restriction sites. If such sites do not exist, the synthetic 
oligonucleotide adaptors or linkers are used in accordance 
with conventional practice. 
0.126 Many vectors are known in the art. Vector compo 
nents may include one or more of the following: a signal 
sequence (that may, for example, direct secretion of the anti 
body), an origin of replication, one or more selective marker 
genes (that may, for example, confer antibiotic or other drug 
resistance, complement auxotrophic deficiencies, or Supply 
critical nutrients not available in the media), an enhancer 
element, a promoter, and a transcription termination 
sequence, all of which are well known in the art. 
0127 Cell, cell line, and cell culture are often used inter 
changeably and all such designations herein include progeny. 
Transformants and transformed cells include the primary 
subject cell and cultures derived therefrom without regard for 
the number of transfers. It is also understood that all progeny 
may not be precisely identical in DNA content, due to delib 
erate or inadvertent mutations. Mutant progeny that have the 
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same function or biological activity as screened for in the 
originally transformed cell are included. 
0128. Exemplary host cells include prokaryote, yeast, or 
higher eukaryote cells (i.e., a multicellular organism). 
Prokaryotic host cells include eubacteria, such as Gram-nega 
tive or Gram-positive organisms, for example, Enterobacte 
riaceae Such as Escherichia, e.g., E. coli, Enterobacter; 
Erwinia, Klebsiella, Proteus, Salmonella, e.g., Salmonella 
typhimurium, Serratia, e.g., Serratia marcescans, and Shi 
gella, as well as Bacilli such as B. subtilis and B. lichenifon 
nis, Pseudomonas, and Streptomyces. Eukaryotic microbes 
Such as filamentous fungi or yeast are suitable cloning or 
expression hosts for recombinant polypeptides or antibodies. 
Saccharomyces cerevisiae, or common baker's yeast, is the 
most commonly used among lower eukaryotic host microor 
ganisms. However, a number of other genera, species, and 
strains are commonly available and useful herein, such as 
Pichia, e.g. P. pastoris, Schizosaccharomyces pombe, 
Kluyveromyces, Yarrowia, Candida, Trichoderma reesia, 
Neurospora crassa, Schwanniomyces such as Schwanniomy 
ces occidentalis; and filamentous fungi such as, e.g., Neuro 
spora, Penicillium, Tolypocladium, and Aspergillus hosts 
Such as A. nidulans and A. niger. 
0129 Host cells for the expression of glycosylated 
polypeptide or antibody can be derived from multicellular 
organisms. Examples of invertebrate cells include plant and 
insect cells. Numerous baculoviral strains and variants and 
corresponding permissive insect host cells from hosts such as 
Spodoptera frugiperda (caterpillar), Aedes aegypti (mos 
quito), Aedes albopictus (mosquito), Drosophila melano 
gaster (fruitfly), and Bombyx mori have been identified. A 
variety of viral strains for transfection of such cells are pub 
licly available, e.g., the L-1 variant of Autographa Californica 
NPV and the Bm-5 strain of Bombyx mori NPV. 
0130 Vertebrate host cells are also suitable hosts, and 
recombinant production of polypeptide or antibody from 
Such cells has become routine procedure. Examples of useful 
mammalian host cell lines are Chinese hamster ovary cells, 
including CHOK1 cells (ATCC CCL61), DXB-11, DG-44, 
and Chinese hamster ovary cells/-DHFR(CHO, Urlaub et al., 
Proc. Natl. Acad. Sci. USA 77:4216 (1980)); monkey kidney 
CV1 line transformed by SV40 (COS-7, ATCC CRL 1651); 
human embryonic kidney line (293 or 293 cells subcloned for 
growth in suspension culture, Graham et al., J. GenVirol. 36: 
59 (1977): baby hamster kidney cells (BHK, ATCC CCL 
10); mouse sertoli cells (TM4, Mather, Biol. Reprod. 23: 
243-251 (1980)); monkey kidney cells (CV1 ATCCCCL70); 
African green monkey kidney cells (VERO-76, ATCC CRL 
1587); human cervical carcinoma cells (HELA, ATCC CCL 
2); canine kidney cells (MDCK, ATCC CCL 34); buffalo rat 
liver cells (BRL 3A, ATCC CRL 1442); human lung cells 
(W138, ATCCCCL 75); human hepatoma cells (Hep G2, HB 
8065); mouse mammary tumor (MMT 060562, ATCC 
CCL51); TRI cells (Matheret al., Annals N.Y. Acad. Sci.383: 
44-68 (1982)); MRC 5 cells or FS4 cells; or mammalian 
myeloma cells. 
0131 Host cells are transformed or transfected with the 
above-described nucleic acids or vectors for antibody produc 
tion and cultured in conventional nutrient media modified as 
appropriate for inducing promoters, selecting transformants, 
or amplifying the genes encoding the desired sequences. In 
addition, novel vectors and transfected cell lines with mul 
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tiple copies of transcription units separated by a selective 
marker are particularly useful for the expression of antibod 
ies 
0.132. The host cells used to produce an antibody 
described herein may be cultured in a variety of media. Com 
mercially available media such as Ham's F10 (Sigma), Mini 
mal Essential Medium ((MEM), (Sigma), RPMI-1640 
(Sigma), and Dulbecco's Modified Eagle's Medium 
((DMEM), Sigma) are suitable for culturing the host cells. In 
addition, any of the media described in Ham et al., Meth. Enz. 
58:44 (1979), Barnes et al., Anal. Biochem. 102:255 (1980), 
U.S. Pat. No. 4,767,704; 4,657,866; 4,927,762; 4,560,655; or 
5,122,469; WO90103430; WO 87/001.95; or U.S. Pat. Re. 
No. 30.985 may be used as culture media for the host cells. 
Any of these media may be supplemented as necessary with 
hormones and/or other growth factors (such as insulin, trans 
ferrin, or epidermal growth factor), salts (such as sodium 
chloride, calcium, magnesium, and phosphate), buffers (such 
as HEPES), nucleotides (such as adenosine and thymidine), 
antibiotics (such as GentamycinTM drug), trace elements (de 
fined as inorganic compounds usually presentat final concen 
trations in the micromolar range), and glucose or an equiva 
lent energy source. Any other necessary Supplements may 
also be included at appropriate concentrations that would be 
known to those skilled in the art. The culture conditions, such 
as temperature, pH, and the like, are those previously used 
with the host cell selected for expression, and will be apparent 
to the ordinarily skilled artisan. 
I0133. Upon culturing the host cells, the antibody can be 
produced intracellularly, in the periplasmic space, or directly 
secreted into the medium. If the antibody is produced intra 
cellularly, as a first step, the particulate debris, either host 
cells or lysed fragments, is removed, for example, by cen 
trifugation or ultrafiltration. 
I0134. The antibody can be purified using, for example, 
hydroxylapatite chromatography, cation or anion exchange 
chromatography, or preferably affinity chromatography, 
using the antigen of interest or protein A or protein G as an 
affinity ligand. Protein A can be used to purify antibodies that 
are based on human y1, y2, or Y4 heavy chains (Lindmarket 
al., J. Immunol. Meth. 62: 1-13 (1983)). Protein G is recom 
mended for all mouse isotypes and for human Y3 (Guss et al., 
EMBO J. 5: 1567.1575 (1986)). The matrix to which the 
affinity ligand is attached is most often agarose, but other 
matrices are available. Mechanically stable matrices such as 
controlled pore glass or poly(styrenedivinyl)benzene allow 
for faster flow rates and shorter processing times than can be 
achieved with agarose. Where the antibody comprises a C3 
domain, the Bakerbond ABXTMresin (J. T. Baker, Phillips 
burg, N.J.) is useful for purification. Other techniques for 
protein purification Such as ethanol precipitation, Reverse 
Phase HPLC, chromatofocusing, SDS-PAGE, and ammo 
nium sulfate precipitation are also possible depending on the 
antibody to be recovered. 
0.135 Chimeric and Humanized Antibodies 
0.136 Because chimeric or humanized antibodies are less 
immunogenic in humans than the parental rodent monoclonal 
antibodies, they can be used for the treatment of humans with 
far less risk of anaphylaxis. Thus, these antibodies are con 
templated in therapeutic applications that involve in vivo 
administration to a human. 
0.137 For example, a murine antibody on repeated in vivo 
administration in man either alone or as a conjugate will bring 
about an immune response in the recipient, sometimes called 
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a HAMA response (Human Anti Mouse Antibody). The 
HAMA response may limit the effectiveness of the pharma 
ceutical if repeated dosing is required. The immunogenicity 
of the antibody may be reduced by chemical modification of 
the antibody with a hydrophilic polymer such as polyethylene 
glycolor by using the methods of genetic engineering to make 
the antibody binding structure more human like. 
0.138. The phrase “chimeric antibody, as used herein, 
refers to an antibody containing sequence derived from two 
different antibodies which typically originate from different 
species. Most typically, chimeric antibodies comprise vari 
able Ig domains of a rodent monoclonal antibody fused to 
human constant Ig domains. Such antibodies can be gener 
ated using standard procedures known in the art (See Morri 
son, S. L., et al. (1984) Chimeric Human Antibody Mol 
ecules; Mouse Antigen Binding Domains with Human 
Constant Region Domains, Proc. Natl. Acad. Sci. USA 81, 
6841-6855; and, Boulianne, G. L., etal, Nature 312, 643-646. 
(1984)). Although some chimeric monoclonal antibodies 
have proved less immunogenic in humans, the rodent variable 
Ig domains can still lead to a significant human anti-rodent 
response. 

0.139. The phrase “humanized antibody' refers to an anti 
body derived from a non-human antibody, typically a rodent 
monoclonal antibody. Alternatively, a humanized antibody 
may be derived from a chimeric antibody. 
0140 Humanized antibodies may beachieved by a variety 
of methods including, for example: (1) grafting the non 
human complementarity determining regions (CDRs) onto a 
human framework and constant region (a process referred to 
in the art as humanizing through “CDR grafting”), or, alter 
natively, (2) transplanting the entire non-human variable 
domains, but “cloaking them with a human-like surface by 
replacement of Surface residues (a process referred to in the 
art as “veneering”). These methods are disclosed in, e.g., 
Jones et al., Nature 321:522525 (1986); Morrisonet al., Proc. 
Natl. Acad. Sci., U.S.A., 81:6851 6855 (1984); Morrison and 
01, Adv. Immunol. 44:6592 (1988); Verhoeyer et al., Science 
239:1534 1536 (1988); Padlan, Molec. Immun. 28:489 498 
(1991); Padlan, Molec. Immunol. 31(3):169217 (1994); and 
Kettleborough, C. A. et al., Protein Eng. 4(7):77383 (1991) 
each of which is incorporated herein by reference in its 
entirety. 
0141 CDR grafting involves introducing one or more of 
the six CDRs from the mouse heavy and light chain variable 
Ig domains into the appropriate framework regions of a 
human variable Ig domain. This technique (Riechmann, L., et 
al., Nature 332, 323 (1988)), utilizes the conserved frame 
work regions (FR1-FR4) as a scaffold to support the CDR 
loops which are the primary contacts with antigen. A signifi 
cant disadvantage of CDR grafting, however, is that it can 
result in a humanized antibody that has a substantially lower 
binding affinity than the original mouse antibody, because 
amino acids of the framework regions can contribute to anti 
gen binding, and because amino acids of the CDR loops can 
influence the association of the two variable Ig domains. To 
maintain the affinity of the humanized monoclonal antibody, 
the CDR grafting technique can be improved by choosing 
human framework regions that most closely resemble the 
framework regions of the original mouse antibody, and by 
site-directed mutagenesis of single amino acids within the 
framework or CDRs aided by computer modeling of the anti 
gen binding site (e.g., Co., M. S., et al. (1994), J. Immunol. 
152, 2968-2976). 
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0142. One method of humanizing antibodies comprises 
aligning the non-human heavy and light chain sequences to 
human heavy and light chain sequences, selecting and replac 
ing the non-human framework with a human framework 
based on Such alignment, molecular modeling to predict the 
conformation of the humanized sequence and comparing to 
the conformation of the parent antibody. This process is fol 
lowed by repeated back mutation of residues in the CDR 
region which disturb the structure of the CDRs until the 
predicted conformation of the humanized sequence model 
closely approximates the conformation of the non-human 
CDRs of the parent non-human antibody. Such humanized 
antibodies may be further derivatized to facilitate uptake and 
clearance, e.g., via Ashwell receptors (See, e.g., U.S. Pat. 
Nos. 5,530,101 and 5,585,089). 
0.143 A number of humanizations of mouse monoclonal 
antibodies by rational design have been reported (See, for 
example, 20020091240 published Jul. 11, 2002, WO 
92/11018 and U.S. Pat. No. 5,693,762, U.S. Pat. No. 5,766, 
866. 

0144) 
(0145 The phrase “Human EngineeredTM antibody” refers 
to an antibody derived from a non-human antibody, typically 
a rodent monoclonal antibody or possibly a chimeric anti 
body. Human EngineeringTM of antibody variable domains 
has been described by Studnicka See, e.g., Studnicka et al. 
U.S. Pat. No. 5,766,886; Studnicka et al. Protein Engineering 
7: 805-814 (1994) as a method for reducing immunogenicity 
while maintaining binding activity of antibody molecules. 
According to the method, each variable region amino acid has 
been assigned a risk of substitution. Amino acid substitutions 
are distinguished by one of three risk categories: (1) low risk 
changes are those that have the greatest potential for reducing 
immunogenicity with the least chance of disrupting antigen 
binding; (2) moderate risk changes are those that would fur 
ther reduce immunogenicity, but have a greater chance of 
affecting antigen binding or protein folding; (3) high risk 
residues are those that are important for binding or for main 
taining antibody structure and carry the highest risk that anti 
gen binding or protein folding will be affected. Due to the 
three-dimensional structural role of prolines, modifications at 
prolines are generally considered to be at least moderate risk 
changes, even if the position is typically a low risk position. 
0146 Variable regions of the light and heavy chains of a 
rodent antibody can be Human EngineeredTM by substituting 
human amino acids at positions determined to be unlikely to 
adversely effect either antigenbinding or protein folding, but 
likely to reduce immunogenicity in a human environment. 
Although any human variable region can be used, including 
an individual VH or VL sequence or a human consensus VH 
or VL sequence or an individual or consensus human germ 
line sequence, generally a human sequence with highest iden 
tity or homology to the rodent sequence is used to minimize 
the number of Substitutions. The amino acid residues at any 
number of the low risk positions, or at all of the low risk 
positions, can be changed. For example, at each low risk 
position where the aligned murine and human amino acid 
residues differ, an amino acid modification is introduced that 
replaces the rodent residue with the human residue. In addi 
tion, the amino acid residues at any number or all of the 
moderate risk positions can be changed. In exemplary 
embodiments, all of the low and moderate risk positions are 
changed from rodent to human sequence. 

Human EngineeredTM Antibodies 
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0147 Synthetic genes containing modified heavy and/or 
light chain variable regions are constructed and linked to 
human Y heavy chain and/or kappa light chain constant 
regions. Any human heavy chain and light chain constant 
regions of any class or Subclass may be used in combination 
with the Human EngineeredTM antibody variable regions. 
0148 Antibodies from Transgenic Animals Engineered to 
Contain Human Immunoglobulin Loci 
0149 Antibodies to hepcidin can also be produced using 
transgenic animals that have no endogenous immunoglobulin 
production and are engineered to contain human immunoglo 
bulin loci. For example, WO 98/24893 discloses transgenic 
animals having a human Ig locus wherein the animals do not 
produce functional endogenous immunoglobulins due to the 
inactivation of endogenous heavy and light chain loci. WO 
91/741 also discloses transgenic non-primate mammalian 
hosts capable of mounting an immune response to an immu 
nogen, wherein the antibodies have primate constant and/or 
variable regions, and wherein the endogenous immunoglobu 
lin encoding loci are substituted or inactivated. WO 96/30498 
discloses the use of the Cre/LOX system to modify the immu 
noglobulin locus in a mammal. Such as to replace all or a 
portion of the constant or variable region to form a modified 
antibody molecule. WO 94/02602 discloses non-human 
mammalian hosts having inactivated endogenous Ig loci and 
functional human Ig loci. U.S. Pat. No. 5,939.598 discloses 
methods of making transgenic mice in which the mice lack 
endogenous heavy chains, and express an exogenous immu 
noglobulin locus comprising one or more Xenogeneic con 
stant regions. 
0150. Using a transgenic animal described above, an 
immune response can be produced to a selected antigenic 
molecule, and antibody producing cells can be removed from 
the animal and used to produce hybridomas that secrete 
human-derived monoclonal antibodies. Immunization proto 
cols, adjuvants, and the like are known in the art, and are used 
in immunization of, for example, a transgenic mouse as 
described in WO 96/33735. The monoclonal antibodies can 
be tested for the ability to inhibit or neutralize the biological 
activity or physiological effect of the corresponding protein. 
0151. See also Jakobovits et al., Proc. Natl. Acad. Sci. 
USA,90:2551 (1993); Jakobovits et al., Nature, 362:255-258 
(1993); Bruggermann et al., Year in Immuno. 7:33 (1993); 
and U.S. Pat. No. 5,591,669, U.S. Pat. No. 5,589,369, U.S. 
Pat. No. 5,545,807; and U.S. Patent Application No. 
200201992.13. U.S. Patent Application No. and 20030092.125 
describes methods for biasing the immune response of an 
animal to the desired epitope. Human antibodies may also be 
generated by in vitro activated B cells (see U.S. Pat. Nos. 
5,567,610 and 5,229,275). 
0152 Antibody Production by Phage Display Techniques 
0153. The development of technologies for making reper 

toires of recombinant human antibody genes, and the display 
of the encoded antibody fragments on the surface of filamen 
tous bacteriophage, has provided another means for generat 
ing human-derived antibodies. Phage display is described in 
e.g., Dower et al., WO 91/17271, McCafferty et al., WO 
92/01047, and Caton and Koprowski, Proc. Natl. Acad. Sci. 
USA, 87:6450-6454 (1990), each of which is incorporated 
herein by reference in its entirety. The antibodies produced by 
phage technology are usually produced as antigen binding 
fragments, e.g. Fv or Fab fragments, in bacteria and thus lack 
effector functions. Effector functions can be introduced by 
one of two strategies: The fragments can be engineered either 
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into complete antibodies for expression in mammalian cells, 
or into bispecific antibody fragments with a second binding 
site capable of triggering an effector function. 
I0154) Typically, the Fd fragment (V-C.1) and light chain 
(V-C) of antibodies are separately cloned by PCR and 
recombined randomly in combinatorial phage display librar 
ies, which can then be selected for binding to a particular 
antigen. The antibody fragments are expressed on the phage 
surface, and selection of Fv or Fab (and therefore the phage 
containing the DNA encoding the antibody fragment) by 
antigen binding is accomplished through several rounds of 
antigen binding and re-amplification, a procedure termed 
panning Antibody fragments specific for the antigen are 
enriched and finally isolated. 
0155 Phage display techniques can also be used in an 
approach for the humanization of rodent monoclonal antibod 
ies, called “guided selection' (see Jespers, L. S., et al., Bio/ 
Technology 12, 899-903 (1994)). For this, the Fd fragment of 
the mouse monoclonal antibody can be displayed in combi 
nation with a human light chain library, and the resulting 
hybrid Fab library may then be selected with antigen. The 
mouse Fa fragment thereby provides a template to guide the 
selection. Subsequently, the selected human light chains are 
combined with a human Fd fragment library. Selection of the 
resulting library yields entirely human Fab. 
0156 A variety of procedures have been described for 
deriving human antibodies from phage-display libraries (See, 
for example, Hoogenboom et al., J. Mol. Biol., 227:381 
(1991); Marks et al., J. Mol. Biol, 222:581-597 (1991); U.S. 
Pat. Nos. 5,565,332 and 5,573,905; Clackson, T., and Wells, 
J. A., TIBTECH 12, 173-184 (1994)). In particular, in vitro 
selection and evolution of antibodies derived from phage 
display libraries has become a powerful tool (See Burton, D. 
R., and Barbas III, C. F., Adv. Immunol. 57, 191-280 (1994): 
and, Winter, G., et al., Annu Rev. Immunol. 12, 433-455 
(1994); U.S. patent application no. 20020004215 and WO92/ 
01047; U.S. patent application no. 20030190317 published 
Oct. 9, 2003 and U.S. Pat. No. 6,054,287: U.S. Pat. No. 
5,877,293. 
0157 Watkins, “Screening of Phage-Expressed Antibody 
Libraries by Capture Lift.” Methods in Molecular Biology, 
Antibody Phage Display: Methods and Protocols 178: 187 
193, and U.S. Patent Application Publication No. 
20030044772 published Mar. 6, 2003 describes methods for 
screening phage-expressed antibody libraries or other bind 
ing molecules by capture lift, a method involving immobili 
Zation of the candidate binding molecules on a solid Support. 
0158 Antibody Fragments 
0159. As noted above, antibody fragments comprise a por 
tion of an intact full length antibody, preferably an antigen 
binding or variable region of the intact antibody, and include 
linear antibodies and multispecific antibodies formed from 
antibody fragments. Nonlimiting examples of antibody frag 
ments include Fab, Fab'. F(ab')2, Fv, Fd, domain antibody 
(dAb), complementarity determining region (CDR) frag 
ments, single-chain antibodies (scEv), single chain antibody 
fragments, diabodies, triabodies, tetrabodies, minibodies, lin 
earantibodies, chelating recombinant antibodies, tribodies or 
bibodies, intrabodies, nanobodies, Small modular immunop 
harmaceuticals (SMIPs), an antigen-binding-domain immu 
noglobulin fusion protein, a camelized antibody, a VHH con 
taining antibody, or muteins or derivatives thereof, and 
polypeptides that contain at least a portion of an immunoglo 
bulin that is Sufficient to confer specific antigenbinding to the 
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polypeptide. Such as a CDR sequence, as long as the antibody 
retains the desired biological activity. Such antigen fragments 
may be produced by the modification of whole antibodies or 
synthesized de novo using recombinant DNA technologies or 
peptide synthesis. 
0160 The term "diabodies' refers to small antibody frag 
ments with two antigen-binding sites, which fragments com 
prise a heavy-chain variable domain (VH) connected to a 
light-chain variable domain (VL) in the same polypeptide 
chain (VHVL). By using a linker that is too short to allow 
pairing between the two domains on the same chain, the 
domains are forced to pair with the complementary domains 
of another chain and create two antigen-binding sites. Dia 
bodies are described more fully in, for example, EP404,097; 
WO 93/11161; and Hollinger et al., Proc. Natl. Acad. Sci. 
USA, 90:6444-6448 (1993). 
0161 “Single-chain Fv' or “scFv' antibody fragments 
comprise the V and V, domains of antibody, wherein these 
domains are presentina single polypeptide chain, and option 
ally comprising a polypeptide linker between the V and V. 
domains that enables the Fv to form the desired structure for 
antigen binding (Bird et al., Science 242:423-426, 1988, and 
Huston et al., Proc. Natl. Acad. Sci. USA 85:5879-5883, 
1988). An Fd fragment consists of the V and C1 domains. 
0162. Additional antibody fragments include a domain 
antibody (dAb) fragment (Ward et al., Nature 341:544-546, 
1989) which consists of a V. domain. 
0163 “Linear antibodies' comprise a pair of tandem Fd 
segments (V-C1-V-Cl) which form a pair of antigen 
binding regions. Linear antibodies can be bispecific or mono 
specific (Zapata et al. Protein Eng. 8:1057-62 (1995)). 
0164. A "minibody’ consisting of scFv fused to CH3 via a 
peptide linker (hingeless) or via an IgG hinge has been 
described in Olafsen, et al., Protein Eng Des Sel. 2004 April; 
17(4):315-23. 
(0165. The term “maxibody” refers to bivalent scFvs 
covalently attached to the Fc region of an immunoglobulin, 
see, for example, Fredericks et al. Protein Engineering, 
Design & Selection, 17:95-106 (2004) and Powers et al., 
Journal of Immunological Methods, 251:123-135 (2001). 
0166 Functional heavy-chain antibodies devoid of light 
chains are naturally occurring in certain species of animals, 
Such as nurse sharks, wobbegong sharks and Camelidae. Such 
as camels, dromedaries, alpacas and llamas. The antigen 
binding site is reduced to a single domain, the VH domain, 
in these animals. These antibodies form antigen-binding 
regions using only heavy chain variable region, i.e., these 
functional antibodies are homodimers of heavy chains only 
having the structure HL (referred to as "heavy-chain anti 
bodies' or “HCAbs'). Camelized V reportedly recom 
bines with IgG2 and IgG3 constant regions that contain hinge, 
CH2, and CH3 domains and lack a CH1 domain. Classical 
V-only fragments are difficult to produce in soluble form, 
but improvements in Solubility and specific binding can be 
obtained when framework residues are altered to be more 
VH-like. (See, e.g., Reichman, et al., J. Immunol Methods 
1999, 231:25-38.) Camelized V. domains have been found 
to bind to antigen with high affinity (Desmyter et al., J. Biol. 
Chem. 276:26285-90, 2001) and possess high stability in 
solution (Ewert et al., Biochemistry 41:3628-36, 2002). 
Methods for generating antibodies having camelized heavy 
chains are described in, for example, in U.S. Patent Publica 
tion Nos. 2005O136049 and 2005.0037421. Alternative Scaf 
folds can be made from human variable-like domains that 
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more closely match the shark V-NAR scaffold and may pro 
vide a framework for a long penetrating loop structure. 
0.167 Because the variable domain of the heavy-chain 
antibodies is the Smallest fully functional antigen-binding 
fragment with a molecular mass of only 15 kDa, this entity is 
referred to as a nanobody (Cortez-Retamozo et al., Cancer 
Research 64:2853-57, 2004). A nanobody library may be 
generated from an immunized dromedary as described in 
Conrath et al., (Antimicrob Agents Chemother 45: 2807-12. 
2001). 
0168 Intrabodies are single chain antibodies which dem 
onstrate intracellular expression and can manipulate intrac 
ellular protein function (Biocca, et al., EMBO.J. 9:101-108, 
1990; Colby et al., Proc Natl AcadSci USA. 101:17616-21, 
2004). Intrabodies, which comprise cell signal sequences 
which retain the antibody contruct in intracellular regions, 
may be produced as described in Mhashilkar et al (EMBOJ 
14:1542-51, 1995) and Wheeler et al. (FASEB.J. 17:1733-5. 
2003). Transbodies are cell-permeable antibodies in which a 
protein transduction domains (PTD) is fused with single 
chain variable fragment (scFv) antibodies Heng et al., (Med 
Hypotheses. 64:1105-8, 2005). 
(0169. Further contemplated are antibodies that are SMIPs 
or binding domain immunoglobulin fusion proteins specific 
for target protein. These constructs are single-chain polypep 
tides comprising antigen binding domains fused to immuno 
globulin domains necessary to carry out antibody effector 
functions. See e.g., WO03/041600, U.S. Patent publication 
2003 0133939 and US Patent Publication 2003.0118592. 

(0170 Multivalent Antibodies 
0171 In some embodiments, it may be desirable to gen 
erate multivalent or even a multispecific (e.g. bispecific, 
trispecific, etc.) monoclonal antibody. Such antibody may 
have binding specificities for at least two different epitopes of 
the target antigen, or alternatively it may bind to two different 
molecules, e.g. to the target antigen and to a cell Surface 
protein or receptor. For example, a bispecific antibody may 
include an arm that binds to the target and another arm that 
binds to a triggering molecule on a leukocyte Such as a T-cell 
receptor molecule (e.g., CD2 or CD3), or Fc receptors for IgG 
(FcyR), such as FcyRI (CD64), FcyRII (CD32) and FcyRIII 
(CD16) so as to focus cellular defense mechanisms to the 
target-expressing cell. As another example, bispecific anti 
bodies may be used to localize cytotoxic agents to cells which 
express target antigen. These antibodies possess a target 
binding arm and an arm which binds the cytotoxic agent (e.g., 
saporin, anti-interferon-60, Vinca alkaloid, ricin A chain, 
methotrexate or radioactive isotope hapten). Multispecific 
antibodies can be prepared as full length antibodies or anti 
body fragments. 
0172. Additionally, the anti-hepcidin antibodies disclosed 
herein can also be constructed to fold into multivalent forms, 
which may improve binding affinity, specificity and/or 
increased half-life in blood. Multivalent forms of anti-hepci 
dinantibodies can be prepared by techniques known in the art. 
0173 Bispecific or multispecific antibodies include cross 
linked or "heteroconjugate' antibodies. For example, one of 
the antibodies in the heteroconjugate can be coupled to avi 
din, the other to biotin. Heteroconjugate antibodies may be 
made using any convenient cross-linking methods. Suitable 
cross-linking agents are well known in the art, and are dis 
closed in U.S. Pat. No. 4,676.980, along with a number of 
cross-linking techniques. Another method is designed to 
make tetramers by adding a streptavidin-coding sequence at 



US 2013/001817.6 A1 

the C-terminus of the scFv. Streptavidin is composed of four 
subunits, so when the scFV-streptavidin is folded, four sub 
units associate to form a tetramer (Kipriyanov et al., Hum 
Antibodies Hybridomas 6(3):93-101 (1995), the disclosure 
of which is incorporated herein by reference in its entirety). 
0174 According to another approach for making bispe 

cific antibodies, the interface between a pair of antibody 
molecules can be engineered to maximize the percentage of 
heterodimers which are recovered from recombinant cell cul 
ture. One interface comprises at least apart of the C3 domain 
of an antibody constant domain. In this method, one or more 
small amino acid side chains from the interface of the first 
antibody molecule are replaced with larger side chains (e.g., 
tyrosine or tryptophan). Compensatory "cavities of identical 
or similar size to the large side chain(s) are created on the 
interface of the second antibody molecule by replacing large 
amino acid side chains with Smaller ones (e.g., alanine or 
threonine). This provides a mechanism for increasing the 
yield of the heterodimer over other unwanted end-products 
such as homodimers. See WO 96/27011 published Sep. 6, 
1996. 

0175 Techniques for generating bispecific or multispe 
cific antibodies from antibody fragments have also been 
described in the literature. For example, bispecific or trispe 
cific antibodies can be prepared using chemical linkage. 
Brennan et al., Science 229:81 (1985) describe a procedure 
wherein intact antibodies are proteolytically cleaved to gen 
erate F(ab')2 fragments. These fragments are reduced in the 
presence of the dithiol complexing agent Sodium arsenite to 
stabilize vicinal dithiols and prevent intermolecular disulfide 
formation. The Fab' fragments generated are then converted 
to thionitrobenzoate (TNB) derivatives. One of the Fab'-TNB 
derivatives is then reconverted to the Fab'-thiol by reduction 
with mercaptoethylamine and is mixed with an equimolar 
amount of the other Fab'-TNB derivative to form the bispe 
cificantibody. The bispecificantibodies produced can be used 
as agents for the selective immobilization of enzymes. Better 
et al., Science 240: 1041-1043 (1988) disclose secretion of 
functional antibody fragments from bacteria (see, e.g., Better 
et al., Skerra et al. Science 240: 1038-1041 (1988)). For 
example, Fab'-SH fragments can be directly recovered from 
E. coli and chemically coupled to form bispecific antibodies 
(Carteret al., Bio/Technology 10:163-167 (1992); Shalaby et 
al., J. Exp. Med. 175:217-225 (1992)). 
(0176 Shalaby et al., J. Exp. Med. 175:217-225 (1992) 
describe the production of a fully humanized bispecific anti 
body F(ab'), molecule. Each Fab' fragment was separately 
secreted from E. coli and subjected to directed chemical 
coupling in vitro to form the bispecfic antibody. The bispe 
cific antibody thus formed was able to bind to cells overex 
pressing the HER2 receptor and normal human T cells, as 
well as trigger the lytic activity of human cytotoxic lympho 
cytes against human breast tumor targets. 
0177 Various techniques for making and isolating bispe 

cific or multispecific antibody fragments directly from 
recombinant cell culture have also been described. For 
example, bispecific antibodies have been produced usingleu 
cine Zippers, e.g. GCN4. (See generally Kostelny et al., J. 
Immunol. 148(5):1547-1553 (1992).) The leucine zipper 
peptides from the Fos and Junproteins were linked to the Fab' 
portions of two different antibodies by gene fusion. The anti 
body homodimers were reduced at the hinge region to form 

Jan. 17, 2013 

monomers and then re-oxidized to form the antibody het 
erodimers. This method can also be utilized for the produc 
tion of antibody homodimers. 
0.178 Diabodies, described above, are one example of a 
bispecific antibody. See, for example, Hollinger et al., Proc. 
Natl. Acad. Sci. USA, 90:6444-6448 (1993). Bivalent dia 
bodies can be stabilized by disulfide linkage. 
0179 Stable monospecific or bispecific Fv tetramers can 
also be generated by noncovalent association in (scEv) con 
figuration or as bis-tetrabodies. Alternatively, two different 
sch vs can be joined in tandem to form a bis-scFv. 
0180. Another strategy for making bispecific antibody 
fragments by the use of single-chain FV (SFV) dimers has also 
been reported. See Gruber et al., J. Immunol. 152: 5368 
(1994). One approach has been to link two scFv antibodies 
with linkers or disulfide bonds (Mallender and Voss, J. Biol. 
Chem. 269:199-2061994, WO 94/13806, and U.S. Pat. No. 
5,989.830, the disclosures of which are incorporated herein 
by reference in their entireties). 
0181 Alternatively, the bispecific antibody may be a “lin 
earantibody’ produced as described in Zapata et al. Protein 
Eng.8(10): 1057-1062 (1995). Briefly, these antibodies com 
prise a pair of tandem Fd segments (V-C1-V-Cl) which 
form a pair of antigen binding regions. Linear antibodies can 
be bispecific or monospecific. 
0182 Antibodies with more than two valencies are also 
contemplated. For example, trispecific antibodies can be pre 
pared. (Tutt et al., J. Immunol. 147:60 (1991)). 
0183. A “chelating recombinant antibody' is a bispecific 
antibody that recognizes adjacent and non-overlapping 
epitopes of the target antigen, and is flexible enough to bind to 
both epitopes simultaneously (Neri et al., J Mol Biol. 246: 
367-73, 1995). 
(0.184 Production of bispecific Fab-scFv (“bibody') and 
trispecific Fab-(scFv)(2) (“tribody') are described in 
Schoonjans et al. (J Immunol. 165:7050-57, 2000) and 
Willems et al. (J Chromatogr B Analyt Technol Biomed Life 
Sci. 786:161-76, 2003). For bibodies or tribodies, a scFv 
molecule is fused to one or both of the VL-CL (L) and VH 
CH (Fd) chains, e.g., to produce a tribody two scFVs are 
fused to C-term of Fab while in a bibody one scFv is fused to 
C-term of Fab. 

0185. In yet another method, dimers, trimers, and tetram 
ers are produced after a free cysteine is introduced in the 
parental protein. A peptide-based cross linker with variable 
numbers (two to four) of maleimide groups was used to cross 
link the protein of interest to the free cysteines (Cochranet al., 
Immunity 12(3): 241-50 (2000), the disclosure of which is 
incorporated herein in its entirety). 
0186 Antibody Screening Methods 
0187 Methods of identifying antibodies which bind hep 
cidin, which cross-block exemplary antibodies herein, and/or 
which inhibit hepcidin activity are also provided. Such meth 
ods may utilize the composition of highly purified, bioactive, 
correctly-folded, non-urinary human hepcidin (either chemi 
cally synthesized or produced in bacteria or non-mammalian 
cells) provided herein. 
0188 Antibodies may be screened for binding affinity by 
methods known in the art. For example, gel-shift assays, 
Western blots, radiolabeled competition assay, co-fraction 
ation by chromatography, co-precipitation, cross linking, 
ELISA, and the like may be used, which are described in, for 



US 2013/001817.6 A1 

example, Current Protocols in Molecular Biology (1999) 
John Wiley & Sons, NY, which is incorporated herein by 
reference in its entirety. 
0189 To initially screen for antibodies which bind to the 
desired epitope on the target antigen, a routine cross-blocking 
assay Such as that described in Antibodies, A Laboratory 
Manual, Cold Spring Harbor Laboratory, Ed Harlow and 
David Lane (1988), can be performed. Routine competitive 
binding assays may also be used, in which the unknown 
antibody is characterized by its ability to inhibit binding of 
target to a target-specific antibody of the invention. Intact 
antigen, fragments thereof Such as the extracellular domain, 
or linear epitopes can be used. Epitope mapping is described 
in Champe et al., J. Biol. Chem. 270: 1388-1394 (1995). 
0190. In one variation of an in vitro binding assay, a 
method is provided comprising (a) contacting an immobi 
lized hepcidin with a candidate antibody and (b) detecting 
binding of the candidate antibody to the hepcidin. In an alter 
native embodiment, the candidate antibody is immobilized 
and binding of hepcidin is detected. Immobilization is accom 
plished using any of the methods well known in the art, 
including covalent bonding to a Support, a bead, or a chro 
matographic resin, as well as non-covalent, high affinity inter 
action Such as antibody binding, or use of streptavidin/biotin 
binding wherein the immobilized compound includes a biotin 
moiety. Detection of binding can be accomplished (i) using a 
radioactive label on the compound that is not immobilized, 
(ii) using a fluorescent label on the non-immobilized com 
pound, (iii) using an antibody immunospecific for the non 
immobilized compound, (iv) using a label on the non-immo 
bilized compound that excites a fluorescent support to which 
the immobilized compound is attached, as well as other tech 
niques well known and routinely practiced in the art. 
0191 Antibodies that inhibit or neutralize human hepci 
din activity may be identified by contacting hepcidin with an 
antibody, comparing hepcidin activity in the presence and 
absence of the test antibody, and determining whether the 
presence of the antibody decreases activity of the hepcidin. 
The biological activity of a particular antibody, or combina 
tion of antibodies, may be evaluated in vivo using a Suitable 
animal model, including any of those described herein. 
0.192 In exemplary embodiments, the invention includes 
high throughput Screening (HTS) assays to identify antibod 
ies that interact with or inhibit biological activity (i.e., inhibit 
phosphorylation, dimerization, ligand induced-receptor acti 
Vation, or intracellular signaling, etc.) of target antigen. HTS 
assays permit Screening of large numbers of compounds in an 
efficient manner. Cell-based HTS systems are contemplated 
to investigate the interaction between target antigen and its 
binding partners. HTS assays are designed to identify “hits” 
or “lead compounds having the desired property, from which 
modifications can be designed to improve the desired prop 
erty. 
0193 In another embodiment of the invention, high 
throughput screening for antibody fragments or CDRS with 1, 
2, 3 or more modifications to amino acids within the CDRs 
having Suitable binding affinity to a target antigen polypep 
tide is employed. 
0194 Specific Binding Agents 
0.195 Other hepcidin-specific binding agents can be pre 
pared, for example, based on CDRs from an antibody or by 
screening libraries of diverse peptides or organic chemical 
compounds for peptides or compounds that exhibit the 
desired binding properties for human hepcidin. Hepcidin spe 

Jan. 17, 2013 

cific binding agent include peptides containing amino acid 
sequences that are at least 80%, 81%, 82%, 83%, 84%, 85%, 
86%, 87%, 88%, 89%, 90%, 91%, 92%, 93%, 94%, 95%, 
96%, 97%, 98%, 99% or more identical to one or more CDRs 
of murine antibody Ab43 (SEQ ID NOs: 16-21); murine 
antibody 2.7 (SEQ ID NOs: 28-33); murine antibody 2.41 
(SEQID NOs:40-45), ratantibody R9 (SEQID NOs: 52-57) 
or human antibody 1C9 (SEQ ID NOs: 111-116), human 
antibody 3B3 (SEQID NOs: 121-126), human antibody 4E1 
(SEQID NOs: 131-136), human antibody 7A3 (SEQIDNOs: 
141-46), human antibody 9D12 (SEQ ID NOs: 151-156), 
human antibody 12B9 (SEQID NOs: 161-166), human anti 
body 15E1 (SEQID NOs: 171-176), human antibody 18D8 
(SEQ ID NOs: 314-319), human antibody 19C1 (SEQ ID 
NOs: 324-329), human antibody 19D12 (SEQID NOS: 294 
299), human antibody 19H6 (SEQID NOs: 304-309), human 
antibody 23F11 (SEQ ID NOs: 181-186), human antibody 
26F11 (SEQ ID NOs: 191-196), or human antibody 1S1 
(SEQID NOs: 203-205 and 131-133) or human antibody 1S2 
(SEQID NOs: 214-216 and 144-146) or human antibody 1S3 
(SEQID NOs: 225-227 and 164-166) or human antibody 1S4 
(SEQID NOs: 236-238 and 174-176) or human antibody 1S5 
(SEQID NO: 247-249 and 184-186). 
0196. Hepcidin-specific binding agents also include pep 
tibodies. The term "peptibody” refers to a molecule compris 
ing an antibody Fc domain attached to at least one peptide. 
The production of peptibodies is generally described in PCT 
publication WO 00/24782, published May 4, 2000. Any of 
these peptides may be linked in tandem (i.e., sequentially), 
with or without linkers. Peptides containing a cysteinyl resi 
due may be cross-linked with another Cys-containing pep 
tide, either or both of which may be linked to a vehicle. Any 
peptide having more than one Cys residue may form an 
intrapeptide disulfide bond, as well. Any of these peptides 
may be derivatized, for example, the carboxyl terminus may 
be capped with an amino group, cysteines may be cappe, or 
amino acid residues may substituted by moieties other than 
amino acid residues (see, e.g., Bhatnagaret al., J.Med. Chem. 
39:3814-9 (1996), and Cuthbertson et al., J. Med. Chem. 40: 
2876-82 (1997), which are incorporated by reference herein 
in their entirety). The peptide sequences may be optimized, 
analogous to affinity maturation for antibodies, or otherwise 
altered by alanine Scanning or random or directed mutagen 
esis followed by screening to identify the best binders. Low 
man, Ann. Rev. Biophys. Biomol. Struct. 26: 401-24 (1997). 
Various molecules can be inserted into the specific binding 
agent structure, e.g., within the peptide portion itself or 
between the peptide and vehicle portions of the specific bind 
ing agents, while retaining the desired activity of specific 
binding agent. One can readily insert, for example, molecules 
Such as an Fc domain or fragment thereof, polyethylene gly 
color other related molecules such as dextran, a fatty acid, a 
lipid, a cholesterol group, a Small carbohydrate, a peptide, a 
detectable moiety as described herein (including fluorescent 
agents, radiolabels such as radioisotopes), an oligosaccha 
ride, oligonucleotide, a polynucleotide, interference (or 
other) RNA, enzymes, hormones, or the like. Other molecules 
suitable for insertion in this fashion will be appreciated by 
those skilled in the art, and are encompassed within the scope 
of the invention. This includes insertion of, for example, a 
desired molecule in between two consecutive amino acids, 
optionally joined by a suitable linker. 
0197) The development of hepcidin peptibodies is also 
contemplated. The interaction of a protein ligand with its 
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receptor often takes place at a relatively large interface. How 
ever, as demonstrated for human growth hormone and its 
receptor, only a few key residues at the interface contribute to 
most of the binding energy. Clackson et al., Science 267: 
383-6 (1995). The bulk of the protein ligand merely displays 
the binding epitopes in the right topology or serves functions 
unrelated to binding. Thus, molecules of only “peptide' 
length (generally 2 to 40 amino acids) can bind to the receptor 
protein of a given large protein ligand. Such peptides may 
mimic the bioactivity of the large protein ligand ("peptide 
agonists') or, through competitive binding, inhibit the bioac 
tivity of the large protein ligand ("peptide antagonists'). 
0198 Phage display technology has emerged as a power 
ful method in identifying Such peptide agonists and antago 
nists. See, for example, Scott et al. Science 249: 386 (1990); 
(0199. Devlin et al., Science 249:404 (1990); U.S. Pat. No. 
5,223,409, issued Jun. 29, 1993; U.S. Pat. No. 5,733,731, 
issued Mar. 31, 1998: U.S. Pat. No. 5,498,530, issued Mar. 
12, 1996; U.S. Pat. No. 5,432,018, issued Jul 11, 1995: U.S. 
Pat. No. 5,338,665, issued Aug. 16, 1994: U.S. Pat. No. 5,922, 
545, issued Jul. 13, 1999: WO 96/40987, published Dec. 19, 
1996; and WO 98/15833, published Apr. 16, 1998 (each of 
which is incorporated by reference in its entirety). In peptide 
phage display libraries, random peptide sequences can be 
displayed by fusion with coat proteins of filamentous phage. 
The displayed peptides can be affinity-eluted againstan anti 
body-immobilized extracellular domain of a receptor, if 
desired. The retained phage may be enriched by Successive 
rounds of affinity purification and repropagation. The best 
binding peptides may be sequenced to identify key residues 
within one or more structurally related families of peptides. 
See, e.g., Cwirla et al., Science 276: 1696-9 (1997), in which 
two distinct families were identified. The peptide sequences 
may also suggest which residues may be safely replaced by 
alanine Scanning or by mutagenesis at the DNA level. 
Mutagenesis libraries may be created and screened to further 
optimize the sequence of the best binders. Lowman, Ann. 
Rev. Biophys. Biomol. Struct. 26: 401-24 (1997). 
0200 Structural analysis of protein-protein interaction 
may also be used to Suggest peptides that mimic the binding 
activity of large protein ligands. In Such an analysis, the 
crystal structure may suggest the identity and relative orien 
tation of critical residues of the large protein ligand, from 
which a peptide may be designed. See, e.g., Takasaki et al., 
Nature Biotech 15: 1266-70 (1997). These analytical meth 
ods may also be used to investigate the interaction between a 
receptor protein and peptides selected by phage display, 
which may suggest further modification of the peptides to 
increase binding affinity. 
0201 Other methods compete with phage display in pep 
tide research. A peptide library can be fused to the carboxyl 
terminus of the lac repressor and expressed in E. coli. Another 
E. coli-based method allows display on the cells outer mem 
brane by fusion with a peptidoglycan-associated lipoprotein 
(PAL). Hereinafter, these and related methods are collectively 
referred to as 'E. coli display. In another method, translation 
of random RNA is halted prior to ribosome release, resulting 
in a library of polypeptides with their associated RNA still 
attached. Hereinafter, this and related methods are collec 
tively referred to as “ribosome display.” Other methods 
employ chemical linkage of peptides to RNA. See, for 
example, Roberts and Szostak, Proc Natl AcadSci USA, 94: 
12297-303 (1997). Hereinafter, this and related methods are 
collectively referred to as “RNA-peptide screening.” Chemi 
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cally derived peptide libraries have been developed in which 
peptides are immobilized on stable, non-biological materials, 
Such as polyethylene rods or solvent-permeable resins. 
Another chemically derived peptide library uses photolithog 
raphy to scan peptides immobilized on glass slides. Herein 
after, these and related methods are collectively referred to as 
“chemical-peptide screening. Chemical-peptide screening 
may be advantageous in that it allows use of D-amino acids 
and other unnatural analogues, as well as non-peptide ele 
ments. Both biological and chemical methods are reviewed in 
Wells and Lowman, Curr. Opin. Biotechnol. 3: 355-62 
(1992). 
0202 Conceptually, one may discover peptide mimetics 
of any protein using phage display and the other methods 
mentioned above. These methods have been used for epitope 
mapping, for identification of critical amino acids in protein 
protein interactions, and as leads for the discovery of new 
therapeutic agents. See, e.g., Cortese et al., Curr. Opin. Bio 
tech. 7: 616-21 (1996). Peptide libraries are now being used 
most often in immunological studies, such as epitope map 
ping. See Kreeger, The Scientist 10(13):19-20 (1996). 
0203 Sources for compounds that may be screened for 
ability to bind to or modulate (i.e., increase or decrease) the 
activity of the hepcidin polypeptides described herein include 
(1) inorganic and organic chemical libraries, (2) natural prod 
uct libraries, and (3) combinatorial libraries comprised of 
either random or mimetic peptides, oligonucleotides or 
organic molecules. 
0204 Chemical libraries may be readily synthesized or 
purchased from a number of commercial sources, and may 
include structural analogs of known compounds or com 
pounds that are identified as “hits” or “leads' via natural 
product screening. 
0205 The sources of natural product libraries are micro 
organisms (including bacteria and fungi), animals, plants or 
other vegetation, or marine organisms, and libraries of mix 
tures for screening may be created by: (1) fermentation and 
extraction of broths from Soil, plant or marine microorgan 
isms or (2) extraction of the organisms themselves. Natural 
product libraries include polyketides, non-ribosomal pep 
tides, and (non-naturally occurring) variants thereof. For a 
review, see Science 282:63-68 (1998). 
0206 Combinatorial libraries are composed of large num 
bers of peptides, oligonucleotides or organic compounds and 
can be readily prepared by traditional automated synthesis 
methods, PCR, cloning or proprietary synthetic methods. Of 
particular interest are peptide and oligonucleotide combina 
torial libraries. Still other libraries of interest include peptide, 
protein, peptidomimetic, multiparallel synthetic collection, 
recombinatorial, and polypeptide libraries. For a review of 
combinatorial chemistry and libraries created therefrom, see 
Myers, Curr. Opin. Biotechnol. 8:701-707 (1997). For 
reviews and examples of peptidomimetic libraries, see Al 
Obeidi et al., Mol. Biotechnol, 9(3):205-23 (1998); Hruby et 
al., Curr Opin Chem Biol, 1(1): 114-19 (1997); Dorner et al., 
Bioorg Med Chem, 4(5):709-15 (1996) (alkylated dipep 
tides). 
0207 Hepcidin-specific binding agents also include scaf 
folding proteins, as described by Hays et al. Trends. In Bio 
technology, 23 (10):514-522 (2005), herein incorporated by 
reference in its entirety, and Avimer protein technology, as 
described in US Publication Nos. 2006-0286603 and 2006 
0223114, both herein incorporated by reference in their 
entireties. 
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0208 Screening Methods for Antibodies or Specific Bind 
ing Agents 
0209 Methods of identifying antibodies or specific bind 
ing agents which bind hepcidin and/or which cross-block 
exemplary antibodies described herein, and/or which inhibit 
hepcidin activity are also provided. Such methods may utilize 
the composition of highly purified, bioactive, correctly 
folded, non-urinary human hepcidin (either chemically Syn 
thesized or produced in bacteria or non-mammalian cells) 
provided herein. 
0210 Antibodies or specific binding agents may be 
screened for binding affinity by methods known in the art. For 
example, gel-shift assays, Western blots, radiolabeled com 
petition assay, co-fractionation by chromatography, co-pre 
cipitation, cross linking, ELISA, and the like may be used, 
which are described in, for example, Current Protocols in 
Molecular Biology (1999) John Wiley & Sons, NY, which is 
incorporated herein by reference in its entirety. 
0211 To initially screen for antibodies or specific binding 
agents which bind to the desired epitope on the target antigen, 
a routine cross-blocking assay Such as that described in Anti 
bodies, A Laboratory Manual, Cold Spring Harbor Labora 
tory, Ed Harlow and David Lane (1988), can be performed. 
Routine competitive binding assays may also be used, in 
which the unknown antibody is characterized by its ability to 
inhibit binding of target to a target-specific antibody of the 
invention. Intact antigen, fragments thereof such as the extra 
cellular domain, or linear epitopes can be used. Epitope map 
ping is described in Champe et al., J. Biol. Chem. 270: 1388 
1394 (1995). 
0212. In one variation of an in vitro binding assay, the 
invention provides a method comprising (a) contacting an 
immobilized hepcidin with a candidate antibody or specific 
binding agent and (b) detecting binding of the candidate 
antibody or specific binding agent to the hepcidin. In an 
alternative embodiment, the candidate antibody or specific 
binding agent is immobilized and binding of hepcidin is 
detected. Immobilization is accomplished using any of the 
methods well known in the art, including covalent bonding to 
a Support, a bead, or a chromatographic resin, as well as 
non-covalent, high affinity interaction Such as antibody bind 
ing, or use of streptavidin/biotin binding wherein the immo 
bilized compound includes a biotin moiety. Detection of 
binding can be accomplished (i) using a radioactive label on 
the compound that is not immobilized, (ii) using a fluorescent 
label on the non-immobilized compound, (iii) using an anti 
body immunospecific for the non-immobilized compound, 
(iv) using a label on the non-immobilized compound that 
excites a fluorescent support to which the immobilized com 
pound is attached, as well as other techniques well known and 
routinely practiced in the art. 
0213. In some embodiments, antibodies or specific bind 
ing agents that inhibit or neutralize human hepcidin activity 
may be identified by contacting hepcidin with the antibody 
(or specific binding agent), comparing hepcidin activity in the 
presence and absence of the testantibody (or specific binding 
agent), and determining whether the presence of the antibody 
(or specific binding agent) decreases activity of the hepcidin. 
The biological activity of a particular antibody, or specific 
binding agent, or combination of antibodies or specific bind 
ing agents, may be evaluated in vivo using a suitable animal 
model, including any of those described herein. 
0214. In some embodiments, the invention also contem 
plates high throughput screening (HTS) assays to identify 
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antibodies that interact with or inhibit biological activity (i.e., 
inhibit phosphorylation, dimerization, ligand induced-recep 
tor activation, or intracellular signaling, etc.) of target anti 
gen. HTS assays permit screening of large numbers of com 
pounds in an efficient manner. Cell-based HTS systems are 
contemplated to investigate the interaction between target 
antigen and its binding partners. HTS assays are designed to 
identify “hits” or “lead compounds having the desired prop 
erty, from which modifications can be designed to improve 
the desired property. 
0215. In another embodiment, high throughput screening 
for antibody fragments or CDRs with 1, 2, 3 or more modi 
fications to amino acids within the CDRs having suitable 
binding affinity to a target antigen polypeptide is employed. 
0216 B. Inhibitory Oligonucleotides 
0217 Hepcidin expression inhibitors that may be used 
according to the methods described herein include inhibitor 
oligonucleotides or polynucleotides, including pharmaceuti 
cally acceptable salts thereof, e.g. sodium salts. Nonlimiting 
examples include: antisense oligonucleotides Eckstein, 
Antisense Nucleic Acid Drug Dev., 10: 117-121 (2000); 
Crooke, Methods Enzymol., 313: 3-45 (2000); Guvakova et 
al., J. Biol. Chem., 270: 2620-2627 (1995); Manoharan, Bio 
chim. Biophys. Acta, 1489: 117-130 (1999); Baker et al., J. 
Biol. Chem., 272: 11994-12000 (1997); Kurreck, Eur: J. Bio 
chem., 270: 1628-1644 (2003); Sierakowska et al., Proc. Natl. 
Acad. Sci. USA, 93: 12840-12844 (1996); Marwick, J. Am. 
Med. Assoc. 280: 871 (1998); Tomita and Morishita, Curr: 
Pharm. Des., 10: 797-803 (2004); Gleave and Monia, Nat. 
Rev. Cancer, 5:468-479 (2005) and Patil, AAPSJ. 7: E61-E77 
(2005, triplex oligonucleotides Francois et al., Nucleic 
Acids Res., 16: 11431-11440 (1988) and Moser and Dervan, 
Science, 238: 645-650 (1987), ribozymes/deoxyribozymes 
(DNAZymes) Kruger et al., Tetrahymena. Cell, 31: 147-157 
(1982); Uhlenbeck, Nature, 328:596-600 (1987); Sigurdsson 
and Eckstein, Trends Biotechnol., 13286-289 (1995); Kumar 
et al., Gene Ther, 12: 1486-1493 (2005); Breaker and Joyce, 
Chem. Biol., 1: 223-229 (1994); Khachigian, Curr: Pharm. 
Biotechnol. 5:337-339 (2004); Khachigian, Biochem. Phar 
macol., 68: 1023-1025 (2004) and Trulzsch and Wood, J. 
Neurochem., 88: 257-265 (2004), small-interfering RNAS/ 
RNAi Fire et al., Nature, 391:806-811 (1998); Montgomery 
et al., Proc. Natl. Acad. Sci. U.S.A.,95: 15502-15507 (1998); 
Cullen, Nat. Immunol. 3: 597-599 (2002); Hannon, Nature, 
418: 244-251 (2002); Bernstein et al., Nature, 409: 363-366 
(2001); Nykanenet al., Cell, 107:309-321 (2001); Gilmore et 
al., J. Drug Target., 12: 315-340 (2004); Reynolds et al., Nat. 
Biotechnol., 22: 326-330 (2004); Soutschek et al., Nature, 
432173-178 (2004); Ralph et al., Nat. Med., 11: 429–433 
(2005); Xia et al., Nat. Med., 10816-820 (2004) and Miller et 
al., Nucleic Acids Res., 32: 661-668 (2004), aptamers El 
lington and Szostak, Nature, 346: 818-822 (1990); Doudna et 
al., Proc. Natl. Acad. Sci. U.S.A., 92: 2355-2359 (1995); 
Tuerk and Gold, Science, 249: 505-510 (1990); White et al., 
Mol. Ther., 4: 567-573 (2001); Rusconi et al., Nature, 419: 
90-94 (2002); Nimjee et al., Mol. Ther:, 14:408-415 (2006): 
Gragoudas et al., N. Engl. J. Med., 351: 3805-2816 (2004); 
Vinores, Curr. Opin. Mol. Then, 5673-679 (2003) and Kour 
las and Schiller et al., Clin. Ther, 2836-44 (2006) or decoy 
oligonucleotides Morishita et al., Proc. Natl. Acad. Sci. U.S. 
A., 92: 5855-5859 (1995); Alexander et al., J. Am. Med. 
Assoc., 294: 2446-2454 (2005); Mann and Dzau, J. Clin. 
Invest., 106: 1071-1075 (2000) and Nimjee et al., Annu. Rev. 
Med., 56: 555-583 (2005). The foregoing documents are 
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hereby incorporated by reference in their entirety herein, with 
particular emphasis on those sections of the documents relat 
ing to methods of designing, making and using inhibitory 
oligonucleotides. Commercial providers such as Ambion Inc. 
(Austin, Tex.), Darmacon Inc. (Lafayette, Colo.), InvivoGen 
(San Diego, Calif.), and Molecular Research Laboratories, 
LLC (Herndon, Va.) generate custom siRNA molecules. In 
addition, commercial kits are available to produce custom 
siRNA molecules, such as SILENCERTM siRNA Construc 
tion Kit (Ambion Inc., Austin,Tex.) or psiRNA System (Invi 
voGen, San Diego, Calif.). 
0218. Inhibitory oligonucleotides may be complementary 
to the coding portion of a target gene, 3' or 5' untranslated 
regions, or intronic sequences in a gene, or alternatively cod 
ing or intron sequences in the target mRNA. Intron sequences 
are generally less conserved and thus may provide greater 
specificity. In one embodiment, the inhibitory oligonucle 
otide inhibits expression of a gene product of one species but 
not its homologue in another species; in other embodiments, 
the inhibitory oligonucleotide inhibits expression of a gene in 
two species, e.g. human and primate, or human and murine. 
0219. In certain embodiments, the inhibitory oligonucle 
otide is capable of hybridizing to at least 8, 9, 10, 11, or 12 
consecutive bases of the hepcidin gene or mRNA (SEQ ID 
NO:99 (mouse) or SEQID NO: 100 (human) or the reverse 
Strand thereof) under moderate or high Stringency conditions. 
In Some cases, depending on the length of the complementary 
region, one, two or more mismatches may be tolerated with 
out affecting inhibitory function. In certain embodiments, the 
inhibitory oligonucleotide is an antisense oligonucleotide, an 
inhibitory RNA (including siRNA or RNAi, or shRNA), a 
DNA enzyme, a ribozyme (optionally a hammerhead 
ribozyme), an aptamer, or pharmaceutically acceptable salts 
thereof. In one embodiment, the oligonucleotide is comple 
mentary to at least 10 bases of SEQ ID NO: 104. In one 
embodiment, the oligonucleotide targets the nucleotides 
located in the vicinity of the 3' untranslated region of the 
hepcidin mRNA. 
0220 Selection of mRNA Site to Target with Inhibitory 
Oligonucleotide 
0221) The specific sequence utilized in design of the oli 
gonucleotides may be any contiguous sequence of nucle 
otides contained within the expressed gene message of the 
target. Programs and algorithms, known in the art, may be 
used to select appropriate target sequences. In addition, opti 
mal sequences may be selected utilizing programs designed 
to predict the secondary structure of a specified single 
Stranded nucleic acid sequence and allowing selection of 
those sequences likely to occur in exposed single stranded 
regions of a folded mRNA. Methods and compositions for 
designing appropriate oligonucleotides may be found, for 
example, in U.S. Pat. No. 6,251,588, the contents of which are 
incorporated herein by reference in its entirety. 
0222 Most mRNAs have been shown to contain a number 
of secondary and tertiary structures. Secondary structural 
elements in RNA are formed largely by Watson-Crick type 
interactions between different regions of the same RNA mol 
ecule. Important secondary structural elements include 
intramolecular double stranded regions, hairpin loops, bulges 
in duplex RNA and internal loops. Tertiary structural ele 
ments are formed when secondary structural elements come 
in contact with each other or with single stranded regions to 
produce a more complex three dimensional structure. A num 
ber of researchers have measured the binding energies of a 
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large number of RNA duplex structures and have derived a set 
of rules which can be used to predict the secondary structure 
of RNA (see e.g. Jaeger et al., 1989, Proc. Natl. Acad. Sci. 
USA 86:7706; and Turner et al., 1988, Annu Rev. Biophys. 
Biophys. Chem. 17:167). The rules are useful in identification 
of RNA structural elements and, in particular, for identifying 
single stranded RNA regions which may represent segments 
of the mRNA to target for siRNA, ribozyme or antisense 
technologies. 
0223) Antisense Oligonucleotides 
0224. The constitutive expression of antisense oligonucle 
otides in cells has been shown to inhibit gene expression, 
possibly via the blockage of translation or prevention of splic 
ing. Suitable inhibitory oligonucleotides may be single 
Stranded and contain a segment, e.g. at least 12, 15 or 18 bases 
in length, that is sufficiently complementary to, and specific 
for, an mRNA or DNA molecule such that it hybridizes to the 
mRNA or DNA molecule and inhibits transcription, splicing 
or translation. Generally complementarity over a length of 
less than 30 bases is more than sufficient. 
0225. Factors that govern a target site for the inhibitory 
oligonucleotide sequence include the length of the oligo 
nucleotide, binding affinity, and accessibility of the target 
sequence. Sequences may be screened in vitro for potency of 
their inhibitory activity by measuring inhibition of target 
protein translation and target related phenotype, e.g., inhibi 
tion of cell proliferation in cells in culture. In general it is 
known that most regions of the RNA (5' and 3' untranslated 
regions, AUG initiation, coding, splice junctions and introns) 
can be targeted using antisense oligonucleotides. 
0226 Phosphorothioate antisense oligonucleotides may 
be used. Modifications of the phosphodiester linkage as well 
as of the heterocycle or the Sugar may provide an increase in 
efficiency. Phosphorothioate is used to modify the phos 
phodiester linkage. An N3'-P5' phosphoramidate linkage has 
been described as stabilizing oligonucleotides to nucleases 
and increasing the binding to RNA. Peptide nucleic acid 
(PNA) linkage is a complete replacement of the ribose and 
phosphodiesterbackbone and is stable to nucleases, increases 
the binding affinity to RNA, and does not allow cleavage by 
RNAse H. Its basic structure is also amenable to modifica 
tions that may allow its optimization as an antisense compo 
nent. With respect to modifications of the heterocycle, certain 
heterocycle modifications have proven to augment antisense 
effects without interfering with RNAse H activity. An 
example of such modification is C-5 thiazole modification. 
Finally, modification of the Sugar may also be considered. 
2'-O-propyl and 2'-methoxyethoxyribose modifications sta 
bilize oligonucleotides to nucleases in cell culture and in vivo. 
0227. Inhibitory oligonucleotides which are stable, have a 
high resistance to nucleases, possess Suitable pharmacokinet 
ics to allow them to traffic to target tissue site at non-toxic 
doses, and have the ability to cross through plasma mem 
branes are contemplated for use as a therapeutic. 
0228. Short Interfering RNA 
0229. Short interfering (si) RNA technology (also known 
as RNAi) generally involves degradation of an mRNA of a 
particular sequence induced by double-stranded RNA 
(dsRNA) that is homologous to that sequence, thereby “inter 
fering with expression of the corresponding gene. Any 
selected gene may be repressed by introducing a dsRNA 
which corresponds to all or a substantial part of the mRNA for 
that gene. It appears that when a long dsRNA is expressed, it 
is initially processed by a ribonuclease III into shorter dsRNA 



US 2013/001817.6 A1 

oligonucleotides of as few as 21 to 22 base pairs in length. 
Accordingly, siRNA may be effected by introduction or 
expression of relatively short homologous dsRNAs. Exem 
plary siRNAs have sense and antisense strands of about 21 
nucleotides that form approximately 19 nucleotide of dou 
blestranded RNA with overhangs of two nucleotides at each 
3' end. Indeed the use of relatively short homologous dsRNAs 
may have certain advantages. 
0230 Mammalian cells have at least two pathways that are 
affected by double-stranded RNA (dsRNA). In the sequence 
specific siRNA pathway, the initiating dsRNA is first broken 
into short interfering RNAs, as described above. Short inter 
fering RNAS are thought to provide the sequence information 
that allows a specific messenger RNA to be targeted for 
degradation. In contrast, the nonspecific pathway is triggered 
by dsRNA of any sequence, as long as it is at least about 30 
base pairs in length. 
0231. The nonspecific effects occur because dsRNA acti 
vates two enzymes: PKR, which in its active form phospho 
rylates the translation initiation factor eIF2 to shut down all 
protein synthesis, and 2.5' oligoadenylate synthetase (2',5'- 
AS), which synthesizes a molecule that activates RNase L, a 
nonspecific enzyme that targets all mRNAS. The nonspecific 
pathway may represent a host response to stress or viral 
infection, and, in general, the effects of the nonspecific path 
way are preferably minimized. Significantly, longer dsRNAs 
appear to be required to induce the nonspecific pathway and, 
accordingly, dsRNAs shorter than about 30 bases pairs are 
contemplated to effect gene repression by RNAi (see Hunter 
et al., 1975, J. Biol. Chem. 250:409-17; Manche et al., 1992, 
Mol. Cell. Biol. 12:5239-48; Minks et al., 1979, J. Biol. 
Chem. 254:10180-3; and Elbashir et al., 2001, Nature 411: 
494-8). 
0232 siRNA has proven to be an effective means of 
decreasing gene expression in a variety of cell types. siRNA 
typically decreases expression of a gene to lower levels than 
that achieved using antisense techniques, and frequently 
eliminates expression entirely (see Bass, 2001, Nature 411: 
428-9). In mammalian cells, siRNAs are effective at concen 
trations that are several orders of magnitude below the con 
centrations typically used in antisense experiments (Elbashir 
et al., 2001, Nature 411:494-8). 
0233. The double stranded oligonucleotides used to effect 
RNAi are preferably less than 30 base pairs in length, for 
example, about 25, 24, 23, 22, 21, 20, 19, 18 or 17 base pairs 
or less in length, and contain a segment Sufficiently comple 
mentary to the target mRNA to allow hybridization to the 
target mRNA. Optionally the dsRNA oligonucleotides may 
include 3' overhang ends. Exemplary 2-nucleotide 3' over 
hangs may be composed of ribonucleotide residues of any 
type and may even be composed of 2'-deoxythymidine 
resides, which lowers the cost of RNA synthesis and may 
enhance nuclease resistance of siRNAs in the cell culture 
medium and within transfected cells (see Elbashi et al., 2001, 
Nature 411:494-8). Exemplary dsRNAs may be synthesized 
chemically or produced in vitro or in vivo using appropriate 
expression vectors (see e.g. Elbashir et al., 2001, Genes Dev. 
15:188-200). Longer RNAs may be transcribed from promot 
ers, such as T7 RNA polymerase promoters, known in the art. 
0234 Longer dsRNAs of 50, 75, 100 or even 500 base 
pairs or more may also be utilized in certain embodiments of 
the invention. Exemplary concentrations of dsRNAs for 
effecting RNAi are about 0.05 nM, 0.1 nM, 0.5 nM, 1.0 nM, 
1.5 nM, 25 nM or 100 nM, although other concentrations may 
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be utilized depending upon the nature of the cells treated, the 
gene target and other factors readily discernable to the skilled 
artisan. 
0235 Further compositions, methods and applications of 
siRNA technology are provided in U.S. patent application 
Nos. 6,278,039, 5,723,750 and 5,244,805, which are incor 
porated herein by reference in its entirety. 
0236 Short Hairpin RNA 
0237 Compared to siRNA, shRNA offers advantages in 
silencing longevity and delivery options. See, e.g., Hannon et 
al., Nature, 431:371-378, 2004, for review. Vectors that pro 
duce shRNAs, which are processed intracellularly into short 
duplex RNAs having siRNA-like properties have been 
reported (Brummelkamp et al., Science 296, 550-553, 2000; 
Paddison et al., Genes Dev. 16,948-958 (2002). Such vectors 
provide a renewable source of a gene-silencing reagent that 
can mediate persistent gene silencing after stable integration 
of the vector into the host-cell genome. Furthermore, the core 
silencing hairpin cassette can be readily inserted into retro 
viral, lentiviral or adenoviral vectors, facilitating delivery of 
shRNAs into a broad range of cell types (Brummelkamp et 
al., Cancer Cell 2:243-247, 2002; Dirac, et al., J. Biol. Chem. 
278:11731-11734, 2003; Michiels et al., Nat. Biotechnol. 
20:1154-1157, 2002; Stegmeie et al., Proc. Natl. Acad. Sci. 
USA 102:13212-13217, 2005; Khvorova et al., Cell, 115: 
209-216 (2003) in any of the innumerable ways that have 
been devised for delivery of DNA constructs that allow 
ectopic mRNA expression. 
0238 A hairpin can be organized in either a left-handed 
hairpin (i.e., 5'-antisense-loop-sense-3') or a right-handed 
hairpin (i.e., 5'-sense-loop-antisense-3"). The siRNA may 
also contain overhangs at either the 5' or 3' end of either the 
sense Strand or the antisense strand, depending upon the 
organization of the hairpin. Preferably, if there are any over 
hangs, they are on the 3' end of the hairpin and comprise 
between 1 to 6 bases. The overhangs can be unmodified, or 
can contain one or more specificity or stabilizing modifica 
tions, such as a halogen or O-alkyl modification of the 2 
position, or internucleotide modifications such as phospho 
rothioate, phosphorodithioate, or methylphosphonate modi 
fications. The overhangs can be ribonucleic acid, deoxyribo 
nucleic acid, or a combination of ribonucleic acid and 
deoxyribonucleic acid. 
0239. Additionally, a hairpin can further comprise a phos 
phate group on the 5'-most nucleotide. The phosphorylation 
of the 5'-most nucleotide refers to the presence of one or more 
phosphate groups attached to the 5' carbon of the Sugar moiety 
of the 5'-terminal nucleotide. Preferably, there is only one 
phosphate group on the 5' end of the region that will form the 
antisense Strand following Dicer processing. In one exem 
plary embodiment, a right-handed hairpin can include a 5' end 
(i.e., the free 5' end of the sense region) that does not have a 5' 
phosphate group, or can have the 5' carbon of the free 5'-most 
nucleotide of the sense region being modified in Such a way 
that prevents phosphorylation. This can be achieved by a 
variety of methods including, but not limited to, addition of a 
phosphorylation blocking group (e.g., a 5'-O-alkyl group), or 
elimination of the 5'-OH functional group (e.g., the 5'-most 
nucleotide is a 5'-deoxynucleotide). In cases where the hair 
pin is a left-handed hairpin, preferably the 5' carbon position 
of the 5'-most nucleotide is phosphorylated. 
0240 Hairpins that have stem lengths longer than 26 base 
pairs can be processed by Dicer Such that some portions are 
not part of the resulting siRNA that facilitates mRNA degra 
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dation. Accordingly the first region, which may comprise 
sense nucleotides, and the second region, which may com 
prise antisense nucleotides, may also contain a stretch of 
nucleotides that are complementary (or at least Substantially 
complementary to each other), but are or are not the same as 
or complementary to the target mRNA. While the stem of the 
shRNA can be composed of complementary or partially 
complementary antisense and sense Strands exclusive of over 
hangs, the shRNA can also include the following: (1) the 
portion of the molecule that is distal to the eventual Dicer cut 
site contains a region that is Substantially complementary/ 
homologous to the target mRNA; and (2) the region of the 
stem that is proximal to the Dicer cut site (i.e., the region 
adjacent to the loop) is unrelated or only partially related 
(e.g., complementary/homologous) to the target mRNA. The 
nucleotide content of this second region can be chosen based 
on a number of parameters including but not limited to ther 
modynamic traits or profiles. 

0241 Modified shRNAs can retain the modifications in 
the post-Dicer processed duplex. In exemplary embodiments, 
in cases in which the hairpin is a right handed hairpin (e.g., 
5'-S-loop-AS-3) containing 2-6 nucleotide overhangs on the 
3' end of the molecule. 2'-O-methyl modifications can be 
added to nucleotides at position 2, positions 1 and 2, or 
positions 1, 2, and 3 at the 5' end of the hairpin. Also, Dicer 
processing of hairpins with this configuration can retain the 5' 
end of the sense Strand intact, thus preserving the pattern of 
chemical modification in the post-Dicer processed duplex. 
Presence of a 3' overhang in this configuration can be particu 
larly advantageous since blunt ended molecules containing 
the prescribed modification pattern can be further processed 
by Dicer in such a way that the nucleotides carrying the 2 
modifications are removed. In cases where the 3' overhang is 
present/retained, the resulting duplex carrying the sense 
modified nucleotides can have highly favorable traits with 
respect to silencing specificity and functionality. Examples of 
exemplary modification patterns are described in detail in 
U.S. patent application publication number 2005/0223427, 
International Publication Nos. WO 2004/090105 and 
WO/2005/078094 the disclosures of each of which are incor 
porated by reference herein in their entirety. 
0242 shRNA may comprise sequences that were selected 
at random, or according to any rational design selection pro 
cedure. For example, the rational design algorithms are 
described in International Publication No. WO 2004/045.543 
A2, U.S. Patent Application Publication No. 2005/0255487, 
the disclosures of which are incorporated herein by reference 
in their entireties. Additionally, it may be desirable to select 
sequences in whole or in part based on average internal sta 
bility profiles (AISPs') or regional internal stability profiles 
(“RISPs') that may facilitate access or processing by cellular 
machinery. 

0243 
0244 Ribozymes are enzymatic RNA molecules capable 
of catalyzing specific cleavage of mRNA, thus preventing 
translation. (For a review, see Rossi, 1994, Current Biology 
4:469-471). The mechanism of ribozyme action involves 
sequence specific hybridization of the ribozyme molecule to 
complementary target RNA, followed by an endonucleolytic 
cleavage event. The ribozyme molecules preferably include 
(1) one or more sequences complementary to a target mRNA, 
and (2) the well known catalytic sequence responsible for 
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mRNA cleavage or a functionally equivalent sequence (see, 
e.g., U.S. Pat. No. 5,093.246, which is incorporated herein by 
reference in its entirety). 
0245 While ribozymes that cleave mRNA at site-specific 
recognition sequences can be used to destroy target mRNAS, 
hammerhead ribozymes may alternatively be used. Hammer 
head ribozymes cleave mRNAs at locations dictated by flank 
ing regions that form complementary base pairs with the 
target mRNA. Preferably, the target mRNA has the following 
sequence of two bases: 5'-UG-3'. The construction and pro 
duction of hammerhead ribozymes is well known in the art 
and is described more fully in Haseloff and Gerlach, 1988, 
Nature 334:585-591; and PCT Application. No. WO89/ 
05852, the contents of which are incorporated herein by ref 
erence in its entirety. 
0246 Gene targeting ribozymes may contain a hybridiz 
ing region complementary to two regions of a target mRNA, 
each of which is at least 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 16, 
17, 18, 19 or 20 contiguous nucleotides (but which need not 
both be the same length). 
0247 Hammerhead ribozyme sequences can be embed 
ded in a stable RNA such as a transfer RNA (tRNA) to 
increase cleavage efficiency in vivo (Perriman et al., 1995, 
Proc. Natl. Acad. Sci. USA, 92.6175-79; de Feyter, and 
Gaudron, Methods in Molecular Biology, Vol. 74, Chapter 43, 
“Expressing Ribozymes in Plants, Edited by Turner, P. C. 
Humana Press Inc., Totowa, N.J.). In particular, RNA poly 
merase III-mediated expression of tRNA fusion ribozymes 
are well known in the art (see Kawasaki et al., 1998, Nature 
393:284-9; Kuwabara et al., 1998, Nature Biotechnol. 
16:961-5; and Kuwabara et al., 1998, Mol. Cell. 2:617-27; 
Koseki et al., 1999, J. Virol 73:1868–77; Kuwabara et al., 
1999, Proc. Natl. Acad. Sci. USA, 96:1886-91; Tanabe et al., 
2000, Nature 406:473-4). There are typically a number of 
potential hammerhead ribozyme cleavage sites within a given 
target clNA sequence. Preferably the ribozyme is engi 
neered so that the cleavage recognition site is located near the 
5' end of the target mRNA- to increase efficiency and mini 
mize the intracellular accumulation of non-functional mRNA 
transcripts. Furthermore, the use of any cleavage recognition 
site located in the target sequence encoding different portions 
of the target mRNA would allow the selective targeting of one 
or the other target genes. 
0248. The ribozymes of the present invention also include 
RNA endoribonucleases (“Cech-type ribozymes') such as 
the one which occurs naturally in Tetrahymena thermophila 
(known as the IVS, or L-19 IVS RNA) and which has been 
extensively described in Zaug, et al., 1984, Science, 224:574 
578; Zaug, et al., 1986, Science 231:470-475; Zaug, et al., 
1986, Nature 324:429-433; published International patent 
application No. WO88/04300; and Been, et al., 1986, Cell 
47:207-216). The Cech-type ribozymes have an eight base 
pair active site which hybridizes to a target RNA sequence 
whereafter cleavage of the target RNA takes place. The inven 
tion encompasses those Cech-type ribozymes which target 
eight base-pair active site sequences that are present in a 
target gene or nucleic acid sequence. 
0249 Ribozymes can be composed of modified oligo 
nucleotides (e.g., for improved stability, targeting, etc.) and 
should can be chemically synthesized or produced through an 
expression vector. Because ribozymes, unlike antisense mol 
ecules, are catalytic, a lower intracellular concentration is 
required for efficiency. 
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0250 In certain embodiments, a ribozyme may be 
designed by first identifying a sequence portion Sufficient to 
cause effective knockdown by RNAi. Portions of the same 
sequence may then be incorporated into a ribozyme. 
0251 Triple Helix Formation 
0252 Alternatively, target gene expression can be reduced 
by targeting deoxyribonucleotide sequences complementary 
to the regulatory region of the gene (i.e., the promoter and/or 
enhancers) to form triple helical structures that prevent tran 
Scription of the gene in target cells in the body. (See generally, 
Helene, C., 1991, Anticancer Drug Des. 6:569-84: Helene, 
C., et al., 1992, Ann. N.Y. Acad. Sci., 660:27-36; and Maher, 
L. J., 1992, Bioassays 14:807-15). 
0253 Nucleic acid molecules to be used in triple helix 
formation for the inhibition of transcription are preferably 
single stranded and composed of deoxyribonucleotides. The 
base composition of these oligonucleotides should promote 
triple helix formation via Hoogsteen base pairing rules, which 
generally require sizable stretches of either purines or pyri 
midines to be present on one strand of a duplex. Nucleotide 
sequences may be pyrimidine-based, which will result in TAT 
and CGC triplets across the three associated strands of the 
resulting triple helix. The pyrimidine-rich molecules provide 
base complementarity to a purine-rich region of a single 
strand of the duplex in a parallel orientation to that strand. In 
addition, nucleic acid molecules may be chosen that are 
purine-rich, for example, containing a stretch of G residues. 
These molecules will form a triple helix with a DNA duplex 
that is rich in GC pairs, in which the majority of the purine 
residues are located on a single strand of the targeted duplex, 
resulting in CGC triplets across the three strands in the tri 
plex. 
0254. Alternatively, the target sequences that can be tar 
geted for triple helix formation may be increased by creating 
a so-called “switchback nucleic acid molecule. Switchback 
molecules are synthesized in an alternating 5'-3',3'-5' manner, 
such that they base pair with first one strand of a duplex and 
then the other, eliminating the necessity for a sizable stretch 
of either purines or pyrimidines to be present on one strand of 
a duplex. 
0255) DNA Enzymes 
0256 Alternatively, DNA enzymes may be used to inhibit 
expression of target gene. DNA enzymes incorporate Some of 
the mechanistic features of both antisense and ribozyme tech 
nologies. DNA enzymes are designed so that they recognize 
a particular target nucleic acid sequence, much like an anti 
sense oligonucleotide. They are, however, also catalytic and 
specifically cleave the target nucleic acid. 
0257. There are currently two basic types of DNA 
enzymes, both of which were identified by Santoro and Joyce 
(see, for example, U.S. Pat. No. 6,110,462). The 10-23 DNA 
enzyme comprises a loop structure which connect two arms. 
The two arms provide specificity by recognizing the particu 
lar target nucleic acid sequence while the loop structure pro 
vides catalytic function under physiological conditions. 
0258 Preferably, the unique or substantially unique 
sequence is a G/Crich of approximately 18 to 22 nucleotides. 
High G/C content helps insure a stronger interaction between 
the DNA enzyme and the target sequence. The specific anti 
sense recognition sequence that will target the enzyme to the 
message may be divided between the two arms of the DNA 
enzyme. 
0259 Methods of making and administering DNA 
enzymes can be found, for example, in U.S. Pat. No. 6,110, 
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462. Additionally, one of skill in the art will recognize that, 
like antisense oligonucleotide, DNA enzymes can be option 
ally modified to improve stability and improve resistance to 
degradation. 
0260 Delivery of Inhibitory Oligonucleotides 
0261 Inhibitory oligonucleotides can be administered 
directly or delivered to cells by transformation or transfection 
via a vector, including viral vectors or plasmids, into which 
has been placed DNA encoding the inhibitory oligonucle 
otide with the appropriate regulatory sequences, including a 
promoter, to result in expression of the inhibitory oligonucle 
otide in the desired cell. Known methods include standard 
transient transfection, stable transfection and delivery using 
viruses ranging from retroviruses to adenoviruses. Delivery 
of nucleic acid inhibitors by replicating or replication-defi 
cient vectors is contemplated. Expression can also be driven 
by either constitutive or inducible promoter systems (Paddi 
son et al., Methods Mol. Biol. 265:85-100, 2004). In other 
embodiments, expression may be under the control of tissue 
or development-specific promoters. 
0262 For example, vectors may be introduced by trans 
fection using carrier compositions such as Lipofectamine 
2000 (Life Technologies) or Oligofectamine (Life Technolo 
gies). Transfection efficiency may be checked using fluores 
cence microscopy for mammaliancell lines after co-transfec 
tion of hCGFP-encoding paD3 (Kehlenback et al., 1998, J. 
Cell Biol. 141:863-74). 
0263. The delivery route will be the one that provides the 
best inhibitory effect as measured according to the criteria 
described above. Delivery mediated by cationic liposomes, 
delivery by retroviral vectors and direct delivery are efficient. 
0264. Other known delivery methods are described below 
in the section entitled “Gene Therapy.” 
0265. The effectiveness of the inhibitory oligonucleotide 
may be assessed by any of a number of assays, including 
reverse transcriptase polymerase chain reaction or Northern 
blot analysis to determine the level of existing human hepci 
din mRNA, or Western blot analysis using antibodies which 
recognize the human hepcidin protein, after Sufficient time 
for turnover of the endogenous pool after new protein Syn 
thesis is repressed. While the “normal range of hepcidin 
levels is less than about 25 ng/mL, a measurement below 
about 10 ng/mL may indicate Suppression of hepcidin. In 
another embodiment, the “normal range of hepcidin levels is 
less than about 10 ng/ml (as assessed by mass-spectometry), 
and a measurement below about 2.5 ng/ml (as assessed by 
mass-spectometrt) may indicate Suppression of hepcidin. 
0266 C. Hepcidin Polypeptide Variants with Antagonist 
Activity 
0267. With respect to human hepcidin polypeptide, 
antagonist variants are contemplated that include one or more 
substitutions, insertions or deletions relative to the native 
mature human hepcidin sequence, but which retain all eight 
cysteines and which inhibit hepcidin biological activity (e.g. 
anti-microbial and/or iron-regulating activity). Variants may 
maintain the C2-C4 and/or C5-C7 disulfide bond and option 
ally the C1-C8 and C3-C6 disulfide bonds as well. Also 
contemplated are hepcidin variants that retain ferroportin 
binding activity but which do not cause internalization or 
degradation of ferroportin, as well as hepcidin variants that 
retain hepcidin receptor binding activity but which do not 
activate the ferroportin receptor. 
0268 Antagonist variants are readily prepared as 
described in section IV (Production of Polypeptide Variants), 
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and can be screened for ability to inhibit hepcidin iron-regu 
lating activity in any of the in vitro or in vivo assays described 
herein. 
III. Hepcidin Polypeptide Variants with Agonist Activity 
0269. Agonist variants of human hepcidin polypeptide are 
also contemplated that include one or more Substitutions, 
insertions or deletions relative to the native mature human 
hepcidin sequence, but which retain all eight cysteines and 
which retain hepcidin biological activity (e.g. anti-microbial 
and/or iron-regulating activity). Variants may maintain the 
C2-C4 and/or C5-C7 disulfide bond and optionally the C1-C8 
and C3-C6 disulfide bonds as well. Also contemplated are 
hepcidin variants that retain ferroportin binding activity and/ 
or retain hepcidin receptor binding activity. 
0270 Agonist variants are readily prepared as described in 
section IV (Production of Polypeptide Variants), and can be 
screened for retention of hepcidin iron-regulating activity in 
any of the in vitro or in vivo assays described herein. 

IV. Production of Polypeptide Variants and Derivatives 
0271 The hepcidin polypeptides of the invention (includ 
ing hepcidin variants) or anti-hepcidin antibodies of the 
invention can readily be modified by techniques well-known 
to one of ordinary skill in the art. Potential mutations include 
insertion, deletion or Substitution of one or more residues. 
Insertions or deletions are preferably in the range of about 1 to 
5 amino acids, more preferably 1 to 3, and most preferably 1 
or 2 amino acids. 
0272 Deletion variants are polypeptides wherein at least 
one amino acid residue of any amino acid sequence is 
removed. Deletions can be effected at one or both termini of 
the protein, or with removal of one or more residues within 
(i.e., internal to) the polypeptide. Methods for preparation of 
deletion variants are routine in the art. See, e.g., Sambrook et 
al. (1989) Molecular Cloning: A Laboratory Guide, Vols 1-3, 
Cold Spring Harbor Press, the disclosure of which is incor 
porated herein by reference in its entirety. 
0273 Amino acid sequence insertions include amino 
and/or carboxyl-terminal fusions ranging in length from one 
residue to polypeptides containing hundreds or more resi 
dues, as well as internal sequence insertions of one or more 
amino acids. As with any of the different variant types 
described herein, insertional variants can be designed Such 
that the resulting polypeptide retains the same biological 
properties or exhibits a new physical, chemical and/or bio 
logical property not associated with the parental polypeptide 
from which it was derived. Methods for preparation of inser 
tion variants are also routine and well known in the art (Sam 
brook et al., Supra). 
0274 Fusion proteins comprising a polypeptide of the 
invention (including a hepcidin variant) or antibody of the 
invention, and a heterologous polypeptide, are a specific type 
of insertion variant contemplated by the invention. Nonlim 
iting examples of heterologous polypeptides which can be 
fused to polypeptides of interest include proteins with long 
circulating half-life. Such as, but not limited to, immunoglo 
bulin constant regions (e.g., Fc region); marker sequences 
that permit identification of the polypeptide of interest; 
sequences that facilitate purification of the polypeptide of 
interest; and sequences that promote formation of multimeric 
proteins. 
0275 Methods of making antibody fusion proteins are 
well known in the art. See, e.g., U.S. Pat. No. 6,306,393, the 
disclosure of which is incorporated herein by reference in its 
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entirety. In certain embodiments of the invention, fusion pro 
teins are produced which may include a flexible linker, which 
connects the chimeric sclv antibody to the heterologous pro 
tein moiety. Appropriate linker sequences are those that do 
not affect the ability of the resulting fusion protein to be 
recognized and bind the epitope specifically bound by the V 
domain of the protein (see, e.g., WO 98/25965, the disclosure 
of which is incorporated herein by reference in its entirety). 
0276 Substitution variants are those in which at least one 
residue in the polypeptide amino acid sequence is removed 
and a different residue is inserted in its place. Modifications in 
the biological properties of the polypeptide or antibody are 
accomplished by selecting Substitutions that differ signifi 
cantly in their effect on maintaining (a) the structure of the 
polypeptide backbone in the area of the substitution, for 
example, as a sheet or helical conformation, (b) the charge or 
hydrophobicity of the molecule at the target site, or (c) the 
bulk of the side chain. In certain embodiments of the inven 
tion, Substitution variants are designed, i.e., one or more 
specific (as opposed to random) amino acid residues are Sub 
stituted with a specific amino acid residue. Typical changes of 
these types include conservative Substitutions and/or Substi 
tution of one residue for another based on similar properties 
of the native and Substituting residues. 
(0277 Conservative substitutions are shown in Table 1. 
The most conservative substitution is found under the head 
ing of “preferred substitutions.” If such substitutions result in 
no change in biological activity, then more substantial 
changes may be introduced and the products screened. 

TABLE 1 

Preferred Residue 
Original Exemplary Substitutions 

Ala (A) val; leu; ile val 
Arg (R) lys; gln; asn lys 
ASn (N) gln; his; asp, lys; gln arg 
Asp (D) glu; asn glu 
Cys (C) Ser; ala Se 
Gln (Q) aSn; glu 8Sl 
Glu (E) asp; gln asp 
Gly (G) ala 
His (H) aSn; gln; lys; arg 
Ile (I) leu; val; met; ala: leu 

phe; norleucine 
Leu (L) norleucine; ille; val; ille 

met; ala; phe 
Lys (K) arg: gln; asn arg 
Met (M) leu; phe; ile leu 
Phe (F) leu; val; ille; ala; tyr 
Pro (P) ala 
Ser (S) thr 
Thr (T) Se Se 
Trp (W) tyr; phe tyr 
Tyr (Y) trp; phe; thr; ser phe 
Val (V) ille; leu; met; phe; leu 

ala; norleucine 

0278 Amino acid residues which share common side 
chain properties are often grouped as follows. 
0279 (1) hydrophobic: norleucine, met, ala, Val, leu, ile; 
0280 (2) neutral hydrophilic: cys, ser, thr: 
0281 (3) acidic: asp, glu; 
0282 (4) basic: asn, gln, his, lys, arg; 
0283 (5) residues that influence chain orientation: gly, 
pro; and 
0284 (6) aromatic: trp, tyr, phe. 
(0285 Antibody Variants 
0286. In certain instances, antibody variants are prepared 
with the intent to modify those amino acid residues which are 
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directly involved in epitope binding. In other embodiments, 
modification of residues which are not directly involved in 
epitope binding or residues not involved in epitope binding in 
any way, is desirable, for purposes discussed herein. 
Mutagenesis within any of the CDR regions and/or frame 
work regions is contemplated. 
0287. In order to determine which antibody amino acid 
residues are important for epitope recognition and binding, 
alanine Scanning mutagenesis can be performed to produce 
Substitution variants. See, for example, Cunningham et al., 
Science, 244:1081-1085 (1989), the disclosure of which is 
incorporated herein by reference in its entirety. In this 
method, individual amino acid residues are replaced one-at 
a-time with an alanine residue and the resulting anti-hepcidin 
antibody is screened for its ability to bind its specific epitope 
relative to the unmodified antibody. Modified antibodies with 
reduced binding capacity are sequenced to determine which 
residue was changed, indicating its significance in binding or 
biological properties. 
0288 Substitution variants of antibodies can be prepared 
by affinity maturation wherein random amino acid changes 
are introduced into the parent antibody sequence. See, for 
example, Ouwehand et al., Vox Sang 74 (Suppl 2):223-232, 
1998; Rader et al., Proc. Natl. Acad. Sci. USA95:8910-8915, 
1998; Dall’Acqua et al., Curr. Opin. Struct. Biol. 8:443-450, 
1998, the disclosures of which are incorporated herein by 
reference in their entireties. Affinity maturation involves pre 
paring and screening the anti-hepcidin antibodies, or variants 
thereof and selecting from the resulting variants those that 
have modified biological properties, such as increased bind 
ing affinity relative to the parent anti-hepcidin antibody. A 
convenient way for generating Substitutional variants is affin 
ity maturation using phage display. Briefly, several hyperVari 
able region sites are mutated to generate all possible amino 
Substitutions at each site. The variants thus generated are 
expressed in a monovalent fashion on the Surface of filamen 
tous phage particles as fusions to the gene III product of M13 
packaged within each particle. The phage-displayed variants 
are then screened for their biological activity (e.g., binding 
affinity). See e.g., WO 92/01047, WO 93/112366, WO 
95/15388 and WO 93F19172. 

0289 Current antibody affinity maturation methods 
belong to two mutagenesis categories: Stochastic and nonsto 
chastic. Error prone PCR, mutator bacterial strains (Low et 
al., J. Mol. Biol. 260, 359-68, 1996), and saturation mutagen 
esis (Nishimiya et al., J. Biol. Chem. 275:12813-20, 2000; 
Chowdhury, P. S. Methods Mol. Biol. 178,269-85, 2002) are 
typical examples of stochastic mutagenesis methods (Rajpal 
et al., Proc Natl AcadSci USA. 102:8466-71, 2005). Nonsto 
chastic techniques often use alanine-Scanning or site-directed 
mutagenesis to generate limited collections of specific 
muteins. Some methods are described in further detail below. 

0290 Affinity Maturation Via Panning Methods 
0291 Affinity maturation of recombinant antibodies is 
commonly performed through several rounds of panning of 
candidate antibodies in the presence of decreasing amounts of 
antigen. Decreasing the amount of antigen per round selects 
the antibodies with the highest affinity to the antigen thereby 
yielding antibodies of high affinity from a large pool of start 
ing material. Affinity maturation via panning is well known in 
the art and is described, for example, in Huls et al. (Cancer 
Immunol Immunother: 50:163–71, 2001). Methods of affinity 
maturation using phage display technologies are described 
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elsewhere herein and known in the art (see e.g., Daugherty et 
al., Proc Natl AcadSci USA. 97:2029-34, 2000). 
0292 Look-Through Mutagenesis 
0293 Look-through mutagenesis (LTM) (Rajpal et al., 
Proc Natl Acad Sci USA. 102:8466-71, 2005) provides a 
method for rapidly mapping the antibody-binding site. For 
LTM, nine amino acids, representative of the major side-chain 
chemistries provided by the 20 natural amino acids, are 
selected to dissect the functional side-chain contributions to 
binding at every position in all six CDRs of an antibody. LTM 
generates a positional series of single mutations within a 
CDR where each “wild type' residue is systematically sub 
stituted by one of nine selected amino acids. Mutated CDRs 
are combined to generate combinatorial single-chain variable 
fragment (ScPV) libraries of increasing complexity and size 
without becoming prohibitive to the quantitative display of all 
muteins. After positive selection, clones with improved bind 
ing are sequenced, and beneficial mutations are mapped. 
0294 Error-Prone PCR 
0295 Error-prone PCR involves the randomization of 
nucleic acids between different selection rounds. The ran 
domization occurs at a low rate by the intrinsic error rate of 
the polymerase used but can be enhanced by error-prone PCR 
(Zaccolo et al., J. Mol. Biol. 285:775-783, 1999) using a 
polymerase having a high intrinsic error rate during transcrip 
tion (Hawkins et al., J Mol. Biol. 226:889-96, 1992). After the 
mutation cycles, clones with improved affinity for the antigen 
are selected using routine methods in the art. 
0296 Techniques utilizing gene shuffling and directed 
evolution may also be used to prepare and screen anti-hepci 
din antibodies, or variants thereof, for desired activity. For 
example, Jermutus et al., Proc Natl AcadSci USA., 98(1): 75 
80 (2001) showed that tailored in vitro selection strategies 
based on ribosome display were combined with invitro diver 
sification by DNA shuffling to evolve either the off-rate or 
thermodynamic stability of schvs; Fermer et al., Tumour 
Biol. 2004 January–April: 25(1-2):7-13 reported that use of 
phage display in combination with DNA shuffling raised 
affinity by almost three orders of magnitude. Dougherty et al., 
Proc Natl Acad Sci USA. 2000 Feb. 29; 97(5):2029-2034 
reported that (i) functional clones occur at an unexpectedly 
high frequency in hypermutated libraries, (ii) gain-of-func 
tion mutants are well represented in Such libraries, and (iii) 
the majority of the Sclv mutations leading to higher affinity 
correspond to residues distant from the binding site. 
0297 Alternatively, or in addition, it may be beneficial to 
analyze a crystal structure of the antigen-antibody complex to 
identify contact points between the antibody and antigen, or 
to use computer Software to model Such contact points. Such 
contact residues and neighboring residues are candidates for 
Substitution according to the techniques elaborated herein. 
Once Such variants are generated, they are Subjected to 
screening as described herein and antibodies with Superior 
properties in one or more relevant assays may be selected for 
further development. 
0298 Antibody with Modified Carbohydrate 
0299 Antibody variants can also be produced that have a 
modified glycosylation pattern relative to the parent antibody, 
for example, adding or deleting one or more of the carbohy 
drate moieties bound to the specific binding agent or anti 
body, and/or adding or deleting one or more glycosylation 
sites in the specific binding agent or antibody. 
0300 Glycosylation of polypeptides, including antibodies 

is typically either N-linked or O-linked. N-linked refers to the 
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attachment of the carbohydrate moiety to the side chain of an 
asparagine residue. The tripeptide sequences asparagine-X- 
serine and asparagine-X-threonine, where X is any amino 
acid except proline, are the recognition sequences for enzy 
matic attachment of the carbohydrate moiety to the aspar 
agine side chain. The presence of either of these tripeptide 
sequences in a polypeptide creates a potential glycosylation 
site. Thus, N-linked glycosylation sites may be added to a 
specific binding agent orantibody by altering the amino acid 
sequence such that it contains one or more of these tripeptide 
sequences. O-linked glycosylation refers to the attachment of 
one of the Sugars N-aceylgalactosamine, galactose, or xylose 
to a hydroxyamino acid, most commonly serine or threonine, 
although 5-hydroxyproline or 5-hydroxylysine may also be 
used. O-linked glycosylation sites may be added to a specific 
binding agent or antibody by inserting or Substituting one or 
more serine or threonine residues to the sequence of the 
original specific binding agent or antibody. 
0301 Altered Effector Function 
0302 Cysteine residue(s) may be removed or introduced 
in the Fc region of an antibody or Fc-containing polypeptide, 
thereby eliminating or increasing interchain disulfide bond 
formation in this region. A homodimeric specific binding 
agent or antibody thus generated may have improved inter 
nalization capability and/or increased complement-mediated 
cell killing and antibody-dependent cellular cytotoxicity 
(ADCC). See Caron et al., J. Exp Med. 176: 1191-1195 
(1992) and Shopes, B. J. Immunol. 148: 2918-2922 (1992). 
Homodimeric specific binding agents or antibodies may also 
be prepared using heterobifunctional cross-linkers as 
described in Wolff et al., Cancer Research 53: 2560-2565 
(1993). Alternatively, a specific binding agent orantibody can 
be engineered which has dual Fc regions and may thereby 
have enhanced complement lysis and ADCC capabilities. See 
Stevenson et al., Anti-Cancer Drug Design 3: 219-230 
(1989). 
0303. It has been shown that sequences within the CDR 
can cause an antibody to bind to MHC Class II and triggeran 
unwanted helper T-cell response. A conservative substitution 
can allow the specific binding agent or antibody to retain 
binding activity yet reduce its ability to trigger an unwanted 
T-cell response. It is also contemplated that one or more of the 
N-terminal 20 amino acids of the heavy or light chain are 
removed. 

0304. In some embodiments, the invention also contem 
plates production of antibody molecules with altered carbo 
hydrate structure resulting in altered effector activity, includ 
ing antibody molecules with absent or reduced fucosylation 
that exhibit improved ADCC activity. A variety of ways are 
known in the art to accomplish this. For example, ADCC 
effector activity is mediated by binding of the antibody mol 
ecule to the FcyRIII receptor, which has been shown to be 
dependent on the carbohydrate structure of the N-linked gly 
cosylation at the Asn-297 of the CH2 domain. Non-fucosy 
lated antibodies bind this receptor with increased affinity and 
trigger FcyRIII-mediated effector functions more efficiently 
than native, fucosylated antibodies. For example, recombi 
nant production of non-fucosylated antibody in CHO cells in 
which the alpha-1,6-fucosyl transferase enzyme has been 
knocked out results in antibody with 100-fold increased 
ADCC activity (Yamane-Ohnuki et al., Biotechnol Bioeng. 
2004 Sep. 5: 87(5):614-22). Similar effects can be accom 
plished through decreasing the activity of this or other 
enzymes in the fucosylation pathway, e.g., through siRNA or 
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antisense RNA treatment, engineering cell lines to knockout 
the enzyme(s), or culturing with selective glycosylation 
inhibitors (Rothman et al., Mol. Immunol. 1989 December; 
26(12): 1113-23). Some host cell strains, e.g. Lec13 or rat 
hybridomaYB2/0 cell line naturally produce antibodies with 
lowerfucosylation levels. Shields et al., J Biol. Chem. 2002 
Jul. 26; 277(30):26733-40; Shinkawa et al., J Biol Chem. 
2003 Jan. 31; 278(5):3466-73. An increase in the level of 
bisected carbohydrate, e.g. through recombinantly producing 
antibody in cells that overexpress GnTIII enzyme, has also 
been determined to increase ADCC activity. Umana et al., Nat 
Biotechnol. 1999 February; 17(2):176-80. It has been pre 
dicted that the absence of only one of the two fucose residues 
may be sufficient to increase ADCC activity. (Ferrara et al., J 
Biol Chem. 2005 Dec. 5). 
0305. Other Covalent Modifications 
0306 Covalent modifications of a polypeptide, or anti 
body are also included within the scope of this invention. 
They may be made by chemical synthesis or by enzymatic or 
chemical cleavage of the polypeptide or antibody, if appli 
cable. Other types of covalent modifications can be intro 
duced by reacting targeted amino acid residues with an 
organic derivatizing agent that is capable of reacting with 
selected side chains or the N- or C-terminal residues. 
0307 Cysteinyl residues most commonly are reacted with 
C-haloacetates (and corresponding amines). Such as chloro 
acetic acid or chloroacetamide, to give carboxymethyl or 
carboxyamidomethyl derivatives. Cysteinyl residues also are 
derivatized by reaction with bromotrifluoroacetone, alpha.- 
bromo-3-(5-imidoZoyl)propionic acid, chloroacetyl phos 
phate, N-alkylmaleimides, 3-nitro-2-pyridyl disulfide, 
methyl 2-pyridyl disulfide, p-chloromercuribenzoate, 2-chlo 
romercuri-4-nitrophenol, or chloro-7-nitrobenzo-2-oxa-1,3- 
diazole. 
0308 Histidyl residues are derivatized by reaction with 
diethylpyrocarbonate at pH 5.5-7.0 because this agent is rela 
tively specific for the histidyl side chain. Para-bromophena 
cyl bromide also is useful; the reaction is preferably per 
formed in 0.1 M sodium cacodylate at pH 6.0. 
0309 Lysinyl and amino-terminal residues are reacted 
with succinic or other carboxylic acid anhydrides. Derivati 
Zation with these agents has the effect of reversing the charge 
of the lysinyl residues. Other suitable reagents for derivatiz 
ing alpha.-amino-containing residues include imidoesters 
Such as methyl picolinimidate, pyridoxal phosphate, pyri 
doxal, chloroborohydride, trinitrobenzenesulfonic acid, 
O-methylisourea, 2.4-pentanedione, and transaminase-cata 
lyzed reaction with glyoxylate. 
0310 Arginyl residues are modified by reaction with one 
or several conventional reagents, among them phenylglyoxal, 
2,3-butanedione, 1.2-cyclohexanedione, and ninhydrin. 
Derivatization of arginine residues requires that the reaction 
be performed in alkaline conditions because of the high plc of 
the guanidine functional group. Furthermore, these reagents 
may react with the groups of lysine as well as the arginine 
epsilon-amino group. 
0311. The specific modification of tyrosyl residues may be 
made, with particular interest in introducing spectral labels 
into tyrosyl residues by reaction with aromatic diazonium 
compounds or tetranitromethane. Most commonly, 
N-acetylimidizole and tetranitromethane are used to form 
O-acetyltyrosyl species and 3-nitro derivatives, respectively. 
Tyrosyl residues are iodinated using 'I or 'I to prepare 
labeled proteins for use in radioimmunoassay. 



US 2013/001817.6 A1 

0312 Carboxyl side groups (aspartyl or glutamyl) are 
selectively modified by reaction with carbodiimides (R N. 
dbd.C.dbd.N—R"), where RandR' are different alkyl groups, 
such as 1-cyclohexyl-3-(2-morpholinyl-4-ethyl)carbodiim 
ide or 1-ethyl-3-(4-azonia-4,4-dimethylpentyl)carbodiimide. 
Furthermore, aspartyl and glutamyl residues are converted to 
asparaginyl and glutaminyl residues by reaction with ammo 
nium ions. 

0313 Glutaminyl and asparaginyl residues are frequently 
deamidated to the corresponding glutamyl and aspartyl resi 
dues, respectively. These residues are deamidated under neu 
tral or basic conditions. The deamidated form of these resi 
dues falls within the scope of this invention. 
0314. Other modifications include hydroxylation of pro 
line and lysine, phosphorylation of hydroxyl groups of Seryl 
or threonyl residues, methylation of the alpha.-amino groups 
of lysine, arginine, and histidine side chains (T. E. Creighton, 
Proteins: Structure and Molecular Properties, W.H. Freeman 
& Co., San Francisco, pp. 79-86 (1983)), acetylation of the 
N-terminal amine, and amidation of any C-terminal carboxyl 
group. 

0315. Another type of covalent modification involves 
chemically or enzymatically coupling glycosides to the spe 
cific binding agent or antibody. These procedures are advan 
tageous in that they do not require production of the polypep 
tide or antibody in a host cell that has glycosylation 
capabilities for N- or O-linked glycosylation. Depending on 
the coupling mode used, the Sugar(s) may be attached to (a) 
arginine and histidine, (b) free carboxyl groups, (c) free Sulf 
hydryl groups such as those of cysteine, (d) free hydroxyl 
groups such as those of serine, threonine, or hydroxyproline, 
(e) aromatic residues such as those of phenylalanine, 
tyrosine, or tryptophan, or (f) the amide group of glutamine. 
These methods are described in WO87/05330 published 11 
Sep. 1987, and in Aplin and Wriston, CRC Crit. Rev. Bio 
chem., pp. 259-306 (1981). 
0316 Removal of any carbohydrate moieties present on 
the polypeptide orantibody may be accomplished chemically 
or enzymatically. Chemical deglycosylation requires expo 
Sure of the specific binding agent or antibody to the com 
pound trifluoromethanesulfonic acid, or an equivalent com 
pound. This treatment results in the cleavage of most or all 
Sugars except the linking Sugar (N-acetylglucosamine or 
N-acetylgalactosamine), while leaving the specific binding 
agent or antibody intact. Chemical deglycosylation is 
described by Hakimuddin, et al. Arch. Biochem. Biophys. 
259: 52 (1987) and by Edge et al. Anal. Biochem., 118: 131 
(1981). Enzymatic cleavage of carbohydrate moieties on a 
specific binding agent or antibody can be achieved by the use 
of a variety of endo- and exo-glycosidases as described by 
Thotakura et al. Meth. Enzymol. 138: 350 (1987). 
0317. Another type of covalent modification of the hepci 
din activity antagonists of the invention (including anti-hep 
cidin antibody or hepcidin variant) comprises linking the 
polypeptide, specific binding agent or antibody to one of a 
variety of nonproteinaceous polymers, e.g., polyethylene gly 
col, polypropylene glycol, polyoxyethylated polyols, poly 
oxyethylated Sorbitol, polyoxyethylated glucose, polyoxy 
ethylated glycerol, polyoxyalkylenes, or polysaccharide 
polymers such as dextran. Such methods are known in the art, 
see, e.g. U.S. Pat. Nos. 4,640,835; 4,496,689; 4,301,144: 
4,670,417; 4,791,192, 4,179,337, 4,766,106, 4,179,337, 
4,495,285, 4,609.546 or EP 315456. 
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V. Gene Therapy 
0318 Delivery of a hepcidin agonist or antagonist to 
appropriate cells can be effected via gene therapy ex vivo, in 
situ, or in vivo by use of any Suitable approach known in the 
art. For example, for in vivo therapy, a nucleic acid encoding 
the desired hepcidin activity antagonist or hepcidin expres 
sion inhibitor, either alone or in conjunction with a vector, 
liposome, or precipitate may be injected directly into the 
Subject, and in some embodiments, may be injected at the site 
where the expression of the hepcidin activity antagonist or 
hepcidin expression inhibitor is desired. For ex vivo treat 
ment, the Subjects cells are removed, the nucleic acid is 
introduced into these cells, and the modified cells are returned 
to the Subject either directly or, for example, encapsulated 
within porous membranes which are implanted into the 
patient. See, e.g. U.S. Pat. Nos. 4,892,538 and 5.283,187. 
0319. There are a variety of techniques available for intro 
ducing nucleic acids into viable cells. The techniques vary 
depending upon whether the nucleic acid is transferred into 
cultured cells in vitro, or in vivo in the cells of the intended 
host. Techniques suitable for the transfer of nucleic acid into 
mammalian cells in vitro include the use of liposomes, elec 
troporation, microinjection, cell fusion, chemical treatments, 
DEAE-dextran, and calcium phosphate precipitation. Other 
in vivo nucleic acid transfer techniques include transfection 
with viral vectors (such as adenovirus, Herpes simplex I 
virus, adeno-associated virus or retrovirus) and lipid-based 
systems. The nucleic acid and transfection agent are option 
ally associated with a microparticle. Exemplary transfection 
agents include calcium phosphate or calcium chloride co 
precipitation, DEAE-dextran-mediated transfection, quater 
nary ammonium amphiphile DOTMA ((dioleoyloxypropyl) 
trimethylammonium bromide, commercialized as Lipofectin 
by GIBCO-BRL))(Felgneretal, (1987) Proc. Natl. Acad. Sci. 
USA 84, 7413-7417; Malone et al. (1989) Proc. Natl. Acad. 
Sci. USA 866077-6081); lipophilic glutamate diesters with 
pendent trimethylammonium heads (Ito et al. (1990) Bio 
chem. Biophys. Acta 1023, 124-132); the metabolizable par 
ent lipids such as the cationic lipid dioctadecylamidoglycyl 
spermine (DOGS, Transfectam, Promega) and 
dipalmitoylphosphatidyl ethanolamylspermine (DPPES)(J. 
P. Behr (1986) Tetrahedron Lett. 27,5861-5864; J. P. Behret 
al. (1989) Proc. Natl. Acad. Sci. USA 86, 6982-6986); 
metabolizable quaternary ammonium salts (DOTB, N-(1-2, 
3-dioleoyloxypropyl)-N.N.N-trimethylammonium methyl 
sulfate (DOTAP)(Boehringer Mannheim), polyethylene 
imine (PEI), dioleoyl esters, ChoTB, ChoSC, DOSC) 
(Leventis et al. (1990) Biochim. Inter. 22, 235-241): 3beta 
N—(N',N'-dimethylaminoethane)-carbamoylcholesterol 
(DC-Chol), dioleoylphosphatidyl ethanolamine (DOPE)/ 
3beta N-(N',N'-dimethylaminoethane)-carbamoylcholes 
terolDC-Chol in one to one mixtures (Gao et al., (1991) 
Biochim. Biophys. Acta 1065, 8-14), spermine, spermidine, 
lipopolyamines (Behr et al., Bioconjugate Chem, 1994, 5: 
382-389), lipophilic polylysines (LPLL) (Zhou et al., (1991) 
Biochim. Biophys. Acta 939, 8-18), (1,1,3,3-tetramethylbu 
tyl)cre-soxyethoxyethyldimethylbenzylammonium 
hydroxide (DEBDA hydroxide) with excess phosphatidyl 
choline/cholesterol (Ballas et al., (1988) Biochim. Biophys. 
Acta 939, 8-18), cetyltrimethylammonium bromide (CTAB)/ 
DOPE mixtures (Pinnaduwage et al. (1989) Biochim. Bio 
phys. Acta 985, 33-37), lipophilic diester of glutamic acid 
(TMAG) with DOPE, CTAB, DEBDA, didodecylammonium 
bromide (DDAB), and stearylamine in admixture with phos 
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phatidylethanolamine (Rose et al., (1991) Biotechnique 10, 
520-525), DDAB/DOPE (TransfectACE, GIBCO BRL), and 
oligogalactose bearing lipids. Exemplary transfection 
enhancer agents that increase the efficiency of transfer 
include, for example, DEAE-dextran, polybrene, lysosome 
disruptive peptide (Ohmori N.I et al. Biochem Biophys Res 
Commun Jun. 27, 1997: 235(3):726-9), chondroitan-based 
proteoglycans, Sulfated proteoglycans, polyethylenimine, 
polylysine (Pollard Hetal. J Biol Chem, 1998.273 (13):7507 
11), integrin-binding peptide CYGGRGDTP linear dextran 
nonasaccharide, glycerol, cholesteryl groups tethered at the 
3'-terminal internucleoside link of an oligonucleotide 
(Letsinger, R. L. 1989 Proc Natl Acad Sci USA 86: (17): 
6553-6), lysophosphatide, lysophosphatidylcholine, lyso 
phosphatidylethanolamine, and 1-oleoyl lysophosphatidyl 
choline. 

0320 In some situations it may be desirable to deliver the 
nucleic acid with an agent that directs the nucleic acid-con 
taining vector to target cells. Such “targeting molecules 
include antibodies specific for a cell-surface membrane pro 
tein on the target cell, or a ligand for a receptor on the target 
cell. Where liposomes are employed, proteins which bind to 
a cell-surface membrane protein associated with endocytosis 
may be used for targeting and/or to facilitate uptake. 
Examples of Such proteins include capsid proteins and frag 
ments thereoftropic for a particular cell type, antibodies for 
proteins which undergo internalization in cycling, and pro 
teins that target intracellular localization and enhance intra 
cellular half-life. In other embodiments, receptor-mediated 
endocytosis can be used. Such methods are described, for 
example, in Wu et al., 1987 or Wagneret al., 1990. For review 
of the currently known gene marking and gene therapy pro 
tocols, see Anderson 1992. See also WO 93/25673 and the 
references cited therein. For additional reviews of gene 
therapy technology, see Friedmann, Science, 244: 1275-1281 
(1989); Anderson, Nature, supplement to vol. 392, no 6679, 
pp. 25-30 (1998); Verma, Scientific American: 68-84 (1990); 
and Miller, Nature, 357:455460 (1992). 
VI. Diagnostic Methods for Hepcidin-Related Disorders and 
Monitoring of Therapy with Hepcidin Antagonists 
0321. Also provided are methods for diagnosing hepcidin 
related disorders, such as hepcidin-related anemia, or other 
diseases of hepcidin excess or hepcidin deficiency, and for 
monitoring the effectiveness of therapy for Such a disease, 
including therapy with hepcidin activity antagonists or hep 
cidin expression inhibitors. To determine the presence or 
absence of hepcidin-related anemia, a biological sample from 
a patient is contacted with one or more of the anti-hepcidin 
antibodies disclosed herein under conditions and for a time 
Sufficient to allow immunocomplexes to form. Immunocom 
plexes formed between an anti-hepcidin antibody and hepci 
din in the biological sample are then detected. The amount of 
hepcidin in the sample is quantitated by measuring the 
amount of the immunocomplex formed between the antibody 
and hepcidin. Within certain methods, a biological sample is 
isolated from a patient and is incubated with one or more of 
the anti-hepcidin antibodies disclosed herein, and the level of 
the antibody-hepcidin complex above a certain threshold is 
correlated with the presence of hepcidin-related anemia, and 
a level below said threshold indicates that the patient is 
unlikely to have hepcidin-related anemia. For example, a 
level within the normal range indicates the patient is unlikely 
to have hepcidin-related anemia. Normal range of serum hep 
cidin is generally less than 10 ng/ml when determined by 
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certain assays, i.e., mass spectrometry techniques described 
in co-owned U.S. patent application Ser. No. 1 1/880,313 and 
International Patent Application No. PCT/US2007/016477, 
the disclosures of which are incorporated herein by reference 
in their entirety, but will vary depending on the assay and 
depending on the Subset of population tested. 
0322. Also provided are methods for differentiating an 
inflammatory disease from a non-inflammatory disease. To 
determine the presence or absence of an inflammatory dis 
ease, a biological sample from a patient is contacted with one 
or more of the anti-hepcidin antibodies disclosed herein 
under conditions and for a time Sufficient to allow immuno 
complexes to form. Various immunoassays known in the art 
can be used, including but are not limited to: competitive and 
non-competitive assay systems using techniques such as 
radioimmunoassays, ELISA (enzyme linked immunosorbent 
assay), “sandwich’ immunoassays, immunoradiometric 
assays, gel diffusion precipitation reactions, immunodiffu 
sion assays, in situ immunoassays (using colloidal gold, 
enzyme or radioisotope labels, for example), Western blots, 
precipitation reactions, agglutination assays (e.g., gel agglu 
tination assays, hemagglutination assays), complement fixa 
tion assays, immunofluorescence assays, protein A assays, 
and immunoelectrophoresis assays, etc. In one embodiment, 
antibody binding is detected by detecting a label on the pri 
mary antibody. In another embodiment, the primary antibody 
is detected by detecting binding of a secondary antibody or 
reagent to the primary antibody. In a further embodiment, the 
secondary antibody is labeled. Many means are known in the 
art for detecting binding in an immunoassay and are within 
the scope of the present invention. Antibodies: A Laboratory 
Manual (1988) by Harlow & Lane or more recent editions: 
Immunoassays: A Practical Approach, Oxford University 
Press, Gosling, J. P. (ed.) (2001) or more recent editions: 
and/or Current Protocols in Molecular Biology (Ausubel et 
al.), which is regularly updated. Examples of Such assays 
usually involve the antibody attached to a Surface or matrix, 
patient serum added and time allowed for a complex to form; 
Suitable washing procedures to remove unbound complex, 
followed by either the addition of a second antibody to allow 
detection of the complex (a sandwich ELISA) or a detectable 
version of hepcidinto detect free hepcidinbinding sites on the 
antibody surface (a competition ELISA). The level of hepci 
din, as detected by the foregoing methods, above a certain 
threshold is correlated with the presence of an inflammatory 
disease, and a level below said threshold indicates that the 
patient is unlikely to have an inflammatory disease. A patient 
is unlikely to have an inflammatory disease when the hepcidin 
level is within the normal range. A patient is likely to have an 
inflammatory disease when the hepcidin level exceeds the 
normal range, for example 20 ng/ml, in particular, when the 
level is between 20 and 1000 ng/ml. Exemplary hepcidin 
related inflammatory diseases include anemia of cancer, ane 
mia of chronic disease, anemia of inflammation, chemo 
therapy-induced anemia, chronic kidney disease (stage I, II, 
III, IV or V), end stage renal disease, chronic renal failure 
congestive heart failure, cancer, rheumatoid arthritis, sys 
temic lupus erythematosus, Crohn's disease, H. pyelori infec 
tion or other bacterial infections, hepatitis C, HIV, and other 
viral illnesses, arteriosclerosis, atherosclerosis, cirrhosis of 
the liver, pancreatitis, sepsis, vasculitis, iron-deficiency, 
hypochromic microcytic anemia and conditions with hepci 
din excess. 
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0323 Within other methods, a biological sample obtained 
from a patient is tested for the level of hepcidin. The biologi 
cal sample is incubated with one or more of the anti-hepcidin 
antibodies disclosed herein under conditions and for a time 
Sufficient to allow immunocomplexes to form. Immunocom 
plexes formed between the hepcidin and antibodies in the 
biological sample that specifically bind to the hepcidin are 
then detected. A biological sample for use within such meth 
ods may be any sample obtained from a patient that is 
expected to contain hepcidin. Suitable biological samples 
include blood, Sera, plasma, urine and bone marrow. Suitable 
antibodies include antibodies from human cells, rodent, rab 
bit, goat, camel, or any other species. 
0324. The biological sample is incubated with antibodies 
in a reaction mixture under conditions and for a time Suffi 
cient to permit immunocomplexes to form between hepcidin 
and antibodies that are immunospecific for hepcidin. For 
example, a biological sample and one or more anti-hepcidin 
antibodies may be incubated at 4°C. for 24-48 hours. 
0325 Following the incubation, the reaction mixture is 
tested for the presence of immuno-complexes. Detection of 
immunocomplexes formed between an anti-hepcidin anti 
body and hepcidin present in the biological sample may be 
accomplished by a variety of known techniques, such as 
radioimmunoassays (RIA) and enzyme linked immunosor 
bent assays (ELISA). Suitable assays are well known in the 
art and are amply described in the scientific and patent litera 
ture (Harlow and Lane, 1988). Assays that may be used 
include, but are not limited to, the double monoclonal anti 
body sandwich immunoassay technique (U.S. Pat. No. 4,376, 
110); monoclonal-polyclonal antibody sandwich assays 
(Wide et al., 1970); the “western blot' method (U.S. Pat. No. 
4,452,901); immunoprecipitation of labeled ligand (Brown et 
al., 1980); enzyme-linked immunosorbent assays (Raines and 
Ross, 1982); immunocytochemical techniques, including the 
use of fluorochromes (Brooks et al., 1980); and neutralization 
of activity (Bowen-Pope et al., 1984). Other immunoassays 
include, but are not limited to, those described in U.S. Pat. 
Nos. 3,817,827; 3,850,752; 3,901,654; 3,935,074; 3,984,533; 
3,996.345; 4,034,074; and 4,098,876. 
0326 For detection purposes, an anti-hepcidin antibody 
may either be labeled or unlabeled. Unlabeled antibodies may 
be used in agglutination assays or in combination with 
labeled detection reagents that bind to the immunocomplexes 
(e.g., anti-immunoglobulin, protein G, Protein A or a lectin 
and secondary antibodies, or antigen-binding fragments 
thereof, capable of binding to the antibodies that specifically 
bind to the hepcidin). If the anti-hepcidin antibody is labeled, 
the reporter group may be any Suitable reporter group known 
in the art, including radioisotopes, fluorescent groups (e.g. 
fluorescein or rhodamine), luminescent groups, enzymes, 
biotin and dye particles. Labels that are themselves directly 
detectable include fluorescent or luminescent dyes, metals or 
metal chelates, electrochemical labels, radionuclides (e.g., 
32P 14C, 125I, 3H, or 131I), magnetic labels or beads (e.g., 
DYNABEADS), paramagnetic labels, or colorimetric labels 
(e.g., colloidal gold, colored glass or plastic beads). Such 
detectable labels may be directly conjugated to the anti-hep 
cidin antibody or detection reagent or may be associated with 
a bead or particle that is attached to the anti-hepcidinantibody 
or detection reagent. Labels that are detectable through bind 
ing of a labeled specific binding partner include biotin, 
digoxigenin, maltose, oligohistidine, 2,4-dinitrobenzene, 
phenylarsenate, ssDNA, or dsDNA). Indirect labels that can 
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be indirectly detected by their production of a detectable 
reaction product include various enzymes well known in the 
art, Such as alkaline phosphatase, horseradish peroxidase, 
B-galactosidase, Xanthine oxidase, glucose oxidase or other 
saccharide oxidases, or luciferases, which cleave appropriate 
substrate to form a colored or fluorescent reaction product. 
0327. Within certain assays, an unlabeled anti-hepcidin 
antibody is immobilized on a solid Support, for use as a 
"capture agent” (or reagent) that captures the hepcidin within 
a biological sample. The Solid Support may be any material 
known to those of ordinary skill in the art to which the anti 
body may be attached. For example, the solid support may be 
a test well in a microtiter plate or a nitrocellulose or other 
suitable membrane. Alternatively, the support may be a tube, 
bead, particle or disc, Such as glass, fiberglass, latex or a 
plastic material Such as polyethylene, polypropylene, poly 
styrene or polyvinylchloride or a porous matrix. Other mate 
rials include agarose, dextran, polyacrylamide, nylon, Sepha 
dex, cellulose or polysaccharides. The Support may also be a 
magnetic particle or a fiber optic sensor, Such as those dis 
closed, for example, in U.S. Pat. No. 5,359,681. The immo 
bilized anti-hepcidin antibody may be a polyclonal antibody, 
or one or more monoclonal antibodies Such as those described 
herein, or a combination of polyclonal and one or more mono 
clonal antibodies. The antibody may be immobilized on the 
Solid Support using a variety of techniques known to those of 
skill in the art, which are amply described in the patent and 
scientific literature. In the context of the present invention, the 
term "immobilization” refers to both noncovalent associa 
tion, such as adsorption, and covalent attachment (which may 
be a direct linkage between the antigen and functional groups 
on the Support or may be a linkage by way of a cross-linking 
agent). Immobilization by adsorption to a well in a microtiter 
plate or to a membrane is contemplated. In Such cases, 
adsorption may be achieved by contacting the anti-hepcidin 
antibody, in a suitable buffer, with the solid support for a 
suitable amount of time. The contact time varies with tem 
perature, but is typically between about 1 hour and about 1 
day. In general, contacting a well of a plastic microtiter plate 
(including polystyrene or polyvinylchloride) with an amount 
of peptide ranging from about 10 ng to about 10 ug, and 
preferably about 100 ng to about 1 lug, is sufficient to immo 
bilize an adequate amount of peptide. 
0328. Following immobilization, the remaining protein 
binding sites on the Support are typically blocked. Any Suit 
able blocking agent known to those of ordinary skill in the art, 
including bovine serum albumin, TweenTM 20TM (Sigma 
Chemical Co., St. Louis, Mo.), heat-inactivated normal goat 
serum (NGS), or BLOTTO (buffered solution of nonfat dry 
milk which also contains a preservative, salts, and an anti 
foaming agent) can be used. The Support is then incubated 
with a biological sample Suspected of containing hepcidin. 
The sample can be applied neat, or, more often, it can be 
diluted, usually in a buffered solution which contains a small 
amount (0.1%-5.0% by weight) of protein, such as BSA, 
NGS, or BLOTTO. In general, an appropriate contact time 
(i.e., incubation time) is a period of time that is Sufficient to 
detect the presence of antibody or an antigen binding frag 
ment that is immunospecific for the hepcidin within a sample 
containing hepcidin. Preferably, the contact time is sufficient 
to achieve a level of binding that is at least about 95% of that 
achieved at equilibrium between bound and unbound anti 
body or antibody fragment. Those of ordinary skill in the art 
will recognize that the time necessary to achieve equilibrium 
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may be readily determined by assaying the level of binding 
that occurs over a period of time. At room temperature, an 
incubation time of about 30 minutes is generally sufficient. 
0329. Unbound sample may then be removed by washing 
the solid support with an appropriate buffer, such as PBS 
containing 0.1% TweenTM 20. A detection reagent that binds 
to the hepcidin in the immunocomplexes (formed by binding 
of the capture agent and the hepcidin from the sample) may 
then be added. Such detection reagent may be a polyclonal 
antibody, or one or more monoclonal antibodies Such as those 
described herein, or a combination of polyclonal and one or 
more monoclonal antibodies such as those described herein 
or a Fab fraction of any antibody. The detection reagent may 
be directly labeled, i.e., comprises at least a first detectable 
label or “reporter molecule. Alternatively, the detection 
reagent may be an unlabeled anti-hepcidin antibody. This 
unlabeled anti-hepcidin (primary) antibody is then detected 
by the binding of a labeled secondary antibody or reagent to 
the primary antibody. For example, if the primary antibody is 
a murine immunoglobulin, the secondary antibody may be a 
labeled anti-murine immunoglobulin antibody. Similarly, if 
the primary antibody is a rabbit immunoglobulin, the second 
ary antibody may be a labeled anti-rabbit immunoglobulin 
antibody. 
0330. The detection reagent is incubated with the immu 
nocomplex for an amount of time sufficient to detect the 
bound antibody or antigen binding fragment thereof. An 
appropriate amount of time may generally be determined by 
assaying the level of binding that occurs overa period of time. 
Unbound label or detection reagent is then removed and 
bound label or detection reagent is detected using a Suitable 
assay or analytical instrument. The method employed for 
detecting the reporter group depends upon the nature of the 
reporter group. For radioactive labels, Scintillation counting 
or autoradiographic methods are generally appropriate. Spec 
troscopic methods may be used to detect dyes, luminescent or 
chemiluminescent moieties and various chromogens, fluo 
rescent labels and such like. Biotin may be detected using 
avidin, coupled to a different reporter group (commonly a 
radioactive or fluorescent group or an enzyme). Enzyme 
reporter groups (including horseradish peroxidase, B-galac 
tosidase, alkaline phosphatase and glucose oxidase) may gen 
erally be detected by the addition of substrate (generally for a 
specific period of time), followed by spectroscopic or other 
analysis of the reaction products. Regardless of the specific 
method employed, a level of bound detection reagent that is at 
least two fold greater than background (i.e., the level 
observed for a biological sample obtained from an individual 
with a normal level of hepcidin) indicates the presence of a 
disorder associated with expression of hepcidin. 
0331. In alternative embodiments, the sample and detec 
tion reagent may be contacted simultaneously with the cap 
ture agent, rather than sequentially added. In yet another 
alternative, the sample and detection reagent may be pre 
incubated together, then added to the capture agent. Other 
variations are readily apparent to one of ordinary skill in the 
art 

0332. In another embodiment, the amount of hepcidin 
present in a sample is determined by a competitive binding 
assay. Competitive binding assays rely on the ability of a 
labeled Standard (e.g., a hepcidin polypeptide, or an immu 
nologically reactive portion thereof) to compete with the test 
sample analyte (a hepcidin polypeptide) for binding with a 
limited amount of an anti-hepcidin antibody. Following sepa 
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ration of free and bound hepcidin, the hepcidin is quantitated 
by relating ratio of bound/unbound hepcidin to known stan 
dards. The amount of a hepcidin polypeptide in the test 
sample is inversely proportional to the amount of standard 
that becomes bound to the antibodies. To facilitate determin 
ing the amount of standard that becomes bound, the antibod 
ies typically are immobilized on a solid Support so that the 
standard and analyte that are bound to the antibodies may 
conveniently be separated from the standard and analyte 
which remain unbound. Thus, in Such embodiments, the 
invention contemplates contacting a biological sample with 
labeled mature hepcidin (or a labeled fragment thereof that 
retains the antigenicity of hepcidin) and an antibody that 
binds to mature hepcidin, and detecting the amount of anti 
body-labeled hepcidin complex formed. 
0333 Preparation of conjugates to solid supports or 
detectable labels often comprise the use of chemical cross 
linkers. Cross-linking reagents contain at least two reactive 
groups, and are divided generally into homofunctional cross 
linkers (containing identical reactive groups) and heterofunc 
tional cross-linkers (containing non-identical reactive 
groups). Homobifunctional cross-linkers that couple through 
amines, Sulfhydryls or react non-specifically are available 
from many commercial sources. Maleimides, alkyl and aryl 
halides, alpha-haloacyls and pyridyl disulfides are thiol reac 
tive groups. Maleimides, alkyl and aryl halides, and alpha 
haloacyls react with sulfhydryls to form thiol ether bonds, 
whereas pyridyl disulfides react with sulfhydryls to produce 
mixed disulfides. The pyridyl disulfide product is cleavable. 
Imidoesters are also very useful for protein-protein cross 
links. 

0334 Heterobifunctional cross-linkers possess two or 
more different reactive groups that allow for sequential con 
jugations with specific groups of proteins, minimizing unde 
sirable polymerization or self-conjugation. Heterobifunc 
tional reagents are also used when modification of amines is 
problematic. Amines may sometimes be found at the active 
sites of macromolecules, and the modification of these may 
lead to the loss of activity. Other moieties such as sulfhydryls, 
carboxyls, phenols and carbohydrates may be more appropri 
ate targets. A two-step strategy allows for the coupling of a 
protein that can tolerate the modification of its amines to a 
protein with other accessible groups. A variety of heterobi 
functional cross-linkers, each combining different attributes 
for Successful conjugation, are commercially available. 
Cross-linkers that are amine-reactive at one end and sulfhy 
dryl-reactive at the other end are quite common. If using 
heterobifunctional reagents, the most labile group is typically 
reacted first to ensure effective cross-linking and avoid 
unwanted polymerization. 
0335. As shown herein in Examples 27-28, it is the level of 
mature hepcidin (amino acids 60-84 of SEQID NO: 8) rather 
than the level of prohepcidin (amino acids 25-84 of SEQID 
NO: 8) which is diagnostic for certain disease states such as 
anemia of inflammation and anemia of cancer. Thus, in one 
preferred embodiment, antibody(ies) that bind to mature, 
properly folded, hepcidin (SEQ ID NO: 9) are used as both 
capture agent and detection reagent. Antibodies that bind to 
the naturally occurring N-terminally truncated versions (e.g. 
lacking up to two or up to five of the N-terminal amino acids 
of mature hepcidin) may also be used. Various combinations 
of capture agent and detection reagent are contemplated. For 
example, the capture agent may be a monoclonal antibody 
that binds to a first epitope of mature hepcidin and the detec 
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tion reagent may be a different monoclonal antibody that 
binds to a second epitope of mature hepcidin. Preferably 
antibodies specific for different epitopes of hepcidin are used, 
in order to minimize competition or interference between the 
capture agent and detection reagent. Alternatively, the capture 
agent may be a polyclonal antibody that binds to mature 
hepcidin and the detection reagent may be a monoclonal 
antibody. As yet another alternative, the capture agent may be 
a monoclonal antibody that binds to mature hepcidin and the 
detection reagent may be a polyclonal antibody. In any of the 
preceding embodiments, either the capture agent or the detec 
tion reagent may be a combination of a polyclonal and a 
monoclonal antibody. 
0336. In some embodiments, a mature-hepcidin-specific 
monoclonal antibody is used as either the capture agent or 
detection reagent or both. A mature-hepcidin-specific anti 
body does not bind prohepcidin at all, or binds to prohepcidin 
with such low affinity that the antibody can differentiate 
mature hepcidin from prohepcidin. For example, such a 
monoclonal antibody may bind to the N-terminus of mature 
hepcidin, or it may bind an epitope of mature hepcidin that is 
not detectable in prohepcidin (e.g. due to masking by the 
prodomain). 
0337. In embodiments utilizing a monoclonal antibody 
that binds to an epitope present in both mature hepcidin and 
prohepcidin, an optional further refinement is contemplated. 
The amount of mature hepcidin alone is determined by sub 
tracting the amount of prohepcidin present in the sample from 
the amount of total hepcidin (prohepcidin plus mature hepci 
din) present in the same sample. The amount of prohepcidin 
can be determined by using prohepcidin-specific polyclonal 
and/or monoclonal antibodies in techniques like those 
described above. A prohepcidin-specific antibody does not 
bind mature hepcidin at all, or binds to mature hepcidin with 
such low affinity that the antibody can differentiate prohep 
cidin from mature hepcidin. For example, Such antibodies 
may bind to a linear or conformational epitope present 
uniquely in the prodomain of hepcidin (amino acids 25-59 of 
SEQ ID NO: 8). In such embodiments, the amount of total 
hepcidin and prohepcidin may be determined sequentially or 
simultaneously. Because prohepcidin is rapidly degraded in 
serum to hepcidin, in Some embodiments furin inhibitors are 
added to the biological sample in order to prevent or reduce 
degradation of prohepcidin. 
0338. In some embodiments utilizing a monoclonal anti 
body that binds to the 25-amino acid mature hepcidin, the 
monoclonal antibody does not bind the degradation products 
(i.e., hepcidin-22 and hepcidin-20). 
0339. In one embodiment of a simultaneous assay for 
detecting total hepcidin and prohepcidin, the capture agent is 
an antibody that binds to an epitope present in both mature 
hepcidin and prohepcidin, and two detection reagents are 
applied simultaneously. The first detection reagent is a 
labeled antibody that binds to an epitope present in both 
mature hepcidin and prohepcidin and the second detection 
reagent is a differently labeled prohepcidin-specificantibody. 
For example, the first detection reagent is labeled with a 
fluorescent dye detectable at a first wavelength while the 
second detection reagent is labeled with a fluorescent dye 
detectable at a second wavelength. Thus, in Such an example, 
the capture agent will bind total hepcidin (mature hepcidin 
plus prohepcidin) in the sample, the first detection reagent 
will detect the amount of total hepcidin, and the second detec 
tion reagent will detect the amount of prohepcidin. Subtract 
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ing the amount of prohepcidin from amount of the total hep 
cidin will yield the amount of mature hepcidin. In other 
alternative embodiments, two different capture agents may be 
used: a first capture agent that binds to an epitope present in 
both mature hepcidin and prohepcidin, and a second capture 
agent that is a prohepcidin-specific antibody, optionally with 
a detection reagent that binds an epitope present in both 
mature hepcidin and prohepcidin. 
0340 Other embodiments for carrying out simultaneous 
assays are well known in the art, including the multiplex 
system described, e.g., in Khan et al., Clin. Vaccine Immu 
nol. 13(1) 45-52 (January 2006) involving differentially 
coded sets of fluorescent microbeads. Other embodiments for 
performing multiple simultaneous assays on a single Surface 
include Surfaces having a plurality of discrete, addressable 
locations for the detection of a plurality of different analytes. 
Such formats include protein microarrays, or “protein chips' 
(see, e.g., Ng and Ilag, J. Cell Mol. Med. 6: 329-340 (2002)) 
and capillary devices (see, e.g., U.S. Pat. No. 6,019,944). In 
these embodiments, each discrete surface location has a dif 
ferent antibody that immobilizes a different analyte for detec 
tion at each location. Surfaces can alternatively have one or 
more discrete particles (e.g., microparticles or nanoparticles) 
immobilized at discrete locations of a surface, of which each 
set of particles contains a different capture agent for a differ 
ent analyte. 
0341 Complementary antibody pairs (antibodies that 
bind to different epitopes on hepcidin such that the pairs are 
suitable for use in sandwich assays) were difficult to identify. 
Use of complementary pairs that minimize competition or 
interference can increase sensitivity of the assay by 20-fold to 
50-fold. In some embodiments, the immunoassays of the 
invention are capable of measuring hepcidin levels ranging 
from 0.01 ng/mL to 10 ug/mL. 
0342 Antibody pairs suitable for use in sandwich immu 
noassays include the following: 
0343 (1) when one antibody of the pair is an antibody 
binds to the ame epitope as antibody is 1S1, or competes with 
antibody 1S1 for binding to mature human hepcidin of SEQ 
ID NO:9 by at least about 75%, 80%, 85%, 90% or more, a 
suitable second antibody may be: 

0344 (a) an antibody that binds to the same epitope as 
antibody is 23F11, or competes with antibody 23F11 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more; or 

0345 (b) an antibody that binds to the same epitope as 
antibody is 15E1, or competes with antibody 15E1 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more; or 

0346 (c) an antibody that binds to the same epitope as 
antibody is 12B9, or competes with antibody 12B9 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more; 

0347 (2) when one antibody of the pair is an antibody that 
binds to the same epitope as antibody 12B9 or competes with 
antibody 12B9 for binding to mature human hepcidin of SEQ 
ID NO:9 by at least about 75%, 80%, 85%, 90% or more, a 
suitable second antibody may be: 

0348 (a) an antibody that binds to the same epitope as 
antibody 18D8, or competes with antibody 18D8 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more, or 

0349 (b) an antibody that binds to the same epitope as 
antibody 19C1, or competes with antibody 19C1 for 
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binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more, or 

0350 (c) an antibody that binds to the same epitope as 
antibody 19D12, or competes with antibody 19D12 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more, or 

0351 (d) an antibody that binds to the same epitope as 
antibody 19H6, or competes with antibody 19H6 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more; or 

0352 (e) an antibody that binds to the same epitope as 
antibody 1S1 or competes with antibody 1S1 for binding 
to mature human hepcidin of SEQID NO: 9 by at least 
about 75%, 80%, 85%, 90% or more; or 

0353 (3) when one antibody of the pair is an antibody that 
binds to the same epitope as antibody 23F11, or competes 
with antibody 23F11 for binding to mature human hepcidin of 
SEQ ID NO: 9 by at least about 75%, 80%, 85%, 90% or 
more, a Suitable second antibody may be: 

0354 (a) an antibody that binds to the same epitope as 
antibody 18D8, or competes with antibody 18D8 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more, or 

0355 (b) an antibody that binds to the same epitope as 
antibody 19C1, or competes with antibody 19C1 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more, or 

0356 (c) an antibody that binds to the same epitope as 
antibody 19D12, or competes with antibody 19D12 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more, or 

0357 (d) an antibody that binds to the same epitope as 
antibody 19H6, or competes with antibody 19H6 for 
binding to mature human hepcidin of SEQID NO: 9 by 
at least about 75%, 80%, 85%, 90% or more; or 

0358 (e) an antibody that binds to the same epitope as 
antibody 1S1 or competes with antibody 4E1 for binding 
to mature human hepcidin of SEQID NO: 9 by at least 
about 75%, 80%, 85%, 90% or more; or 

0359 (f) an antibody that binds to the same epitope as 
antibody 3B3 or competes with antibody 3B3 for binding 
to mature human hepcidin of SEQID NO: 9 by at least 
about 75%, 80%, 85%, 90% or more; 

0360 (4) when one antibody of the pair is an antibody 
binds to the same epitope as antibody 15E1, or competes with 
antibody 15E1 for binding to mature human hepcidin of SEQ 
ID NO:9 by at least about 75%, 80%, 85%, 90% or more, a 
suitable second antibody may be: 

0361 (a) an antibody that binds to the same epitope as 
antibody 1S1, or competes with antibody 1S1 for binding 
to mature human hepcidin of SEQID NO: 9 by at least 
about 75%, 80%, 85%, 90% or more. 

0362. In some embodiments, methods for monitoring the 
effectiveness of therapy with a hepcidin antagonist include 
monitoring changes in the level of hepcidin in a sample, or in 
an animal Such as a human patient. Methods in which hepci 
din levels are monitored may comprise (a) incubating a first 
biological sample, obtained from a patient prior to a therapy 
with one or more of the anti-hepcidin antibodies disclosed 
herein, wherein the incubation is performed under conditions 
and for a time Sufficient to allow immunocomplexes to form; 
(b) detecting immunocomplexes formed between the hepci 
din in the biological sample and antibodies orantigenbinding 
fragments that specifically bind hepcidin; and optionally (c) 
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repeating steps (a) and (b) using a second biological sample 
taken from the patient at later time. Such as for example, 
following therapy with one or more of the anti-hepcidin anti 
bodies disclosed herein; and (d) comparing the number of 
immunocomplexes detected in the first and second biological 
samples. 
0363. Other monitoring methods include measuring (a) 
the blood (e.g., serum or plasma) circulating level of com 
plexes between hepcidin and the therapeutic agent, and 
optionally (b) the amount of free hepcidin present in circula 
tion. For example, complexes between hepcidin and thera 
peutic antibody can be detected using an anti-human Fc anti 
body that binds to the therapeutic antibody part of the 
complex and an Fab fragment of a “pairing anti-hepcidin 
antibody that binds to the hepcidin part of the complex. Alter 
natively, an anti-idiotypic antibody can be used in place of the 
anti-human Fc antibody. As another alternative, an anti-hep 
cidin antibody containing a non-human Fc (e.g. a human Fc is 
replaced with murine Fc) can be used in place of the Fab 
fragment. 
0364. As another example, free hepcidin can be detected 
after removing hepcidin-therapeutic antibody complexes 
from the biological sample, using either an anti-human Fc 
antibody or an anti-idiotypic antibody that has been immobi 
lized on a solid support. The amount of free hepcidin which 
remains unbound to the Solid Support is then measured. This 
level of free hepcidin may reflect the effectiveness of the 
therapeutic antibody in removing available circulating hep 
cidin. 
0365. A biological sample for use within such methods 
may be any sample obtained from a patient that would be 
expected to contain hepcidin. Exemplary biological samples 
include blood, plasma, Sera, urine and bone marrow. A first 
biological sample may be obtained prior to initiation of 
therapy or part way through a therapy regime. The second 
biological sample should be obtained in a similar manner, but 
at a time following additional therapy. The second biological 
sample may be obtained at the completion of, or part way 
through, therapy, provided that at least a portion of therapy 
takes place between the isolation of the first and second 
biological samples. 
0366 Incubation and detection procedures for both 
samples may generally be performed as described above. A 
decrease in the number of immunocomplexes in the second 
sample relative to the first sample indicates a decrease in 
hepcidin levels and reflects successful therapy. Free serum 
hepcidin may also be analyzed in a similar manner, and a 
decrease in free serum hepcidin indicates Successful therapy. 
0367 Hepcidin-related disorders, inflammatory diseases, 
and diseases or disorders of iron homeostasis for which the 
diagnostic or monitoring methods may be useful include but 
are not limited to african iron overload, alpha thalassemia, 
Alzheimer's disease, anemia, anemia of cancer, anemia of 
chronic disease, anemia of inflammation, arteriosclerosis or 
atherosclerosis (including coronary artery disease, cere 
brovascular disease or peripheral occlusive arterial disease), 
ataxias, ataxias related to iron, atransferrinemia, cancer, ceru 
loplasmin deficiency, chemotherapy-induced anemia, 
chronic renal/kidney disease (stage I, II, III, IV or V), includ 
ing end stage renal disease or chronic renal/kidney failure, 
cirrhosis of liver, classic hemochromatosis, collagen-induced 
arthritis (CIA), conditions with hepcidin excess (elevated 
hepcidin), congenital dyserythropoietic anemia, congestive 
heart failure, Crohn's disease, diabetes, disorders of iron bio 
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distribution, disorders of iron homeostasis, disorders of iron 
metabolism, ferroportin disease, ferroportin mutation hemo 
chromatosis, folate deficiency, Friedrich's ataxia, funicular 
myelosis, gracile syndrome, H. pyelori infection or other 
bacterial infections, Hallervordan Spatz disease, hemochro 
matosis, hemochromatosis resulting from mutations in trans 
ferrin receptor 2, hemoglobinopathies, hepatitis, hepatitis 
(Brock), hepatitis C, hepatocellular carcinoma, hepcidin defi 
ciency, hereditary hemochromatosis, HIV or other viral ill 
nesses, Huntington's disease, hyperferritinemia, hypochro 
mic microcytic anemia, hypoferremia, insulin resistance, iron 
deficiency anemia, iron deficiency disorders, iron overload 
disorders, iron-deficiency conditions with hepcidin excess, 
juvenile hemochromatosis (HFE2), multiple sclerosis, muta 
tion in transferrin receptor 2, HFE, hemojuvelin, ferroportin 
or other genes of iron metabolism, neonatal hemochromato 
sis, neurodegenerative diseases related to iron, osteopenia, 
osteoporosis pancreatitis, Pantothenate kinase-associated 
neurodegeneration, Parkinson's disease, pellagra, pica, por 
phyria, porphyria cutanea tarda, pseudoencephalitis, pulmo 
nary hemosiderosis, red blood cell disorders, rheumatoid 
arthritis, sepsis, sideroblastic anemia, Systemic lupus erythe 
matosus, thalassemia, thalassemia intermedia, transfusional 
iron overload, tumors, vasculitis, Vitamin B6 deficiency, Vita 
min B12 deficiency, and/or Wilson's disease. 
0368 Methods of setting an appropriate threshold for 
diagnosis of the disease states described herein and prognos 
tic monitoring as described herein are well known in the art. 
By way of example, levels of hepcidin in a fluid sample from 
a Sufficient representative number of normal Subjects (e.g. 
healthy population without the condition to be detected) are 
analyzed relative to the hepcidin level from a sufficient rep 
resentative number of diseased Subjects (e.g. population con 
firmed to have the disease or condition) using the same pro 
tocols. A threshold cutoff can be determined that 
differentiates most of the normal population from most of the 
diseased population. Alternatively, useful endpoint values for 
negative, uncertain and positive results can be determined 
from the data. For example, a normal range (indicative of a 
negative result) can be determined, which includes hepcidin 
of most of the normal population but which exclude almost all 
of the diseased population. Correspondingly, a range indica 
tive of a positive result can be determined, which includes 
hepcidin of most of the diseased population but which 
exclude almost all of the normal population. Similarly, a 
threshold differentiating hepcidin levels in a population suf 
fering from anemia of inflammation from hepcidin levels in a 
population Suffering from iron deficiency anemia can be 
determined. Useful endpoint values may indicate that the 
patient is Suffering from anemia of inflammation, iron defi 
ciency anemia or mixed anemia. Appropriate endpoint values 
for the threshold may be determined to optimize the desired 
specificity or sensitivity, and may also take account of overall 
medical and epidemiological factors. Factors to be consid 
ered include the clinical objective of the laboratory test and 
whether it is necessary to have a high positive predictive 
value, or a high negative predictive value, as well as preva 
lence of the disease in the test population. 

VII. Therapeutic Uses for Hepcidin Activity Antagonists 
0369 Also provided is the use of hepcidinactivity antago 

nists, including monoclonal antibodies described herein that 
bind human hepcidin, to treat subjects in need thereof. In 
exemplary embodiments, the Subject may be at risk of or 
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suffering from an elevated level of hepcidin, a hepcidin 
related disorder, a disorder of iron homeostasis, or anemia. 
0370. As used herein, “treatment' or “treat” refers to both 
prophylactic treatment of a Subject at risk of, or having a 
predisposition toward, a disease or disorder, and to therapeu 
tic treatment of a Subject Suffering from a disease or disorder. 
0371. Administration of a therapeutic agent in a prophy 
lactic method can occur prior to the manifestation of symp 
toms of an undesired disease or disorder, Such that the disease 
or disorder is prevented or, alternatively, delayed in its pro 
gression. Thus, when used in conjunction with prophylactic 
methods, the term “therapeutically effective” means that, 
after treatment, a fewer number of Subjects (on average) 
develop the undesired disease or disorder or progress in sever 
ity of symptoms. 
0372. When used in conjunction with therapeutic methods 
involving administration of a therapeutic agent after the Sub 
ject manifests symptoms of a disease or disorder, the term 
“therapeutically effective' means that, after treatment, one or 
more signs or symptoms of the disease or disorder is amelio 
rated or eliminated. 
0373 "Mammal’ for purposes of treatment refers to any 
animal classified as a mammal, including humans, domestic 
and farm animals, and Zoo, sports, or pet animals, such as 
dogs, horses, cats, cows, etc. Preferably, the mammal is 
human. 
0374. As used herein, a “hepcidin-related disorder” refers 
to a condition caused by or associated with an abnormal level 
of hepcidin (e.g., hepcidin excess or hepcidin deficiency rela 
tive to the degree of anemia or iron stored) which disrupts iron 
homeostasis. A disruption in iron homeostasis can in turn 
result in secondary diseases such as anemia. Acute or chronic 
inflammatory conditions can result in upregulation of hepci 
din expression, which can result in decreased circulating iron 
levels, which can cause anemia or worsen existing anemia. 
Exemplary hepcidin-related inflammatory diseases include 
anemia of cancer, anemia of chronic disease, anemia of 
inflammation, chemotherapy-induced anemia, chronic kid 
ney disease (stage I, II, III, IV or V), end stage renal disease, 
chronic renal failure congestive heart failure, cancer, rheuma 
toid arthritis, Systemic lupus erythematosus, Crohn's disease, 
H. pyelori infection or other bacterial infections, hepatitis C, 
HIV, and other viral illnesses, arteriosclerosis, atherosclero 
sis, cirrhosis of the liver, pancreatitis, sepsis, vasculitis, iron 
deficiency, hypochromic microcytic anemia and conditions 
with hepcidin excess. 
0375. As used herein, the phrase “disease (or disorder) of 
iron homeostasis” refers to a condition in which a subjects 
iron levels require modulation. It includes hepcidin-related 
disorders; conditions not associated with elevated levels of 
hepcidin that nevertheless would benefit from inhibition of 
hepcidin activity. Such as a disruption in iron homeostasis not 
caused by hepcidin; diseases where aberrant iron absorption, 
recycling, metabolism or excretion causes a disruption in 
normal ironblood levels or tissue distribution; diseases where 
iron dysregulation is a consequence of another disease or 
condition, such as inflammation, cancer or chemotherapy: 
diseases or disorders resulting from abnormal iron blood 
levels or tissue distribution; and diseases or disorders that can 
be treated by modulating iron levels or distribution. Nonlim 
iting examples of Such diseases or disorders of iron homeo 
Stasis, hepcidin-related disorders and inflammatory condi 
tions which can result in hepcidin excess include african iron 
overload, alpha thalassemia, Alzheimer's disease, anemia, 
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anemia of cancer, anemia of chronic disease, anemia of 
inflammation, arteriosclerosis or atherosclerosis (including 
coronary artery disease, cerebrovascular disease or peripheral 
occlusive arterial disease), ataxias, ataxias related to iron, 
atransferrinemia, cancer, ceruloplasmin deficiency, chemo 
therapy-induced anemia, chronic renal/kidney disease (stage 
I, II, III, IV or V), including end stage renal disease or chronic 
renal/kidney failure, cirrhosis of liver, classic hemochroma 
tosis, collagen-induced arthritis (CIA), conditions with hep 
cidin excess (elevated hepcidin), congenital dyserythropoi 
etic anemia, congestive heart failure, Crohn's disease, 
diabetes, disorders of iron biodistribution, disorders of iron 
homeostasis, disorders of iron metabolism, ferroportin dis 
ease, ferroportin mutation hemochromatosis, folate defi 
ciency, Friedrich's ataxia, funicular myelosis, gracile Syn 
drome, H. pyelori infection or other bacterial infections, 
Hallervordan Spatz disease, hemochromatosis, hemochro 
matosis resulting from mutations in transferrin receptor 2, 
hemoglobinopathies, hepatitis, hepatitis (Brock), hepatitis C, 
hepatocellular carcinoma, hereditary hemochromatosis, HIV 
or other viral illnesses, Huntington's disease, hyperferritine 
mia, hypochromic microcytic anemia, hypoferremia, insulin 
resistance, iron deficiency anemia, iron deficiency disorders, 
iron overload disorders, iron-deficiency conditions with hep 
cidin excess, juvenile hemochromatosis (HFE2), multiple 
sclerosis, mutation in transferrin receptor 2, HFE, hemojuve 
lin, ferroportin or other genes of iron metabolism, neonatal 
hemochromatosis, neurodegenerative diseases related to 
iron, osteopenia, osteoporosis pancreatitis, Pantothenate 
kinase-associated neurodegeneration, Parkinson's disease, 
pellagra, pica, porphyria, porphyria cutanea tarda, pseudoen 
cephalitis, pulmonary hemosiderosis, red blood cell disor 
ders, rheumatoid arthritis, sepsis, sideroblastic anemia, sys 
temic lupus erythematosus, thalassemia, thalassemia 
intermedia, transfusional iron overload, tumors, Vasculitis, 
vitamin B6 deficiency, vitamin B12 deficiency, and/or Wil 
son's disease 

0376 Non-inflammatory conditions which are implicated 
in a disruption of iron regulation include, but are not limited 
to, vitamin B6 deficiency, vitamin B12 deficiency, folate defi 
ciency, pelagra, funicular myelosis, pseudoencephalitis, Par 
kinson's disease (Fasano et al., J. Neurochem.96:909 (2006) 
and Kaur et al., Ageing Res. Rev., 3:327 (2004)), Alzheimer's 
disease, coronary heart disease, osteopenia and osteoporosis 
(Guggenbuhl et al., Osteoporos. Int. 16:1809 (2005)), hemo 
globinopathies and other disorders of red cell metabolism 
(Papanikolaou et al., Blood 105:4103 (2005)), and peripheral 
occlusive arterial disease. 

0377 Various other iron indices and their normal ranges of 
concentrations are listed in Table 2. 

TABLE 2 

Iron Index Normal Level (Range) 

Serum iron 50-170 g/dL 
Hemoglobin 11.5-18 g/dL 
Hematocrit 37-54% 
Red blood cell count (RBC) 4.6-6.2 x 10' cells/L (men) 

4.25-5.4 x 10' cells/L (women) 
Mean Corpuscular Hemo- 27-32 pg 
globin (MCH) 
Mean Corpuscular Hemo- 32-36% 
globin Concentration 
(MCHC) 
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TABLE 2-continued 

Iron Index Normal Level (Range) 

Mean Corpuscular Volume 80-96 fl. 
(MCV) 
Red Cell Distribution 11.5-14.5% (electrical impedence method) or 
Width (RDW) 10.2-11.8% (laser light method) 

18-158 x 10° cells/L. 
(0.8-2.5% in men; 0.8-4% in women) 

250-450 g/dL 

Reticulocyte count 

Total Iron Binding 
Capacity (TIBC) 
Transferrin Iron 15-50% 
Saturation Percentage 
(Tsat) 
Ferritin 12-120 g/L 
Folate 3-16 ng/mL (serum) and 

130-628 ng/mL (red blood cell) 
Vitamin B12 200-900 pg/ml 

0378. A patient’s iron index level outside of the normal 
ranges listed in Table 2 indicates that the patient may benefit 
from treatment with a hepcidin activity antagonist. Since 
hepcidin plays a key role in iron homeostasis, hepcidin levels 
and activity will correlate to a disruption of iron homeostasis 
and/or iron indices. Elevated hepcidin levels correlate with 
serum iron levels below the normal ranges indicated in Table 
2, low hemoglobin, and hematocrit, reduced or normal Tsat 
and high or normal ferritin values, and elevated inflammatory 
status as measured by C-reactive protein (CRP) elevation or 
other markers of inflammation. 
0379. As used herein, the phrase “therapeutically effective 
amount of a hepcidin activity antagonist refers to an amount 
that results in the desired therapeutic effect (i.e. that provides 
“therapeutic efficacy'). Exemplary therapeutic effects 
include increased circulating iron levels or increased iron 
availability, increased red blood cell count, increased red 
blood cell mean cell volume, increased red blood cell hemo 
globin content, increased hemoglobin (e.g., increased by 
20.5 g/dL), increased hematocrit, increased Tsat, increased 
reticulocyte count, increased or normalized reticulocyte 
mean cell Volume, increased reticulocyte hemoglobin con 
tent, or reduced free hepcidin levels in serum or plasma, or 
normalization of any of the parameters described above. 
Returning Such a parameter to its normal range is not required 
for therapeutic efficacy; for example, a measurable change 
(increase or reduction) in the direction of normal can be 
considered to be a desired therapeutic effect by a clinician. 
When applied to an individual active ingredient, administered 
alone, the term refers to that ingredient alone. When applied 
to a combination, the term refers to combined amounts of the 
active ingredients that result in the therapeutic effect, whether 
administered in combination, serially or simultaneously. For 
example, in aspects where the hepcidin activity antagonist (or 
hepcidin expression inhibitor) is administered in conjunction 
with an enrythropoiesis stimulator, a therapeutically effective 
amount is meant to refer to the combined amount that 
increases or normalizes any of the parameters stated above. 
0380. In order to facilitate the diagnosis of patients, deci 
sion trees, such as that of FIG.9B, can be used to interpret the 
level of the hepcidin, and which is used to assist the user or 
interpreter in determining a course of treatment and the sig 
nificance of the concentration reading. Hepcidin values are 
predicted to be elevated in patients with inflammation iron 
overload and ferroportin disease and Suppressed in patients 
with hemochromatosis, hemoglobinopathies, and other red 
cell disorders. The decision tree of FIG.9B shows how mea 
Surement of hepcidin levels simplifies diagnosis and/or 
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assessment of a patient Suspected of having iron metabolism 
disorders. FIG. 9A shows the decision tree assessment with 
out a measurement of hepcidin levels. 
0381. The compositions for and methods of treatment 
described herein may utilize one or more hepcidin activity 
antagonists (or hepcidin expression inhibitors) used singu 
larly or in combination with other therapeutic agents to 
achieve the desired effects. 
0382 Combination Therapy 
0383. It may be further advantageous to mix two or more 
antibodies together (which bind to the same or different target 
antigens) or to co-administer an antibody of the invention 
with a second therapeutic agent to provide still improved 
efficacy. Concurrent administration of two therapeutic agents 
does not require that the agents be administered at the same 
time or by the same route, as long as there is an overlap in the 
time period during which the agents are exerting their thera 
peutic effect. Simultaneous or sequential administration is 
contemplated, as is administration on different days or weeks. 
0384. In exemplary embodiments, the methods of the 
invention include the administration of single antibodies, as 
well as combinations, or "cocktails', of different antibodies. 
Such antibody cocktails may have certain advantages inas 
much as they contain antibodies which exploit different effec 
tor mechanisms. Such antibodies in combination may exhibit 
synergistic therapeutic effects. 
0385 Combination therapy using a hepcidin activity 
antagonist (or hepcidin expression inhibitor) and an erythro 
poiesis stimulator is specifically contemplated. In various 
embodiments, hepcidin activity antagonists (or hepcidin 
expression inhibitors) and erythropoiesis stimulators can be 
used to improve treatment of a patient with anemia. In par 
ticular, patients who are hypo-responsive to, including unre 
sponsive to, erythropoiesis stimulator therapy, such as eryth 
ropoietin or analogs thereof (Epoetin alfa, Epoetin beta, 
darbepoetin alfa), among others, will benefit from co-treat 
ment with a hepcidin activity antagonist or hepcidin expres 
sion inhibitor. In one embodiment, combination therapy 
includes treatment with at least one antibody that binds to 
human hepcidin and at least one erythropoiesis stimulator. 
0386 Combination therapy using a hepcidin activity 
antagonist (or hepcidin expression inhibitor) and an iron 
chelator to redistribute iron stores in the body is also contem 
plated. An iron chelator is an agent capable of binding iron 
and removing it from a tissue or from circulation. Examples 
include deferoxamine (Desferal(R) and deferasirox (Ex 
jadeR), and deferiprone (1,2-dimethyl-3-hydroxypyridin-4- 
one). In some embodiments, hepcidin activity antagonists (or 
hepcidin expression inhibitors) and erythropoiesis stimula 
tors can be used to improve treatment of a patient an iron 
loading disorder secondary to transfusion-dependent iron 
overload, or have an iron maldistribution disorder Such as 
Friedreich's ataxia. 
0387 As used herein, "erythropoiesis stimulator” means a 
chemical compound that directly or indirectly causes activa 
tion of the erythropoietin receptor, for example, by binding to 
and causing dimerization of the receptor or by stimulating 
endogenous erythropoietin expression. Erythropoiesis stimu 
lators include erythropoietin and variants, analogs, or deriva 
tives thereofthat bind to and activate erythropoietin receptor; 
antibodies that bind to erythropoietin receptor and activate 
the receptor; or peptides that bind to and activate erythropoi 
etin receptor, or Small organic chemical compounds, option 
ally less than about 1000 Daltons in molecular weight, that 
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bind to and activate erythropoietin receptor. Erythropoiesis 
stimulators include, but are not limited to, epoetin alfa, epo 
etin beta, epoetin delta, epoetin omega, epoetin iota, epoetin 
Zeta, and analogs thereof, pegylated erythropoietin, carbamy 
lated erythropoietin, mimetic peptides (including EMP1/he 
matide), mimetic antibodies and HIF inhibitors (see U.S. 
Patent Publication No. 2005/0020487, the disclosure of 
which is incorporated by reference in its entirety). Exemplary 
erythropoiesis stimulators include erythropoietin, darbepo 
etin, erythropoietin agonist variants, and peptides or antibod 
ies that bind and activate erythropoietin receptor (and include 
compounds reported in U.S. Patent Application Publication 
Nos. 2003/0215444 and 2006/0040858, the disclosures of 
each of which is incorporated herein by reference in its 
entirety) as well as erythropoietin molecules or variants or 
analogs thereofas disclosed in the following patents or patent 
applications, which are each herein incorporated by reference 
in its entirety: U.S. Pat. Nos. 4,703,008; 5.441,868; 5,547, 
933; 5,618,698; 5,621,080; 5,756,349; 5,767,078; 5,773,569; 
5,955,422; 5,830,851; 5,856.298; 5,986,047; 6,030,086: 
6,310,078; 6,391,633; 6,583,272: 6,586,398; 6,900,292; 
6,750,369; 7,030,226; 7,084.245; 7,217,689; PCT publica 
tion nos. WO 91/05867; WO95/05465; WO99/66054: WO 
00/24893; WO 01/81405; WO00/61637; WO 01/36489; WO 
02/014356; WO 02/19963; WO 02/20034; WO 02/49673; 
WO 02/085940, WO 03/029291; WO 2003/055526; WO 
2003/084477; WO 2003/094858: WO 2004/002417; WO 
2004/002424; WO 2004/009627; WO 2004/024761; WO 
2004/033651: WO 2004/035603; WO 2004/043382; WO 
2004/101600; WO 2004/101606; WO 2004/101611; WO 
2004/106373; WO 2004/018667; WO 2005/001025; WO 
2005/001136: WO 2005/021579; WO 2005/025606; WO 
2005/032460, WO 2005/051327; WO 2005/063808: WO 
2005/063809; WO 2005/070451; WO 2005/081687; WO 
2005/084711; WO 2005/103076; WO 2005/100403; WO 
2005/092369, WO 2006/50959; WO 2006/02646; WO 2006/ 
29094; and US publication nos. US 2002/0155998: US 2003/ 
0077753; US 2003/0082749; US 2003/0143202; US 2004/ 
0.009902; US 2004/0071694; US 2004/0091961; US 2004/ 
0143857; US 2004/0157293; US 2004/0175379; US 2004/ 
0175824; US 2004/0229318; US 2004/0248815; US 2004/ 
0266690; US 2005/0019914; US 2005/0026834; US 2005/ 
0096461; US 2005/0107297: US 2005/0107591; US 2005/ 
0.124045; US 2005/0124564; US 2005/0137329; US 2005/ 
0142642; US 2005/0143292; US 2005/0153879; US 2005/ 
0158822; US 2005/0158832; US 2005/0170457; US 2005/ 
0181359; US 2005/0181482: US 2005/0192211; US 2005/ 
0202538; US 2005/0227289; US 2005/0244409; US 2006/ 
0088906; US 2006/0111279. 
0388 Erythropoietin includes, but is not limited to, a 
polypeptide comprising the amino acid sequence as set forth 
in SEQ ID NO: 72. Amino acids 1 through 165 of SEQ ID 
NO: 72 constitute the mature protein of any molecules des 
ignated as an epoetin, e.g., epoetin alfa, epoetin beta, epoetin 
delta, epoetin omega, epoetin iota, epoetin gamma, epoetin 
Zeta, and the like. Additionally, an epoetin also includes any 
of the aforementioned epoetin which are chemically modi 
fied, e.g., with one or more water-soluble polymers such as, 
e.g., polyethylene glycol (including PEG-EPO-beta). Also 
contemplated are analogs of erythropoietin, with 65%, 70%, 
75%, 80%, 85%, 90%, 91%, 92%, 93%, 94%, 95%, 96%, 
97%, 98%, or 99% identity to SEQ. ID NO:72 still retaining 
erythropoietic activity. 
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0389 Exemplary sequences, manufacture, purification 
and use of recombinant human erythropoietin are described 
in a number of patent publications, including but not limited 
to Lin U.S. Pat. No. 4,703,008 and Lai et al. U.S. Pat. No. 
4,667,016, each of which is incorporated herein by reference 
in its entirety. Darbepoetin is a hyperglycosylated erythropoi 
etin analog having five changes in the amino acid sequence of 
rHuEPO which provide for two additional carbohydrate 
chains. More specifically, darbepoetin alfa contains two addi 
tional N-linked carbohydrate chains atamino acid residues 30 
and 88 of SEQID NO: 72. Exemplary sequences, manufac 
ture, purification and use of darbepoetin and other erythro 
poietin analogs are described in a number of patent publica 
tions, including Strickland et al., 91/05867, Elliott et al., WO 
95/05465, Egrie et al., WO 00/24893, and Egrie et al. WO 
01/81405, each of which is incorporated herein by reference 
in its entirety. Derivatives of naturally occurring or analog 
polypeptides include those which have been chemically 
modified, for example, to attach water soluble polymers (e.g., 
pegylated), radionuclides, or other diagnostic or targeting or 
therapeutic moieties. 
0390 The term “erythropoietic activity” means activity to 
stimulate erythropoiesis as demonstrated in an in vivo assay, 
for example, the exhypoxic polycythemic mouse assay. See, 
e.g., Cotes and Bangham, Nature 191: 1065 (1961). 
0391 Administration and Preparation of Pharmaceutical 
Formulations 

0392. In some embodiments, the hepcidin activity antago 
nists or antibodies used in the practice of a method of the 
invention may be formulated into pharmaceutical composi 
tions comprising a carrier suitable for the desired delivery 
method. Suitable carriers include any material which, when 
combined with a hepcidin activity antagonist or antibody, 
retains the high-affinity binding of hepcidin and is nonreac 
tive with the Subject’s immune systems. Examples include, 
but are not limited to, any of a number of standard pharma 
ceutical carriers such as sterile phosphate buffered saline 
Solutions, bacteriostatic water, and the like. A variety of aque 
ous carriers may be used, e.g., water, buffered water, 0.4% 
saline, 0.3% glycine and the like, and may include other 
proteins for enhanced Stability, Such as albumin, lipoprotein, 
globulin, etc., Subjected to mild chemical modifications or the 
like. 

0393 Exemplary antibody concentrations in the formula 
tion may range from about 0.1 mg/ml to about 180 mg/ml or 
from about 0.1 mg/mL to about 50 mg/mL, or from about 0.5 
mg/mL to about 25 mg/mL, or alternatively from about 2 
mg/mL to about 10 mg/mL. An aqueous formulation of the 
antibody may be prepared in a pH-buffered solution, for 
example, at pH ranging from about 4.5 to about 6.5, or from 
about 4.8 to about 5.5, or alternatively about 5.0. Examples of 
buffers that are suitable for a pH within this range include 
acetate (e.g. sodium acetate). Succinate (Such as sodium suc 
cinate), gluconate, histidine, citrate and other organic acid 
buffers. The buffer concentration can be from about 1 mM to 
about 200 mM, or from about 10 mM to about 60 mM, 
depending, for example, on the buffer and the desired isoto 
nicity of the formulation. 
0394. A tonicity agent, which may also stabilize the anti 
body, may be included in the formulation. Exemplary tonicity 
agents include polyols, such as mannitol. Sucrose or treha 
lose. Preferably the aqueous formulation is isotonic, although 
hypertonic or hypotonic Solutions may be suitable. Exem 
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plary concentrations of the polyol in the formulation may 
range from about 1% to about 15% w/v. 
0395. A surfactant may also be added to the antibody 
formulation to reduce aggregation of the formulated antibody 
and/or minimize the formation of particulates in the formu 
lation and/or reduce adsorption. Exemplary Surfactants 
include nonionic Surfactants such as polysorbates (e.g. 
polysorbate 20, or polysorbate 80) or poloxamers (e.g. poloX 
amer 188). Exemplary concentrations of Surfactant may 
range from about 0.001% to about 0.5%, or from about 
0.005% to about 0.2%, or alternatively from about 0.004% to 
about 0.01% w/v. 

0396. In one embodiment, the formulation contains the 
above-identified agents (i.e. antibody, buffer, polyol and Sur 
factant) and is essentially free of one or more preservatives, 
Such as benzyl alcohol, phenol, m-cresol, chlorobutanol and 
benzethonium Cl. In another embodiment, a preservative may 
be included in the formulation, e.g., at concentrations ranging 
from about 0.1% to about 2%, or alternatively from about 
0.5% to about 1%. One or more other pharmaceutically 
acceptable carriers, excipients or stabilizers such as those 
described in Remington's Pharmaceutical Sciences 16th edi 
tion, Osol, A. Ed. (1980) may be included in the formulation 
provided that they do not adversely affect the desired charac 
teristics of the formulation. Acceptable carriers, excipients or 
stabilizers are nontoxic to recipients at the dosages and con 
centrations employed and include; additional buffering 
agents; co-solvents; antoxidants including ascorbic acid and 
methionine; chelating agents such as EDTA; metal com 
plexes (e.g. Zn-protein complexes); biodegradable polymers 
Such as polyesters; and/or salt-forming counterions such as 
Sodium. 
0397. Therapeutic formulations of the hepcidin activity 
antagonist orantibody are prepared for storage by mixing the 
antibody having the desired degree of purity with optional 
physiologically acceptable carriers, excipients or stabilizers 
(Remington’s Pharmaceutical Sciences 16th edition, Osol, A. 
Ed. (1980)), in the form of lyophilized formulations or aque 
ous Solutions. Acceptable carriers, excipients, or stabilizers 
are nontoxic to recipients at the dosages and concentrations 
employed, and include buffers such as phosphate, citrate, and 
other organic acids; antioxidants including ascorbic acid and 
methionine; preservatives (such as octadecyldimethylbenzyl 
ammonium chloride; hexamethonium chloride; benzalko 
nium chloride, benzethonium chloride; phenol, butyl or ben 
Zyl alcohol; alkyl parabens such as methyl or propyl paraben; 
catechol; resorcinol; cyclohexanol: 3-pentanol; and 
m-cresol); low molecular weight (less than about 10 residues) 
polypeptides; proteins, such as serum albumin, gelatin, or 
immunoglobulins; hydrophilic polymers such as polyvi 
nylpyrrolidone; amino acids such as glycine, glutamine, 
asparagine, histidine, arginine, or lysine; monosaccharides, 
disaccharides, and other carbohydrates including glucose, 
mannose, maltose, or dextrins; chelating agents such as 
EDTA; Sugars such as Sucrose, mannitol, trehalose or Sorbi 
tol; salt-forming counter-ions such as sodium; metal com 
plexes (e.g., Zn-protein complexes); and/or non-ionic Surfac 
tants such as TWEENTM, PLURONICSTM or polyethylene 
glycol (PEG). 
0398. In one embodiment, a suitable formulation contains 
an isotonic buffer such as a phosphate, acetate, or TRIS buffer 
in combination with a tonicity agent Such as a polyol, Sorbi 
tol, sucrose or sodium chloride which tonicifies and stabi 
lizes. One example of such a tonicity agent is 5% Sorbitol or 
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Sucrose. In addition, the formulation could optionally include 
a surfactant Such as to prevent aggregation and for stabiliza 
tion at 0.01 to 0.02% wt/vol. The pH of the formulation may 
range from 4.5-6.5 or 4.5-5.5. Other exemplary descriptions 
of pharmaceutical formulations for antibodies may be found 
in US 2003/0113316 and U.S. Pat. No. 6,171,586, each incor 
porated herein by reference in its entirety. 
0399. The formulation herein may also contain more than 
one active compound as necessary for the particular indica 
tion being treated, preferably those with complementary 
activities that do not adversely affect each other. For example, 
it may be desirable to further provide an immunosuppressive 
agent. Such molecules are Suitably present in combination in 
amounts that are effective for the purpose intended. 
0400. The active ingredients may also be entrapped in 
microcapsule prepared, for example, by coacervation tech 
niques or by interfacial polymerization, for example, 
hydroxymethylcellulose or gelatin-microcapsule and poly 
(methylmethacylate) microcapsule, respectively, in colloidal 
drug delivery systems (for example, liposomes, albumin 
microspheres, microemulsions, nano-particles and nanocap 
Sules) or in macroemulsions. Such techniques are disclosed in 
Remington’s Pharmaceutical Sciences 16th edition, Osol, A. 
Ed. (1980). 
0401 Suspensions and crystal forms of antibodies are also 
contemplated. Methods to make Suspensions and crystal 
forms are known to one of skill in the art. 

0402. The formulations to be used for in vivo administra 
tion must be sterile. In some embodiments, the compositions 
of the invention may be sterilized by conventional, well 
known sterilization techniques. For example, sterilization is 
readily accomplished by filtration through sterile filtration 
membranes. The resulting solutions may be packaged for use 
or filtered under aseptic conditions and lyophilized, the lyo 
philized preparation being combined with a sterile Solution 
prior to administration. 
0403. The process of freeze-drying is often employed to 
stabilize polypeptides for long-term storage, particularly 
when the polypeptide is relatively unstable in liquid compo 
sitions. A lyophilization cycle is usually composed of three 
steps: freezing, primary drying, and secondary drying; Will 
iams and Polli, Journal of Parenteral Science and Technology, 
Volume 38, Number 2, pages 48-59 (1984). In the freezing 
step, the solution is cooled until it is adequately frozen. Bulk 
water in the Solution forms ice at this stage. The ice Sublimes 
in the primary drying stage, which is conducted by reducing 
chamber pressure below the vapor pressure of the ice, using a 
vacuum. Finally, sorbed or bound water is removed at the 
secondary drying stage under reduced chamber pressure and 
an elevated shelf temperature. The process produces a mate 
rial known as a lyophilized cake. Thereafter the cake can be 
reconstituted prior to use. 
04.04 The standard reconstitution practice for lyophilized 
material is to add back a Volume of pure water (typically 
equivalent to the Volume removed during lyophilization), 
although dilute solutions of antibacterial agents are some 
times used in the production of pharmaceuticals for 
parenteral administration; Chen, Drug Development and 
Industrial Pharmacy, Volume 18, Numbers 11 and 12, pages 
1311-1354 (1992). 
04.05 Excipients have been noted in some cases to act as 
stabilizers for freeze-dried products; Carpenter et al., Devel 
opments in Biological Standardization, Volume 74, pages 
225-239 (1991). For example, known excipients include 
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polyols (including mannitol, Sorbitol and glycerol); Sugars 
(including glucose and Sucrose); and amino acids (including 
alanine, glycine and glutamic acid). 
0406. In addition, polyols and sugars are also often used to 
protect polypeptides from freezing and drying-induced dam 
age and to enhance the stability during storage in the dried 
state. In general, Sugars, in particular disaccharides, are effec 
tive in both the freeze-drying process and during storage. 
Other classes of molecules, including mono- and disaccha 
rides and polymers such as PVP, have also been reported as 
stabilizers of lyophilized products. 
04.07 For injection, the pharmaceutical formulation and/ 
or medicament may be a powder Suitable for reconstitution 
with an appropriate Solution as described above. Examples of 
these include, but are not limited to, freeze dried, rotary dried 
or spray dried powders, amorphous powders, granules, pre 
cipitates, or particulates. For injection, the formulations may 
optionally contain stabilizers, pH modifiers, Surfactants, bio 
availability modifiers and combinations of these. 
0408 Sustained-release preparations may be prepared. 
Suitable examples of Sustained-release preparations include 
semipermeable matrices of Solid hydrophobic polymers con 
taining the antibody, which matrices are in the form of shaped 
articles, e.g., films, or microcapsule. Examples of Sustained 
release matrices include polyesters, hydrogels (for example, 
poly(2-hydroxyethyl-methacrylate), or poly(vinylalcohol)), 
polylactides (U.S. Pat. No. 3,773.919), copolymers of 
L-glutamic acid and y ethyl-L-glutamate, non-degradable 
ethylene-vinyl acetate, degradable lactic acid-glycolic acid 
copolymers such as the Lupron Depot TM (injectable micro 
spheres composed of lactic acid-glycolic acid copolymer and 
leuprolide acetate), and poly-D-(-)-3-hydroxybutyric acid. 
While polymers such as ethylene-vinyl acetate and lactic 
acid-glycolic acid enable release of molecules for over 100 
days, certain hydrogels release proteins for shorter time peri 
ods. When encapsulated antibodies remain in the body for a 
long time, they may denature or aggregate as a result of 
exposure to moisture at 37°C., resulting in a loss of biological 
activity and possible changes in immunogenicity. Rational 
strategies can be devised for stabilization depending on the 
mechanism involved. For example, if the aggregation mecha 
nism is discovered to be intermolecular S-S bond formation 
through thio-disulfide interchange, stabilization may be 
achieved by modifying Sulfhydryl residues, lyophilizing from 
acidic solutions, controlling moisture content, using appro 
priate additives, and developing specific polymer matrix 
compositions. 
04.09. In some embodiments, the formulations of the 
invention may be designed to be short-acting, fast-releasing, 
long-acting, or Sustained-releasing as described herein. Thus, 
the pharmaceutical formulations may also be formulated for 
controlled release or for slow release. 
0410 Therapeutically effective amounts of a composition 
will vary and depend on the severity of the disease and the 
weight and general state of the Subject being treated, but 
generally range from about 1.0 g/kg to about 100 mg/kg 
body weight, or about 10 ug/kg to about 30 mg/kg, or about 
0.1 mg/kg to about 10 mg/kg or about 1 mg/kg to about 10 
mg/kg per application. Administration can be daily, on alter 
nating days, weekly, twice a month, monthly or more or less 
frequently, as necessary depending on the response to the 
disorder or condition and the subjects tolerance of the 
therapy. Maintenance dosages over a longer period of time, 
such as 4, 5, 6, 7, 8, 10 or 12 weeks or longer may be needed 
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until a desired Suppression of disorder symptoms occurs, and 
dosages may be adjusted as necessary. The progress of this 
therapy is easily monitored by conventional techniques and 
assayS. 
0411 Specific dosages may be adjusted depending on 
conditions of disease, the age, body weight, general health 
conditions, sex, and diet of the Subject, dose intervals, admin 
istration routes, excretion rate, and combinations of drugs. 
Any of the above dosage forms containing effective amounts 
are well within the bounds of routine experimentation and 
therefore, well within the scope of the instant invention. 
0412. The hepcidin activity antagonist or antibody is 
administered by any Suitable means, either systemically or 
locally, including via parenteral, Subcutaneous, intraperito 
neal, intrapulmonary, and intranasal, and, if desired for local 
treatment, intralesional administration. Parenteral routes 
include intravenous, intraarterial, intraperitoneal, epidural, 
intrathecal administration. In addition, the specific binding 
agent or antibody is suitably administered by pulse infusion, 
particularly with declining doses of the specific binding agent 
orantibody. Preferably the dosing is given by injections, most 
preferably intravenous or Subcutaneous injections, depend 
ing in part on whether the administration is brief or chronic. 
Other administration methods are contemplated, including 
topical, particularly transdermal, transmucosal, rectal, oral or 
local administration e.g. through a catheter placed close to the 
desired site. In some embodiments, the specific binding agent 
or antibody of the invention is administered intravenously in 
a physiological solution at a dose ranging between 0.01 
mg/kg to 100 mg/kg at a frequency ranging from daily to 
weekly to monthly (e.g. every day, every other day, every 
third day, or 2, 3, 4, 5, or 6 times per week), preferably a dose 
ranging from 0.1 to 45 mg/kg, 0.1 to 15 mg/kg or 0.1 to 10 
mg/kg at a frequency of 2 or 3 times per week, or up to 45 
mg/kg once a month. 

VIII. Diagnostic and Therapeutic Kits 

0413. As a matter of convenience, an antibody disclosed 
herein can be provided in a kit, i.e., a packaged combination 
of reagents in predetermined amounts with instructions for 
performing the diagnostic assay. Where the antibody is 
labeled with an enzyme, the kit will include substrates and 
cofactors required by the enzyme (e.g., a Substrate precursor 
which provides the detectable chromophore or fluorophore). 
In addition, other additives may be included such as stabiliz 
ers, buffers (e.g., a block buffer or lysis buffer) and the like. 
The relative amounts of the various reagents may be varied 
widely to provide for concentrations in solution of the 
reagents which substantially optimize the sensitivity of the 
assay. Particularly, the reagents may be provided as dry pow 
ders, usually lyophilized, including excipients which on dis 
Solution will provide a reagent Solution having the appropri 
ate concentration. 
0414. Also provided are diagnostic reagents and kits com 
prising one or more such reagents for use in a variety of 
diagnostic assays, including for example, immunoassays 
such as ELISA (sandwich-type or competitive format). In 
Some embodiments, such kits may include at least a first 
peptide (optionally a properly folded mature hepcidin stan 
dard as described herein), or a first antibody or antigen bind 
ing fragment of the invention, a functional fragment thereof, 
or a cocktail thereof, and means for signal generation. The 
kits components may be pre-attached to a solid Support, or 
may be applied to the surface of a solid support when the kit 
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is used. In some embodiment, the signal generating means 
may come pre-associated with an antibody of the invention or 
may require combination with one or more components, e.g., 
buffers, antibody-enzyme conjugates, enzyme Substrates, or 
the like, prior to use. Kits may also include additional 
reagents, e.g., blocking reagents for reducing nonspecific 
binding to the Solid phase Surface, washing reagents, enzyme 
substrates, and the like. The solid phase surface may be in the 
form of a tube, a bead, a microtiter plate, a microsphere, or 
other materials Suitable for immobilizing proteins, peptides, 
or polypeptides. Preferably, an enzyme that catalyzes the 
formation of a chemiluminescent or chromogenic product or 
the reduction of a chemiluminescent or chromogenic Sub 
strate is a component of the signal generating means. Such 
enzymes are well known in the art. Kits may comprise any of 
the capture agents and detection reagents described herein. 
Optionally the kit may also comprise instructions for carrying 
out the methods of the invention. 
0415. Also providesd is a kit comprising a hepcidin activ 
ity antagonist (or hepcidin expression inhibitor) and an eryth 
ropoiesis stimulator packaged in a container, such as a vial or 
bottle, and further comprising a label attached to or packaged 
with the container, the label describing the contents of the 
container and providing indications and/or instructions 
regarding use of the contents of the container to treat one or 
more disease states as described herein. 

0416) In one aspect, the kit is for treating a disorder asso 
ciated with elevated hepcidin levels and comprises a hepcidin 
activity antagonist (or hepcidin expression inhibitor) and an 
erythropoiesis stimulator. The kit may optionally further 
include iron for oral or parenteral, e.g. intravenous, adminis 
tration. In another aspect, the kit comprises a hepcidinactivity 
antagonist (or hepcidin expression inhibitor) and a label 
attached to or packaged with the container describing use of 
the hepcidin activity antagonist (or hepcidin expression 
inhibitor) with an erythropoiesis stimulator. In yet another 
aspect, the kit comprises an erythropoiesis stimulator and a 
label attached to or packaged with the container describing 
use of the erythropoiesis stimulator with a hepcidin activity 
antagonist (or hepcidin expression inhibitor). In certain 
embodiments, a hepcidin activity antagonist (or hepcidin 
expression inhibitor) and an erythropoiesis stimulator, and 
optionally the iron, are in separate vials or are combined 
together in the same pharmaceutical composition. In yet 
another aspect, a hepcidin activity antagonist (or hepcidin 
expression inhibitor) is combined with iron in a single phar 
maceutical composition. In yet another embodiment, the 
erythropoiesis stimulator is combined with iron in a single 
pharmaceutical composition. 
0417. As discussed above in the combination therapy sec 
tion, concurrent administration of two therapeutic agents 
does not require that the agents be administered at the same 
time or by the same route, as long as there is an overlap in the 
time period during which the agents are exerting their thera 
peutic effect. Simultaneous or sequential administration is 
contemplated, as is administration on different days or weeks. 
0418. The therapeutic and diagnostic kits disclosed herein 
may also be prepared that comprise at least one of the anti 
body, peptide, antigen binding fragment, or polynucleotide 
disclosed herein and instructions for using the composition as 
a diagnostic reagent or therapeutic agent. Containers for use 
in Such kits may typically comprise at least one vial, test tube, 
flask, bottle, Syringe or other Suitable container, into which 
one or more of the diagnostic and/or therapeutic composition 
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(s) may be placed, and preferably suitably aliquoted. Where a 
second therapeutic agent is also provided, the kit may also 
contain a second distinct container into which this second 
diagnostic and/or therapeutic composition may be placed. 
Alternatively, a plurality of compounds may be prepared in a 
single pharmaceutical composition, and may be packaged in 
a single container means, such as a vial, flask, Syringe, bottle, 
or other suitable single container. The kits of the present 
invention will also typically include a means for containing 
the vial(s) in close confinement for commercial sale, Such as, 
e.g., injection or blow-molded plastic containers into which 
the desired vial(s) are retained. Where a radiolabel, chro 
mogenic, fluorigenic, or other type of detectable label or 
detecting means is included within the kit, the labeling agent 
may be provided either in the same container as the diagnostic 
or therapeutic composition itself, or may alternatively be 
placed in a second distinct container means into which this 
second composition may be placed and suitably aliquoted. 
Alternatively, the detection reagent and the label may be 
prepared in a single container means, and in most cases, the 
kit will also typically include a means for containing the 
vial(s) in close confinement for commercial sale and/or con 
Venient packaging and delivery. 
0419. A device or apparatus for carrying out the diagnostic 
or monitoring methods described herein is also provided. 
Such an apparatus may include a chamber or tube into which 
sample can be input, a fluid handling system optionally 
including valves or pumps to direct flow of the sample 
through the device, optionally filters to separate plasma or 
serum from blood, mixing chambers for the addition of cap 
ture agents or detection reagents, and optionally a detection 
device for detecting the amount of detectable label bound to 
the capture agent immunocomplex. The flow of sample may 
be passive (e.g., by capillary, hydrostatic, or other forces that 
do not require further manipulation of the device once sample 
is applied) or active (e.g., by application of force generated 
via mechanical pumps, electroosmotic pumps, centrifugal 
force, or increased air pressure), or by a combination of active 
and passive forces. 
0420. In related embodiments, also provided is a proces 
Sor, a computer readable memory, and a routine stored on the 
computer readable memory and adapted to be executed on the 
processor to perform any of the methods described herein, 
and/or to generate as output the detected level of hepcidin and 
a threshold or range of threshold levels considered “normal'. 
such that levels outside the “normal range correlate with one 
or more of the conditions as described herein. In some 
embodiments, the invention further provides computer read 
able media containing programs or routines to perform simi 
lar functions. Examples of suitable computing systems, envi 
ronments, and/or configurations include personal computers, 
server computers, hand-held or laptop devices, multiproces 
Sor systems, microprocessor-based systems, set top boxes, 
programmable consumer electronics, network PCs, mini 
computers, mainframe computers, distributed computing 
environments that include any of the above systems or 
devices, or any other systems known in the art. 
0421 Non-Therapeutic Uses for Hepcidin Activity 
Antagonists 
0422 The antibodies disclosed herein may be used as 
affinity purification agents for target antigen or in diagnostic 
assays for target antigen, e.g., detecting its expression in 
specific cells, tissues, or serum. The antibodies may also be 
used for in vivo diagnostic assays. Generally, for these pur 
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poses the antibody is labeled with a radionuclide (such as 
'''In, Tc, “C, II, II, H, Por S) so that the site can 
be localized using immunoscintiography. 
0423. The antibodies disclosed herein may be employed in 
any known assay method, such as competitive binding assays, 
direct and indirect sandwich assays, such as ELISAS, and 
immunoprecipitation assays. Zola, Monoclonal Antibodies: 
A Manual of Techniques, pp. 147-158 (CRC Press, Inc. 
1987). The antibodies may also be used for immunohis 
tochemistry, to label cell samples using methods known in the 
art. 

EXAMPLES 

Example 1 

Purification of Hepcidin from Urine 
0424 Purification: 
0425 Human hepcidin was isolated from urine of sepsis 
patients (S. aureus and S. peumoniae infected, obtained com 
mercially and purified using methods that are described by 
Park et al., Journal Biol. Chem., 276:7806-7810, 2001). 
Briefly, approximately 2 L of frozen urine were thawed and 
filtered through 0.45 and 0.22 n filters and loaded onto a 10 
mL bed volume CM macroprep (BioRad) column and equili 
brated with PBS at a flow rate of 80 mL per hour. The column 
was washed with PBS until the OD280 of the eluent was less 
than 0.1. Hepcidin was eluted with 5% acetic acid in water. 
Because the eluent contained several other peptides, the 
material was further purified by RP-HPLC (C18) using a 
gradient of acetonitrile containing 0.1% TFA versus 0.1% 
aqueous TFA. HPLC fractions containing hepcidin were ana 
lyzed by mass spectrometry. 
0426 Peptide Quantification: 
0427 CLND analyses were performed on an Agilent 1100 
high-performance liquid chromatography (HPLC) system 
with a model 7000 CLND nitrogen-specific detector from 
Antek Instruments (Houston, Tex., USA) 16. Chromato 
graphic separations were achieved on an Agilent C3 reversed 
phase column (5um, 0.2 cmx5 cm) using linear gradients of 
buffer B versus A (A=0.04% aqueous TFA: B-MeOH con 
taining 0.04%TFA), 0-80% Bover 14 minata flow rate of 0.5 
mL/min. CLND conditions were 1050° C. pyrolysis tempera 
ture, PMT Voltage 700 V. range 25x, and detector output of 1 
V: UV absorbance detection at 214 nm. A CLND response 
calibration curve was prepared with caffeine standards (99%, 
Sigma-Aldrich) dissolved in DMSO (Standards: 8,80, 160, 
320, 640, 1280, 1920 and 4480 nanograms (ng) equivalent of 
nitrogen). Hepcidin Samples were dissolved in known Vol 
ume of (50% MeOH/H2O) and the concentration determined 
by mathematical correlation of the CLND response with the 
hepcidin injection Volume and nitrogen-count. This method 
was used for quantification of all Subsequent hepcidin prepa 
ration methods. 

Example 2 

CHO-Derived Recombinant Human Hepcidin 
(rhHepc) Expression and Purification 

0428 Human hepcidin was stably expressed by transfec 
tion of AM-1/cyclin D Chinese hamster ovary (AM-1/D 
CHO) cells (see U.S. Pat. No. 6,210,924, incorporated herein 
by reference in its entirety) with DNA comprising SEQ ID 
NO: 101, which encodes human prohepcidin (SEQ ID NO: 
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102). Transfection was performed using LipofectamineTM 
2000 (LF2000) Reagent (Invitrogen Corporation, Carlsbad, 
Calif.) according to the manufacturer's suggestions. Briefly, 
4x106 AM-1/D CHO cells were plated 24 hours prior to 
transfection in 100-mm diameter plastic BD-FalconTM Petri 
dishes (BD Biosciences, Bedford, Mass.) in 10 mL of Dul 
becco's Modified Eagles Medium (D-MEM, Invitrogen) 
supplemented with 5% fetal bovine serum, 1x penicillin 
streptomycin, and glutamine (Invitrogen), non-essential 
amino acids (Invitrogen), sodium pyruvate, and sodium 
hypoxanthine/thymidine (HT) supplement (Invitrogen). 
Approximately 30 Jug of human prohepcidin plasmid DNA 
was linearized using the restriction enzyme Pvu I (New 
England Biolabs, Inc., Ipswich, Mass.) and diluted in 2 mL of 
OptiMEM (Invitrogen). The diluted DNAs were mixed with 
75 uL of LF2000 diluted in 2 mL of OptiMEM, and the 
mixture was incubated for 20 minutes at room temperature. 
The DNA-LF2000 mixture was added to the cells and incu 
bated overnight for transfection. The following day, fresh 
growth medium was added and cells were cultured for 48 
hours at 37°C. with 5% CO2, and then plated in HT selection 
medium at 1:20 and 1:50 dilutions. 
0429 Approximately 2 weeks after transfection, surviv 
ing cells were single cell cloned into a 96 well plate by 
limiting dilution. Expression of hepcidin by the clones was 
determined using an anti-prohepcidin polyclonal antibody. 
Based on Western analysis we expanded clone 118-34 for 
large scale production. Approximately 2-3x10" cells were 
used to seed one Corning(R) CellBINDR 850 cm2 polystyrene 
roller bottle (Corning Incorporated, Corning, N.Y.), and cells 
were subsequently expanded 1:10. Each roller bottle was 
inoculated with 250 mL of high-glucose DMEM, 10% dia 
lyzed fetal bovine serum (FBS), 1x glutamine, 1x non-essen 
tial amino acids, and 1x sodium pyruvate (all from Invitro 
gen). Ten percent CO/balance air was bubbled into the 
medium for 2-3 seconds before each roller bottle was capped. 
Roller bottles were incubated at 37° C. on roller racks spin 
ning at 0.75 revolutions per minute (rpm). When the cells 
were approximately 85-90% confluent (after approximately 
5-6 days in culture), the growth medium was discarded, and 
the cells were washed with 100 mL phosphate-buffered saline 
(PBS) and 200 mL production medium, consisting of 50% 
D-MEM/50% Ham's F12, 1x glutamine, 1 x non-essential 
amino acids, 1x sodium pyruvate (all from Invitrogen), and 
1.5% dimethyl sulfoxide (Sigma-Aldrich, St. Louis, Mo.). 
The conditioned medium containing human hepcidin was 
harvested every 7 days and then filtered through a 0.45/0.1 um 
cellulose acetate filter (Corning Incorporated) onto a 10 ml 
bed volume CM macroprep (BioRad) column and equili 
brated with PBS at a flow rate of 80 ml per hour. The column 
was washed with PBS until the ODs of elute was less than 
0.1. Hepcidin was eluted with 5% acetic acid in water. CM 
fractions were assayed by analytical RP-HPLC(C4 column). 
rhHepc 25, rhilepc 24, rhilepc 22, rhilepc 21, rhilepc 27 and 
rhHepc 24 with one internal clip were detected. The CM pool 
was loaded onto a semi-prep C4 Vydac column (10x250 
mm). The fractions were collected and assayed by analytical 
RP-HPLC/MS. rhilepc 25 fractions were pooled according to 
proper mass and retention time. 

Example 3 
E. coli Derived Recombinant Human Hepcidin 

Expression and Refolding 
0430 DNA comprising SEQID NO: 101, which encodes 
human prohepcidin (SEQID NO: 102) was expressed in E. 
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coli. After culturing, cells were harvested by centrifugation, 
lysed by microfluidizer, and washed. Inclusion bodies from 
the E. coli paste were solubilized with a weight to volume 
ratio of 1:10 in 6M guanidine hydrochloride, 50 mM Tris 
HCl, 6 mM DTT, pH 8.5 for 1 hour at room temperature. The 
mixture was then diluted 1:25 into 2Murea, 50 mM Tris-HCl, 
160 mMarginine, 3 mM cysteine, pH 8.5 at 4°C., stirring for 
3-4 days. This solution was clarified by 0.45uM filtration and 
brought to 5 mM citrate before lowering the pH to 3.0 using 
concentrated HC1. A ten-fold concentration was performed 
with a 3 MWCO membrane and buffer exchanged with 2M 
urea, 5 mM citric acid, pH 3.0. The mixture was again clari 
fied by centrifugation and adjusted to pH 4.5 with NaOH 
before S. HP column loading. The column was run in 20 mM 
sodium acetate, 250 mM NaCl, 2M urea, pH 4.5. A gradient 
up to 750 mM. NaCl was run whilst assaying the fractions by 
RP-MS and pooled according to expected mass and retention 
time. The pro-region of the protein was enzymatically 
cleaved by incubation with Kex protease, achieved by addi 
tion of 3 mu protease per mg prohepcidin. The mixture was 
incubated for 1.5 hrs at room temperature in a buffer com 
prising 30 mM TRIS pH 7.0 and 5 mM CaCl. The pool was 
again purified using reverse-phase HPLC. 

Example 4 

Chemical Synthesis of Hepcidin, Purification and 
Characterization 

0431. The human hepcidin peptide sequence, hydrogen 
DTHFPICIFCCGCCHRSKCGMCCKT-free acid, SEQ ID 
NO:9, was chemically synthesized using an ABI433 synthe 
sizer (Applied Biosystems, Foster City, Calif.) employing a 
N'-Fmoc/side-chain Bu orthogonal protection strategy with 
1.0 M N,N'-dicyclohexylcarbodiimide (DCC)/1-hydroxy 
benzotriazole hydrate (HOBT) (1:1) coupling chemistry in 
N-methyl-pyrrollidone (NMP) and 20% (v/v) piperidine/ 
NMP deprotection chemistry (E. Atherton and R. C. Shep 
pard, Solid Phase Peptide Synthesis: A Practical Approach, 
IRL Press, Oxford, 1989). Singleamino acid coupling cycles 
at 1 mmol scale were used for the synthesis, and consisted of 
58 minute coupling times and 3+15 minute Fmoc-deprotec 
tion times. Fmoc-Thr(Bu)-Wang resin (0.12 mmol equiv 
scale, Novabiochem) was used for the synthesis. The follow 
ing side-chain protection strategy was used with N'-Fmoc 
protected amino acids (Novabiochem): Asp("Bu), Asn(Trt), 
Gln(Trt), Thr(Bu). His(Trt), Cys(Trt), Arg(Pbf), Ser(Bu) and 
Lys(Boc). Following on-resin chain-assembly and removal of 
the N-terminal Fmoc group, the side-chain protected and 
resin-bound human hepcidin peptide derivative was washed 
with dichloromethane (DCM) and dried. Side-chain depro 
tection and cleavage from the solid-support was achieved by 
treatment with a freshly prepared mixture of trifluoroacetic 
acid (TFA)/HO/triisopropylsilane (TIS)/3,6-dioxa-1,8-oc 
tane-dithiol (DODT) (92.5:2.5:2.5:2.5 v/v) in a total volume 
of 20 mL with slow stirring typically for 2 to 3 h. The solution 
was filtered to remove the polymeric solid-support and then 
evaporated. The residue was treated with ice-cold diethyl 
ether (50 mL) and the precipitated peptide collected by cen 
trifugation (10 min at 2,000 rpm), the ether solution was then 
decanted, and the peptide was dried in vacuo. 
0432. The dried peptide was reconstituted in neat TFA (2 
mL) with stirring and sonication, and then diluted dropwise 
with stirring into a fresh buffered solution (100 mL) prepared 
by the 1:1 combination of 6M guanidine pH 4.5 and 6M 
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guanidine/0.5M Tris/20 mM EDTA pH 8.5. Tris(2-carboxy 
ethyl)phosphine hydrochloride (TCEP, 1 mmol) was added to 
the solution and stirred for 2 h. The reduced human hepcidin 
containing Solution was then loaded onto a Phenomenex Jupi 
ter 10 um 300 A Cls 250x21.2 mm column for preparative 
purification. Chromatographic separations were achieved 
using linear gradients of acetonitrile containing 0.1% TFA 
versus 0.1% aqueous TFA. The elution gradient method was 
10-25% B in 15 min followed by 25-40% B in 30 minata flow 
rate 20 mL/min. Fractions containing the expected molecular 
mass of reduced human hepcidin and <30% of any other mass 
detectable impurity were identified by LC/MS analysis using 
a Waters Acquity HPLC-LCT Premier system (Z-spray ion 
ization coupled time-of-flight (TOF) mass spectrometer; col 
umn: Agilent Eclipse XDB-C 2.1 x50 mm, 1.8 m) and 
pooled. Retention time (R) 5.27 min: CH7NO.S, 
calculated molecular weight-2795.09 Da (monoisotopic); 
experimental observed molecular weight 2795.70 Da. The 
pooled fractions were then diluted to 1 L with water and 
acetonitrile to give an approximate final acetonitrile compo 
sition of 25% (v/v). Disulfide bond formation was carried out 
for 16-24 hours in the presence of a glutathione/glutathione 
disulfide (GSH/GSSG) redox system (300 mg GSSG and 152 
mg GSH) at pH 8.0-8.3 (solution adjusted with 28-30% 
NHOH, Baker) with 50-60 RPM stirring. The progress of 
disulfide bond formation was monitored by analytical 
LC/MS. 
0433. After 16-24 hours folding, the human hepcidin con 
taining solution was then adjusted to pH 2 with neat TFA and 
the acetonitrile solvent component was evaporated. The crude 
folding Solution containing human hepcidin was then loaded 
onto a Phenomenex Jupiter 10um,300 A, Cs, 250x21.2 mm 
column for preparative purification. The elution linear gradi 
ent method was 10-25% buffer B in 15 min followed by 
25-35% buffer B in 40 minata flow rate 20 mL/min. Fractions 
were analyzed by LC/MS on a Waters Acquity HPLC-LCT 
Premier system, and fractions containing >95% human hep 
cidin were pooled and lyophilized. Fractions containing 
material of a molecular weight corresponding to folded 
human hepcidin but with poor LC purity (50-95%) were 
pooled, lyophilized, re-suspended in TFA-free 30% acetoni 
trile/water (to a concentration of approximately 0.1 mg pep 
tide/mL), adjusted to pH 7.5-8.0 with saturated ammonium 
carbonate, and left for 24 hours. Semi-preparative scale puri 
fication of this second human hepcidin pool was performed 
using a Phenomenex Jupiter 10um,300 A, Cs, 250x10 mm 
column at 5 mL/min, and fractions containing >95% human 
hepcidin were pooled and lyophilized. The total yield of 
human hepcidin was 35 mg. Retention time (R)=5.05 min: 
CH7NO. So, calculated molecular weight 2787.03 
Da (monoisotopic); experimental observed molecular weight 
2787.70 Da. The disulfide connectivity of chemically synthe 
sized human hepcidin was determined by reductive alkyla 
tion-peptide mapping methodologies as well as by Fourier 
transform ion cyclotron resonance mass spectrometry 
analysis. 

Example 5 

Analysis and Comparison of Synthetic, Recombinant 
and Urinary Hepcidins 

0434. To demonstrate the equivalence of natural, recom 
binant and synthetic material, human hepcidin purified from 
urine as set forth in Example 1 was compared against CHO 
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derived recombinantly-generated material (Example 2), E. 
coli derived recombinantly-generated material (Example 3) 
and chemically-synthesized material (Example 4). IRMPD 
fragmentation spectra were compared (FIG. 1). Although 
direct sequence assignment is not possible for all of the 
observed fragments, the MS/MS fingerprints of all samples 
were identical. The samples were also dissociated by colli 
sionally-activated dissociation (CAD), as well as ECD and 
the spectra were consistent for all preparations. Even Small 
changes in the structure of biomolecular ions can profoundly 
alter their tandem mass spectra. Therefore, the equivalence of 
all four hepcidin preparations by these distinct dissociation 
techniques indicates that the disulfide connectivity is identi 
cal for all four forms of hepcidin analyzed. 
0435 The one-dimensional H NMR spectra of all four 
hepicidin preparations were also compared in FIG. 2 and 
Supported that all preparations are equivalent. Methods used 
are stated in Example 2. Small differences in the 1D spectrum 
ofuh Hepcare due to the slight pH and salt mismatch between 
the samples; this has the most pronounced effect on the his 
tidine ring proton resonances and on the resonances from two 
flanking threonine residues which are in close proximity to 
the carboxyl groups, and are involved in different conforma 
tional forms. Some samples show Small peaks from a minor 
form which has the proline residue in a cis conformation. The 
CHO-derived rhHepc contains small amounts (<5%) of the 
24-residue peptide where the N-terminal aspartic acid has 
been enzymatically cleaved during the purification process. 
0436 The structural identity of synthetic, recombinantly 
expressed and natural hepcidin allows the production of large 
batches of correctly-folded manufactured material for anti 
body generation and testing. 

Example 6 

In Vitro Hepcidin Activity Ferritin Assay 
0437 Human hepcidin purified or produced according to 
Examples 1, 2, 3 and 4 was assayed for iron-regulating bio 
activity in an in vitro cellular assay. Ferroportin expressed 
inducibly in 293 cells stimulates iron export and lowers intra 
cellular iron and hence ferritin levels (Nemeth et al., Science, 
306.2090-2093, 2004). The action of ferroportin can be 
reduced in a dose-dependent manner by hepcidin treatment. 
This action has been shown to be due to hepcidin-induced 
internalization and degradation of ferroportin and hence a 
reduction in iron export. 
0438 293 cells expressing a tetracycline-inducible fer 
roportin gene were plated at 50,000 cells per well (70-80% 
density) in a 96 well BioCoat poly-D Lysine-coated plate in 
DMEM supplemented with 5% fetal bovine serum and a 
penicillin/streptomycin/glutamine Supplement (Gibco BRL). 
After an overnight incubation at 37° C. with 5% CO2, the 
medium was replaced with assay medium (as above, but 
Supplemented with 2.5ug/ml doxycycline for hepcidin induc 
tion, 2.5ug/ml iron citrate for iron Supplemented wells and 1 
ug/ml hepcidin for hepcidin treatment wells). The plate was 
further incubated for 17-20hours as above before washing the 
wells in cold PBS and lysing in 120 ul of 1% Triton lysis 
buffer on ice for 15 minutes. 100 ul of lysates were used for 
ferritin analysis (Olympus AU400 clinical chemistry ana 
lyzer) and 10 ul for BCA protein assay (Pierce). Ferritin 
results were normalized for protein content. 
0439 Treating the cells with either urinary, recombinant 
or synthetic hepcidin produced an increase in iron retention, 
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indicating that all three preparations were biologically active. 
Since all three preparations exhibited the same disulfide con 
nectivity and biological activity, they can be regarded as 
equivalent, allowing the use of synthetic and recombinant 
preparations for antibody production and testing. 

Example 7 

Disulfide Mapping of Urinary Hepcidin by Partial 
Reductive Alkylation 

0440 The disulfide connectivity of endogenous human 
hepcidin peptide purified from urine was investigated with 
two different techniques, NEM partial reductive-alkylation 
and fourier-transform mass spectroscopy (FT-MS). 
0441 Briefly, human hepcidin was purified from urine of 
sepsis patients as described below. Partial reduction with 3 
mM TCEP allowed the step-wise reduction of disulfides in 
hepcidin over time. Disulfides which have been chemically 
reduced by TCEP treatment are susceptible to alkylation by 
NEM, and the NEM-alkylated cysteines can be identified by 
sequence analysis of the peptide. This technique demon 
strated that the disulfide connectivity of hepcidin is different 
from that inferred by Hunter et al., supra. The directly deter 
mined hepcidin disulfide connectivity, C1-C8, C2-C4, C3-C6 
and C5-C7, gives a compact and tightly folded molecule. 
0442 Method: 
0443) Purified hepcidin (20-30 ug) was dissolved in 0.1M 
citrate buffer (100 ul), pH3.0, or 0.1% TFA (100 ul)(pH 2.0) 
and treated with 3 ul of 0.1M tris-(2-carboxyethyl)phosphine 
hydrochloride (TCEP). The final concentration of TCEP was 
3 mM. Reduction was allowed to proceed for 8 min at 37°C. 
The partially reduced hepcidin was immediately treated with 
20 ul of 0.5M NEM, followed by the addition of 30 ul of 1M 
Tris buffer (pH7.0) and 100 ul 8M guanidinium hydrochlo 
ride. The pH of the solution was maintained below 6 to 
prevent disulfide rearrangement. The NEM-alkylation was 
performed at room temperature for 20 min. The reactant was 
directly subjected to reversed phase HPLC using a Vydac C18 
column (2.1 x 150 mm) to purify the alkylated peptides. The 
NEM-modified peptides were eluted with a linear gradient 
from 25% B to 50% B over 30 min, using 0.1% TFA for 
Solvent A and 90% acetonitrile 0.1%TFA for solvent Bata 
flow rate of 0.25 ml permin. NEM-derivatives were collected, 
dried and analyzed by MALDI mass spectrometry after dis 
solving in 15ul of 0.2%TFA-50% acetonitrile. One aliquot of 
the sample was loaded on to a stainless steel plate or gold 
plate and co-crystallized with matrix C-cyano-4 hydroxycin 
namic acid (4-HCCA). MALDI mass spectra were acquired 
on a Voyager DE-STR time-of-flight mass spectrometer (Per 
kin-ElmerBiosystems Inc.) equipped with a 337-mm nitrogen 
laser. The measurements were made in linear mode with the 
accelerating voltage set typically to 25000V with the grid 
voltage at 95%, guide wire at 0.05%, and extraction delay 
time at 150 ns. Time-of-flight to mass conversion was 
achieved by external calibration using a standard of an oxi 
dized insulin B chain (MH+=3496.96). 
0444. From various NEM derivatives, the 2-NEM-Cys 
containing derivative was selected to determine the preferen 
tially reduced cysteines and the sequence analysis was per 
formed on the further reduced sample as follows: the 2-NEM 
derivative was dissolved in 20 ul of 0.05% TEA and reduced 
with 0.5ul of 2-mercaptoethanol at 45° C. for 20 min. The 
sample was directly Subjected to peptide sequencing. An 
NEM-labeled cysteine appeared as double peaks between 
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PTH-Pro and PTH-Met due to the isomeric forms. Both peaks 
were integrated for quantification of the NEM-Cys. The frac 
tions containing 4 to 6 NEM-derivatives of hepcidin were 
combined, and proteolytically digested. The dried sample 
was again reconstituted in 0.1M Tris buffer, pH6.6, and was 
digested with thermolysin (1 Jug). The digestion was allowed 
to proceed overnight at 37°C. The sample was subjected to 
reversed phase HPLC using a Vydac C18 column (2.1 x 150 
mm). Peptides were purified with a linear gradient from 2% B 
to 35% B for 30 min, and were finally washed with 60% B. 
The thermolytic peptides were dried and reconstituted in 
0.2%TFA-50% acetonitrile (15ul). One aliquot (1 Jul) of the 
sample was loaded onto the plate and dried. Above matrix 
4-HCCA was added and crystallized for MALDI mass spec 
trometry. The remaining samples were sequenced to deter 
mine the sites of the NEM-labeling. 
0445 Tandem Mass Spectrometry (FTMS Method): 
0446 All FTMS (Fourier-transformed mass spectrom 
etry) data were acquired on a modified Bruker Q-FTMS oper 
ating at 7 Tesla. The instrument has been equipped with a 
cathode electron filament placed in the fringing field of the 
magnetic field, ~0.3 m from the back trapping plate of the ion 
cell. The instrument was externally calibrated with a 
PEG300/600 solution using the standard Francel equation. 
The calculated mass error for each calibrantion was less than 
1.0 ppm from the measured value. Individual ions were iso 
lated using the front end quadrupole; ions were trapped in the 
FTMS cell employing gas-assisted dynamic trapping with 
Argon as the collision gas. 
0447 For IRMPD (Infrared Multi-Photon dissociation) 
experiments a Synrad CO2 laser was turned on for 200 ms at 
a laser power of 15%-40%. Ions were detected with direct 
mode detection at an acquisition bandwidth of 900 kHz and 
512Kdata points were collected. The time domain signal was 
Zero-filled once and apodized using a sine window prior to 
performing a magnitude mode Fourier Transform. 
0448. For ECD (Electron Capture Dissociation) tandem 
MS experiments the electron filament was heated with 1.8A 
(8.5 V). A+0.5 V bias was applied to the filament relative the 
voltage on the trapping plates. For MS3 experiments, after 
IRMPD the daughterion of interest was isolated with a CHEF 
chirp pulse, with a notch at the RF amplitude corresponding 
to the cyclotron frequency of the ion of interest. The isolated 
daughter ion was further fragmented by “low energy” ECD: 
Argon gas was pulsed into the ion cell at the start of electron 
irradiation. 

0449 Results: 
0450 Hepcidin was partially reduced with TCEP at pH 2, 
resulting in the primary reduction (cleavage) of only one 
disulfide bond and forming two closely-eluting peaks, both 
corresponding in molecular weight to a 2NEM alkylated 
product (designated 2a and 2b, FIG. 3A). In order to deter 
mine the NEM labeling sites in peaks 2a and 2b, purified 
peptides were sequenced by Edman degradation. Detection of 
PTH-NEM-cysteine at position C5 demonstrated that this 
residue was reduced and alkylated. Alkylation of C7 was also 
seen, but C8 also appeared to be alkylated. Sequence carry 
over, a well-known phenomenon often conferring a false 
positive signal to the residue after a labeled residue (particu 
larly in a longer sequenced product), was a significant 
obstacle in this analysis presumably due to the high cysteine 
and proline content of hepcidin (Grant et al., Meth. Emzy 
mol., 289:395-419, 1997: Hunkapiller et al., Methods in pro 
tien sequence analysis. Clifton, N.J.: Humana Press; 1982). 
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To verify the second NEM-labeling site, the sequenced 
sample was treated with cyanogen bromide (CNBr) on glass 
fiber filter and sequenced again. The results showed that C7 
(and not C8) was significantly alkylated by NEM. Thus, it was 
concluded that C5 and C7 were the major alkylated species 
and hence a C5-C7 bond had existed prior to reduction. C4 
was completely unlabeled in peak 2a, indicating that there 
was no C4-C5 linkage present in the major species of endog 
enous human hepcidin. 
0451 A similar analysis was conducted on peak 2b. C2 
was clearly identified as the first NEM alkylated site with both 
C4 and C5 having a significant amount of alkylated product 
detected. The presence of alkylation in the C5 position was 
judged to be caused by the carry-over phenomenon described 
above. The possibility of C2-C5 linkage was eliminated by 
previous data showing that no C2-C5 or C4-C5 linkage is 
seen. These results are consistent with the fact that if a disul 
fide linkage between the adjacent cysteines C4 and C5 is 
present in an endogenous hepcidin preparation, it would have 
to be present at a concentration too low to be detected. This 
data indicated that C2 and C4 were the major NEM-alkylated 
forms thereby indicating a C2-C4 disulfide connectivity. 
0452. In order to reduce more disulfide bonds, the sample 
was further treated with 3 mM TCEP at pH 3. The MALDI 
mass spectral analysis indicated that the major peaks in the 
chromatogram correspond to 4-, 6-, and 8-NEM alkylated 
products respectively (FIG. 3B). The partially reduced and 
alkylated 4- and 6-NEM products still contained intact disul 
fide bonds whereas the 8-NEM product was a fully alkylated 
form and hence not useful for analysis. In order to determine 
the remaining disulfides, these 4- and 6-NEM derivatives 
were combined and further digested with thermolysin at pH 
6.6 (maintained below pH7 to prevent disulfide rearrange 
ment and thus allowing isolation of fragments still containing 
disulfide bonds, or peptides joined together by a disulfide 
bond). Partially-alkylated peptide fragments were identified 
by Edman sequencing. Cysteine pairs identified in the iso 
lated peptide fragments which were not NEM labeled still 
involved in disulfide bond formation after alkylation. Peptide 
Th-1 showed two sequences corresponding to IC (residues 
6-7 of SEQID NO:9) and GMCCKT (residues 20-25 of SEQ 
ID NO: 9). Residue 22 (C7) was shown to be NEM-labeled 
and hence was not involved in the disulfide bridge connecting 
both peptides. Residues 7 and 23 (C1 and C8) were both 
unlabelled, indicating that the linkage between the two pep 
tides was C1-C8. Peptide Th-2 showed a single sequence 
(IFCCGCCHRSKC; residues 8-19 of SEQ ID NO: 9), in 
which residues 10, 13, and 14 (C2, C4 and C5) were modified 
with NEM and hence not connected by a disulfide. Residues 
11 and 19 (C3 and C6) were detected as unmodified cysteine. 
Because a monomeric peptide was isolated, the possibility of 
an inter-peptide disulfide linkage was eliminated and the 
presence of a C3-C6 disulfide bond was indicated. MALDI 
analysis of these peptides Supported these assignments. 
0453 FTMS analysis of partial reductive alkylation pep 
tide products also confirmed the disulfide connectivity and is 
not Susceptible to the carryover phenomenon seen by Ednam 
degradation. 
0454 FIG. 6 shows a composite disulfide connectivity 
assignment generated from all NEM partial alkylation analy 
ses, demonstrating that in human urinary hepcidin, the native 
disulfide connectivity is C1-C8, C2-C4, C3-C6 and C5-C7. 
0455 FTMS was also employed to assess disulfide con 
nectivity. The resulting spectrum was complex, and direct 
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sequence assignment was difficult since a standard bfy ion 
series was not directly observed. This was presumably due to 
the four intact disulfide bonds in the peptide. Several assign 
ments can be postulated based on exact mass measurements. 
For example, a doubly charged ion is observed at m/z 698. 
7794, corresponding to a neutral mass of 1395.5443 Da. This 
exact mass Suggests that this fragment contains two internal 
fragments of the peptide (DTHFPIC, residues 1-7 of SEQID 
NO:9 and MCCKT, residues 21-25 of SEQID NO:9) joined 
by a single disulfide bond. The theoretical monoisotopic mass 
of this fragment is 1395.5444 (0.1 ppm mass agreement). No 
other fragment ion can be postulated (without internal rear 
rangements) that agree with this mass to better than 10 ppm. 
The formation of internal fragment ions are not typically 
observed with low energy fragmentation methods such as 
IRMPD. Observation of these internal fragments is presum 
ably facilitated by the cyclic structure induced by the four 
disulfide bonds in the intact molecule which appears to cause 
a novel fragmentation process. These internal fragments were 
not observed in IRMPD spectra of the fully disulfide reduced 
material. 

0456. A subsequent low energy ECD MS3 experiment 
exhibited a doubly charged daughter ion of m/z. 698.7794. 
The primary fragments observed in this MS3 spectrum were 
two singly charged ions of m/z. 831.3585 and 550.212, cor 
responding to the two internal fragments DTHFPIC, residues 
1-7 of SEQIDNO:9, and MCCKT, residues 21-25 of SEQID 
NO: 9, respectively. Lower intensity ions corresponding to 
loss of an SH group were also observed. These assignments 
imply that these two peptide regions are connected by a 
disulfide bond in the intact structure; indicating C1 is con 
nected to either C7 or C8. 

0457 Similar MS3 experiments were performed on most 
of the abundant multiply charged ions in the IRMPD spectra. 
From exact mass measurements the MS3 fragments were 
assigned as the internal peptides CHRSK (residues 14-18 of 
SEQID NO: 9) and MCC (residues 21-23 of SEQID NO:9) 
implying that these peptides are connected by a disulfide in 
the intact molecule as shown in FIG. 6 

0458. A proposed model of the three-dimensional struc 
ture of human hepcidin with the disulfide connectivity is 
depicted in FIG. 7 (right). 

Example 8 

NMR Disulfide Bond and Structural Analysis of 
Human Hepcidin 

0459. The structure of human hepcidin was also deter 
mined by NMR spectroscopy. These data, in which NOEs 
(Nuclear Overhauser Enhancement) are directly observed 
between the protons of all cysteine residues which form dis 
ulfide bonds, reveal the disulfide connectivities as follows: 
C7-C23 (C1-C8), C11-C19 (C3-C6), C10-C13 (C2-C4) and 
C14-C22 (C5-C7) in agreement with the partial alkylative 
reduction results quoted previously. These experimental 
observations allowed the determination of a three-dimen 
sional structure of hepcidin that differs significantly from the 
previously published structure (Hunter et al. 2002). Results 
were generated from the CHO-derived recombinant human 
hepcidin as it demonstrated the best stability profile over time 
under the concentration and temperature conditions used in 
these experiments, important for high quality solution NMR 
studies. The Stability-indicating parameters were the percent 
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age of material aggregation and the degree of mono-disper 
sity of the molecules in solution as measured by NMR 1H 
linewidth shown in FIG. 2. 
0460) NMR Sample and Experiments: 
0461 The NMR samples were prepared by adding 5% of 
D.O into the aqueous solution of uhhepc obtained from the 
last purification step. For NMR structural studies, 1 mM 
solutions of CHO-derived rhhepcidin in 90% HO/10% DO 
and 99.999% DO (Sigma-Aldrich) were prepared. The non 
adjusted pH was close to 3. All experiments were conducted 
at 325Kona Bruker DRX-600 instrument equipped with TXI 
cryoprobe. Spectral assignments and a majority of the NOE 
constraints were obtained by standard 2D NMR methods (see 
Wuthrich, John Wiley & Sons, 1986). The C chemical shifts 
of the alpha and beta carbons were obtained from the 2D "C 
HSQC spectrum. These spectral assignments were further 
confirmed and stereospecific assignments obtained by analy 
sis of the 2D1H-'C HMBC experiment (see Hansen, Bio 
chemistry, 30:10457-66, 1991). The inter-cysteine NOEs 
were obtained either from 2D NOESY or hybrid TOCSY 
NOESY experiments (Kessler et al., Angew. Chem. Int. Edn 
Engl., 27:564, 1988). The J.N.C. (three-bond J couplings) 
were obtained from the 2D TOCSY experiment recorded with 
high digital resolution (0.5 Hz). Stereospecific proton assign 
ments for all residues but C22 were obtained based on the 
vicinal HC.-H.B and C HB and two-bond Co-H? coupling 
patterns. C22 exhibited HB protons with degenerate chemical 
shifts which precluded Stereospecific assignment of this resi 
due. The H-D exchange was tracked by recording 1D proton 
spectra after reconstitution of CHO-derived rhHepc from H.0 
into D0 solutions. Water suppression was achieved by use of 
the excitation sculpting pulse sequence. All NMR spectra 
were referenced externally to DSS (2.2-Dimethyl-2-silapen 
tane-5-sulfonate sodium salt) at 0.0 ppm. 
0462 Disulfide Bond Connectivities: 
0463. The proton spectrum of the CHO-derived rhhepc 
was fully assigned by the combination of homonuclear 2D 
TOCSY and 2D NOESY experiment; sequential connectivity 
assignment shown in FIG. 4. The resonances belonging to 
C13 and C14 (FIG. 2) are broadened by chemical exchange 
and only readily observable at elevated temperatures and low 
pH values. 
0464. The NOESY spectra were processed using 
NMRPipe and analyzed using the Sparky software package. 
The two-dimensional data were Zero-filled once in each 
dimension and Fourier-transformed with a shifted sine-bell 
squared apodization function. Distance restraints were cali 
brated based on the NOESY peak volumes and by using the 
"isolated spin-pair approximation'. The tumbling time was 
estimated from the cross-relaxation rates between methylene 
protons to be ~1.5 ns at 293 K and ~65 ns at 325 K which 
agrees with the Stoke's law, 

293 (E X293 24). 1293 X 325 

These correlation times correspond to the tumbling of a single 
molecule in aqueous Solution and justify the two-spin 
approximation. 
0465. The disulfide bond connectivities for the C7-C23 
(C1-C8) and C11-C19 (C3-C6) disulfides appear as very 
strong (2.1 A) NOE interactions between the corresponding 
Ho protons. Since the beta proton resonances in peptides are 
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highly congested it is often difficult to observe direct NOE 
connectivities between these protons. However, in the 
TOCSY-NOESY relay experiment, the HB-HB NOE peaks 
appear away from the diagonal and can be unambiguously 
assigned. The C10(HB)-C13(HB) (C2-C4) and C14(HB)-C22 
(HR) (C5-C7) NOE interactions observed in this experiment 
are shown in FIG.5. The relatively strong (-2.7A)C10(HB)- 
C13(HB) (C2-C4) NOE cross peak is also observed in 2D 
NOESY spectra recorded at pH-7 and 321 K, where the HB 
resonances are well separated (-60 Hz). The C14(H.B)-C22 
(HR) (C5-C7) relay NOE peak has a small contribution from 
the weak direct C14(HO)-C22(HB) (C5-C7) interaction 
which appears at short mixing times in the 2D NOESY spec 
tra. To remove this contribution, the 2D TOCSY-NOESY 
experiment was acquired using presaturation of Ho, reso 
nances during the 500 ms NOESY mixing time. This experi 
ment showed almost the same C14(HB)-C22(HB) (C5-C7) 
cross-peak intensity confirming that it originates predomi 
nantly from the interaction between the H3 protons (<3 A). 
No additional NOE connectivities were observed between 
different cysteine residue pairs. In Summary, these results 
support the disulfide connectivity disclosed in FIG. 6 and 
contradict the previously reported disulfide connectivity 
(Hunter et al. 2002). 
0466 Solution NMR Structure of Hepcidin: 
0467. The 3-dimensional structure calculations were 
based on inter-proton NOE restraints, three bond J-coupling 
constants (J.Y.) for the pangle and loose angularrestraints 
for angles obtained from the Co. and CB chemical shift 
values using the TALOS software package. Structures were 
calculated by CYANA 2.1 (See Guntert, Meth. Mol. Biol. 
278:353-78, 2004) from extended geometry and were 
allowed to converge based on 20,000 steps of torsion angle 
dynamics-based-simulated annealing. In the last stage of cal 
culations, after achieving convergence, hydrogen bond 
restraints were incorporated based on amides determined to 
be in slow exchange (obtained from H exchange experi 
ments). At this point, disulfide bond constraints were then 
added according to the proposed connectivity pattern. The 
average structure of hepcidin, calculated from 20 lowest 
energy structures, is compared in FIG. 7 with the average 
structure obtained from previously published ensemble of 
structures (Hunter et al., 2002, supra). Both studies show 
similar B-sheet elements and exhibit a 3-hairpin loop. The 
most significant difference between both structures is the curl 
of this loop, which, in our structure, is most likely determined 
by the C2-C4 and C5-C7 disulfide bonds. This significant 
difference in the structure from that reported would represent 
a drastically different epitope to antibodies binding to the 
molecule. 

Example 9 

Synthesis and Activity of Hepcidin Variants 

0468. A number of hepcidin variants were chemically syn 
thesized according to the general procedure described in 
Example 4. A variant of hepcidin lacking the five amino acids 
at the N-terminus, designated “hepcidin 20” or “hepc20.” was 
synthesized. A linear hepcidin variant in which all eight cys 
teine residues were replaced with 2-aminobutyric acid, thus 
completely abolishing the ability to form disulfide bonds, was 
also synthesized. A C1-C8, C3-C6 hepcidin variant, in which 
cysteines 2, 4, 5 and 7 were substituted with 2-aminobutyric 
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acid to allow formation of only two disulfide bonds (C1-C8 
and C3-C6), was also synthesized. 
0469 Agreeing with published results (Nemeth et al., 
Blood, 107:328-333, 2006), the N-terminally truncated vari 
ant hepc20 had severely diminished biological activity. The 
linear hepcidin variant in which all eight cysteine residues 
were replaced was also inactive. Similar results were pro 
duced using hepcidin containing its native cysteine residues, 
when the molecule was in a fully-reduced State (i.e., no dis 
ulfide connectivity). This reduced material was not stable, 
however, and regained biological activity over time. 

Example 10 

Preparation of Murine Anti-Human Hepcidin 
Monoclonal Antibodies Against KLH-Conjugated 

Material 

0470 Human hepcidin-specific monoclonal antibodies 
(mAbs) 2.7 and 2.41 were generated in mice as follows. 
Recombinantly expressed and refolded human hepcidin was 
conjugated to the carrier protein KLH using standard EDC 
chemistry before administering to animals. Briefly, a 4-fold 
molar excess of EDC (Pierce) was added directly to a MES 
buffered solution containing equal amounts of human Hep 
cidin and KLH. The reaction was allowed to proceed for 2 hrs 
at RT. The human hepcidin-KLH conjugate was then emul 
sified in a 1:1 ratio of Complete Freund's Adjuvant (Pierce) or 
RIBI (Sigma) and PBS (Gibco). BDF1 mice and C57BL/6 
were immunized subcutaneously at the nape of the neck and 
hind leg with 50 ug of the hepcidin-KLH/adjuvant emulsifi 
cation. 14 days later a second immunization of 25 ug human 
hepcidin-KLH in RIBI adjuvant was delivered subcutane 
ously as well as intraperitoneally. 10 days following this 
immunization, bleeds were taken to assess anti-human hep 
cidin serum levels. 

0471) Approximately 2 weeks following the titer bleeds, 1 
C57B1/6 mouse was boosted intraperitoneally with 75 ug of 
human hepcidin suspended in PBS. 5 days following this 
boost, the spleen was removed aseptically and processed for 
fusion. Briefly, the spleen was disrupted into a single cell 
suspension and the RBC were lysed. SP2/0. AG14 myeloma 
cells were mixed with the splenocytes in a 1:2.5 ratio of SP2/0 
to splenocytes. This cell Suspension was then fused using 
Electrofusion techniques. The resulting hybridomas were 
plated into 96 well plates using a rich growth media and 
maintained by 2 complete media exchanges. 3 days after the 
second media change, the hybridomas were screened for anti 
human Hepcidin specific IgG via ELISA. Briefly, 100 ng/well 
of Neutravidin(Pierce) was coated on a standard ELISA plate. 
These plates were washed and then blocked with a 1% BSA, 
1%gt serum 0.5% Tween 20 solution in PBS. 1 ng?well of 
biotinylated-human hepcidin was then added to the plates and 
incubated for 1 hour. After washing, 50 ul of the relevant 
hybridoma supernatants were transferred from the culture 
plates onto the screening plates and these were again incu 
bated for 1 hour. After washing, a polyclonal goat anti-mu 
IgGFc specific HRP labeled Ab was used to detect the murine 
IgG-human Hepcidin complexes. After appropriate washes, 
TMB (Pierce) was used to visualize the complexes. Positive 
clones identified by this method were then transferred to a 48 
well plate for expansion. 
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Example 11 

Preparation of Murine Anti-Human Hepcidin 
Monoclonal Antibody, Ab43, by Viral Immunization 

0472 Human hepcidin-specific monoclonal antibody 
Ab43 was generated in mice by the following viral immuni 
zation method. ViraPower Adenoviral Expression System 
(Cat. # K4930-00. Invitrogen, Carlsbad, Calif.) was used to 
generate adenovirus expressing human hepcidin. Recombi 
nant adenovirus carrying human hepcidin cDNA (rAd 
hHepc) was constructed as follows: Briefly, pFNTR-hHepc 
was constructed by inserting the human hepcidin gene into 
pENTR1A (Invitrogen). The resulting human hepcidin gene 
is flanked by attP DNA fragments allowing recombination 
with attB DNA fragments in pad/CMV/V5-DEST. PAd/ 
CMV-hHepc was constructed by recombination reaction 
between pENTR-hHepc and p Ad/CMV/V5-DEST using LR 
clonase. To generate rAd-hHepc, p Ad/CMV-hHepc was lin 
earized by Pac I and transfected into 293T cells using Lipo 
fectamine 2000. Transfected 293T cells were cultured until 
approximately 80% cytopathic effect (CPE) was observed. 
Transfected cells show enlarged and rounded morphology, 
lysed cells and visible plaques. R Ad-hepc containing cells 
were harvested and used for the amplification of rad-hHepc. 
RAd-hHepC was purified by CsCl gradient method and 
titered using Adeno-X rapid titer kit (BD Biosciences, Palo 
Alto, Calif.). 
0473 C57B1/6 mice were immunized into quadriceps of 
both hindlegs with 50 ul of 1.25x10-infectious units (i.fu) of 
rAd-hepc. Spleen was removed aseptically and processed 
for fusion at 10 days after rad-hHepc immunization. 

Example 12 

Generation of Rat Anti-Human Hepcidin 
Monoclonal Antibody R9 

0474 Human hepcidin-specific monoclonal antibodies 
(mAbs) were generated in rats using the RIMMS method with 
modifications. Briefly, two 8-10 week old female Lewis rats 
(Charles River Laboratory) each received five rounds of 
immunizations with human hepcidin-KLH conjugated pro 
tein over the course of 11 days. Before each immunization, 
rats were anesthetized with a gas mixture of oxygen and 
isoflurane. For the first immunization on day 0, 10 ugantigen 
emulsified in Freund's complete adjuvant (DIFCO) in a vol 
ume of 600 ul, 300 ul of such antigen mix was administered 
Subcutaneously to six sites proximal to draining lymph nodes, 
at 50 ul/site, along the back of the rats, with two at the nape of 
the neck and two bilaterally to the groin and calf. Another 300 
ul of antigen mix was administered to six juxtaposed sites 
along the abdomen, with two bilaterally to the axilla, thigh, 
and calf. Boost immunizations were given on day 3, day 6, 
day 8, and day 11 in a similar fashion except RIBI (Corixa 
CORP. cathi R700) adjuvant was used throughout. 
0475 One day after the final immunization, rats were 
euthanized by asphyxiation with carbon dioxide. Bilateral 
popliteal, Superficial inguinal, axillary, and branchial lymph 
nodes were isolated aseptically and washed twice with 2x 
Penicillin-Streptomycin-Glutamine (Gibco) BD medium. 
Lymphocytes were released from the lymph nodes and 
single-cell Suspension was washed again in BD medium 
before fused with mouse myeloma cells, Sp2/0-Ag14 (ATCC, 
CRL-1581), at a ratio of 2.5:1 by electrofusion. Briefly, cells 
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were washed and resuspended in 2 ml of Cytofusion Medium 
C (Cytopulse Sciences) at 1x107 cells/ml and transferred to a 
fusion chamber. Electrofusion was carried out by applying 3 
pulses at 1500V for 30 us, followed by a pulse of 60V for 3 sec 
using ECM 2001 with Enhancer 400 (BTX Inc. San Diego). 
Cells were allowed to recover at RT for 30 min before resus 
pended gently and seeded in 96-well plates at 3x10" cells/ 
well in 100ul of BD media supplemented with 10% FBS.5% 
Origen Cloning Factor (BioVerisTM), 1 x Penicillin-Strepto 
mycin-Glutamine (Gibco), and 1xOPI (oxaloacetate, pyru 
vate, and insulin) (Sigma). After 24 hrs in culture, 100 ul of 
2xHAT (0.1 mM hypoxanthine, 0.16 mM thymidine, 4 mM 
aminopterin) (Sigma) was added to each well. Medium was 
changed 5 days later and the conditioned media collected 
after one week of incubation for primary screening. Positive 
clones were expanded, single-cell cloned, and confirmed by 
multiple assays. 

Example 13 

Generation of Fully Human Antibodies 
0476 XenomouseTM IgG2Kw and IgG4K mice were 
immunized with KLH-conjugated human hepcidin (SEQ ID 
NO: 9) using standard methods. 23,040 IgG2 supernatants 
and 11.520 IgG4 Supernatants were screened at a single con 
centration against biotinylated human hepcidin anchored to a 
plate. From this screen 617 IgG2 and 1013 IgG4 supernatants 
were tested for binding to both human and mousebiotinylated 
hepcidin using an antibody capture ELISA in which the 
amount of antibody captured was limited to minimize the 
effect of concentration differences between supernatants. 
Top-ranking samples (70 IgG2 and 110 IgG4) were further 
characterized in a bridging ELISA which measures solution 
phase hepcidin-antibody binding over a range of antibody 
concentrations. This assay provided a relative affinity ranking 
of antibody binding. 
0477 Supernatants from each of the IgG2 and IgG4 panels 
were designated as follows: 1C9 (SEQ ID NOs: 107-116), 
3B3 (SEQID NOs: 117-126), 4E1 (SEQID NOs: 127-136), 
7A3 (SEQID NOs: 137-146),9D12 (SEQID NOs: 147-156), 
12B9 (SEQ ID NOs: 157-166), 15E1 (SEQ ID NOs: 167 
176), 18D8 (SEQ ID NOs: 310-319), 19C1 (SEQ ID NOs: 
320-329), 19D12 (SEQ ID NOs: 290-299), 19H6 (SEQ ID 
NOs: 300-309), 23F11 (SEQID NOs: 177-186), and 26F11 
(SEQ ID NOs:... 187-196). 
0478. The binding affinities of these antibodies to human 
hepcidin were determined by BIAcore, which were then con 
firmed by KinEXA if the K, as estimated by BIAcore was 
below 100 uM. The K, for the lead antibodies were in the 
range of between 1 uM and more than 400 uM. 
0479. Relative species cross-reactivity and binding to 
Hepc20 (SEQ ID NO: 96) was determined by competition 
ELISA. Results suggest that the relative binding compared to 
human hepcidin was: 2-fold lowerfor cynomologus hepcidin 
(SEQ ID NO: 6), 500- to >1000-fold lower for mouse hepci 
din (SEQ ID NO: 80), and 150- to >1500-fold lower for 
canine hepcidin (SEQ ID NO:92). 

Example 14 

Binding Analysis of Antibodies to Human and 
Mouse Hepcidin 

0480 Solution equilibrium binding analysis was per 
formed using BIAcore to study the interaction of R9, Ab43, 
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2.7 and 2.41 antibodies with recombinant mouse hepcidin 
(SEQ ID NO: 80) and human hepcidin (SEQ ID NO: 9). 
0481 Preparation of BIAcore Chip Surfaces: 
0482 Immobilization of proteins to a BIAcore was per 
formed according to manufacturers instructions at a flow rate 
10 ul/min of running buffer (DPBS: Dulbecco's Phosphate 
Buffer Saline1X, GIBCO 14190, with 0.005% Biacore Sur 
factant P-20). The carboxylated matrix of the sensor chip was 
first activated with a 100 uL injection of 1:1 mixture of EDC 
(75 mg/mL N-ethyl-N-(dimethylamine-propyl)carbodiimide 
in water, from BIAcore) and NHS (11.5 mg/mL N-hydrox 
y succinimide in water, from Biacore). 180LL of recombinant 
human hepcidin or recombinant murine hepcidin (~20 ug/ml 
in 10 mMNa-acetate pH4.0) was injected to immobilize onto 
the sensor chip at 30 uL/min. The excess reactive groups of 
the sensor chip were deactivated with an injection of 100 L 
of ethanolamine (1.0M, from Biacore). 
0483 Equilibrium Binding Analysis of Antibody/Hepci 
din Interactions on Immobilized Hepcidin Surface: 
0484 Fixed concentrations of antibody were incubated 
with various concentrations of hepcidin at room temperature 
for several hours before run through the immobilized hepci 
din Surface. After each sample injection, the Surfaces were 
regenerated by injecting 30 uL 10 nM glycine, pH1.5. The 
binding signal obtained is proportional to the free antibody in 
Solution at equilibrium. The equilibrium dissociation con 
stant (K) was calculated from nonlinear regression analysis 
of the competition curves using a one or dual-curve one-site 
homogeneous binding model (KinEXATM software, Sapidyne 
Instruments Inc., Boise Id.). Table 3 summarizes the results of 
R9, Ab43, 2.7 and 2.41 binding to recombinant mouse and 
human hepcidin. 

TABLE 3 

human OSC 
Antibody hepcidin 95% CI hepcidin 95% CI 

R9 21 nM 13-28 nM 20 nM 13-27 nM 
Ab43 560 pM 400-700 pM 14 nM 12-16 nM 
2.7 110 pM 80-150 pM 40 nM 27-44 nM 
2.41 50 pM 20-90 pM 30 nM 24-38 nM 

Example 15 

Binding of Anti-Human Hepcidin Antibodies to 
Recombinant Cyno Hepcidin 

0485 The following example describes KinEXA and BIA 
core binding analysis for various antibodies to recombinant 
cyno hepcidin (rcyno). 
0486 A) KinEXA Solution Equilibrium Binding Analysis 
for mAb 2.7 and 2.41 Binding to rcynoHepc. 
0487. Reacti-Gel 6x beads (Pierce, Rockford, Ill.) were 
pre-coated with rcyno hepcidin (SEQID NO: 6) and blocked 
with BSA according to manufacturers instructions. Fixed 
concentrations of antibodies 2.7 and 2.41 were incubated 
with various concentrations of rcyno hepcidin at room tem 
perature for 8 hours before being run through the rcyno Hep 
cidin-coated beads. The amount of the bead-bound antibody 
was quantified by fluorescently (Cy5)-labeled goat anti-mu 
rine-IgG (H+L) antibody (Jackson Immuno Research, West 
Grove, Pa.). The binding signal is proportional to the concen 
tration of free antibody at equilibrium. Dissociation equilib 
rium constant (K) was obtained from nonlinear regression 
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of the competition curves using a dual-curve one-site homo 
geneous binding model (KinEXATM Pro software). The 
results are set forth in Table 4. 

TABLE 4 

antibody K (to rcynohepc) 95% CI 

2.7 ~16 pM 11-23 pM 
2.41 ~9 pM 6-14 pM 

0488 B) BIAcore Solution Equilibrium Binding Analysis 
for mAb R9 and Ab43 Binding to rcynoHepc. 
0489 Antibody surface immobilization: antibodies R9 
and Ab43 were immobilized on a CM5 chip. The immobili 
Zation was performed at a flow rate 10 uI/min of running 
buffer (DPBS: Dulbecco's Phosphate Buffer Saline1X, 
GIBCO 14190, with 0.005% BIAcore surfactant P-20) 
according to manufacturers instructions. The carboxylated 
matrix of the sensor chip was first activated with a 100 ul 
injection of 1:1 mixture of EDC (75 mg/mL N-ethyl-N-(dim 
ethylamine-propyl)carbodiimide in water, from BIAcore) 
and NHS (11.5 mg/mL N-hydroxysuccinimide in water, from 
BIAcore). 180 ul of antibodies (-20 ug/ml in 10 mM Na 
acetate pH4.0) was injected to immobilize onto the sensor 
chip at 30 uI/min. The excess reactive groups of the sensor 
chip were deactivated with an injection of 100 uL of ethano 
lamine (1.0M, from BIAcore). 
0490 BIAcore analysis: Fixed concentrations of rcyno 
Hepc were incubated with various concentrations of mAb R9 
and Ab43 at room temperature for several hours before run 
through the immobilized antibody Surfaces. The binding sig 
nal obtained is proportional to the free rcynoHepc in solution 
at equilibrium. The equilibrium dissociation constant (K) 
was calculated from nonlinear regression analysis of the com 
petition curves using a one-curve one-site homogeneous 
binding model (KinEXTM software, Sapidyne Instruments 
Inc., Boise Id.). Both R9 and Ab43 demonstrated significant 
binding affinity to rcyno hepcidin. The results are set forth in 
Table 5. 

TABLE 5 

antibody K (to rcynohepc) 95% CI 

R9 ~10 nM 9-12 nM 
43 -100 pM 60-160 pM 

Example 16 

Characterization of Hepcidin-Specific Monoclonal 
Antibody Binding Activity in an Enzyme-Linked 

Immunosorbent Assay (ELISA) 
0491 96-well E.I.A./R.I.A. flat bottom plates (Costar 
359) were coated with biotin-conjugated recombinant human 
or biotin-conjugated murine hepcidin at 100 to 1000 ng/ml in 
0.1M Sodium Acetate (pH5.5) at 4°C. overnight. The plates 
were blocked with PBS containing 2% BSA and 0.2% goat 
serum (GIBCO) at room temperature for 1 hour. After wash 
ing the plates, 50 ul of hybridoma conditioned medium was 
added to each well and incubated on a shaker at RT for 2 
hours. The plates were washed three times with washing 
solution (0.05% Tween-20 in PBS) and incubated with 50 
ul/well of horseradish peroxidase conjugated goat anti-rat 
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IgG (Chemicon) at RT for 30 min. After washing the plates 
three times, 50 ul/well of TMB substrate (KPL) was added 
and allowed to incubate at RT for 5-10 min. The reaction was 
stopped with the addition of 50 ul of 0.5NH2SO4 and the 
plate read at 450 nm in a micro-plate reader. Anti-sera of 
immunized rats were used as positive control antibodies and 
media alone as background controls. 
0492 Rat monoclonal antibody R9 was identified to be 
specific to both human and murine hepcidin. The hybridoma 
cell line was sorted through a cell sorter (Becton Dickinson, 
FACSDiva) at one cell per well for subcloning. 

Example 17 

Anti-Hepcidin Antibodies Recognize Different 
Structural Epitopes 

0493. The epitope specificity of anti-human hepcidin anti 
bodies was evaluated by assessing ability of the antibodies to 
bind to mature human hepcidin (SEQ ID NO: 9) after pre 
complex formation with different hepcidin variants. 
0494 Recombinant hepcidin was immobilized on a CM5 
chip according to manufacturers instructions at a flow rate 10 
uL/min of running buffer (DPBS: Dulbecco's Phosphate 
Buffer Saline1X, GIBCO 14190, with 0.005% BIAcore Sur 
factant P-20). The carboxylated matrix of the sensor chip was 
first activated with a 100 uL injection of 1:1 mixture of EDC 
(75 mg/mL N-ethyl-N-(dimethylamine-propyl)carbodiimide 
in water, from Biacore) and NHS (11.5 mg/mL N-hydrox 
y succinimide in water, from Biacore). 180LL of rhepc (-20 
ug/ml in 10 mM Na-acetate pH4.0) was injected to immobi 
lize onto the sensor chip at 30 uL/min. The excess reactive 
groups of the sensor chip were deactivated with an injection 
of 100 uL of ethanolamine (1.0M, from Biacore). 
0495 Forms of hepcidin used for the pre-complex were: 
correctly folded hepcidin as a positive control, the C1-C8, 
C3-C6 hepcidin variant (see Example 9), hepcidin 20 (N-ter 
minally truncated, see Example 9) and linear hepcidin (Ex 
ample 9). 1 nM solutions of antibody (2.41, 2.7, 43, and R9) 
were preincubated with 10 nM of each antigen at room tem 
perature for several hours before run through the immobilized 
hepcidin Surface. The binding signal obtained was propor 
tional to the concentration of free antibody in solution at 
equilibrium. The results are set forth in Table 6. 

TABLE 6 

Binding to Hepcidin Surface 

No Folded C1-C8 Linear 
Antibody competition Hepcidin C3-C6 Hepc20 Hepcidin 

R9 100% 79% 63% 88% 100% 
Ab43 100% 11% 25%. 100% 100% 
2.7 100% 296 3% 3% 100% 

2.41 100% O% 190 196 99% 

0496 Interpretation of the data in Table 6 to give a repre 
sentation of the ability of different anti-hepcidin antibodies to 
bind to different epitopes is set forth in Table 7. 
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TABLE 7 

Binding to Solution Epitopes 

C1-C8 
Antibody Folded Hepcidin C3-C6 Hepc20 Linear Hepcidin 

R9 -- -- -- 

Ab43 -------- ------ 
2.7 -------- -------- ------ 

2.41 -------- -------- ------ 

0497 Binding ranges from ++++ (0% antibody binding to 
the hepcidin surface and therefore 100% inhibition by hepci 
din in solution), to - (100% antibody binding to the hepcidin 
surface and therefore no inhibition by hepcidin in solution). 
These data indicate that all antibodies require a folded peptide 
for antigenicity. Some antibodies require the five amino acids 
at the N-terminus of the molecule (e.g. Ab43 and to a lesser 
extent, R9). For some antibodies (e.g. R9), elimination of the 
C2-C4 and C5-C7 disulfide bonds greatly reduced antibody 
recognition of the hepcidin molecule. 

Example 18 

In Vitro Hepcidin Activity in an Iron-Responsive 
B-Lactamase Assay can be Neutralized by 

Anti-Hepcidin Antibodies 

0498 Hepcidin causes ferroportin to be internalized and 
removed from the cell surface, thus inhibiting release of iron 
and raising intracellular iron concentrations. The effect of 
anti-human hepcidin antibodies on this hepcidin-mediated 
iron sequestration was evaluated in vitro. A 293 cell line 
containing a doxycycline-inducible ferroportin (Fpn) expres 
sion construct as well as a beta-lactamase (BLA) expression 
construct containing one copy of the 5' iron response element 
(IRE) from ferritin having the following nucleotide sequence 
(tcggccccgccticctgccaccgcagat 
tggCCgctagcCCtCCCCgagCgCCCt 
gCCtCCgagggCCggCgCaccataaaagaa gCCgCCCtagCCaCgtCCCCtcg 
CagttcggCggtoccgcgggtotgtcticttgCttcaacagtgttggacggaacag 
atcCgggga ctictettccagcctccgaccgccctic 
cgattitcctictocgcttgcaaccticcgg 
gacCatCttCtcggCCatctoCtgCttctgggaCCtgC Cagcaccgttitttgttggt 
tagcticcttctgccaacc) (SEQID NO: 103) that regulate mRNA 
translation was constructed. These 293/Fpn/BLA cells, taken 
from a 70-80% confluent culture, were plated at 2.8x10 
cells/mL in DMEM (Invitrogen Catil 11965) 5% FBS (Invit 
rogen Catil 10099-141) PSQ (Invitrogen Catil 10378-016), 90 
uL/well (25,000 cells/well) in BioCoat Poly-D Lysine coated 
plates (Becton-Dickinson Cati 35-6640) and incubated at 
37C with 5% CO. At the end of the same day, a solution of 
assay medium (DMEM5% FBS PSQ) with 100ug/mL doxy 
cycline was made, 10u ?well of it added to the plate, and the 
plate incubated overnight or for at least 20 hours. The next 
day, media was removed from the wells and replaced with 
premade mixes of DMEM 5% FBS PSQ, 2.5ug/mL ferric 
citrate, 50 ng/mL synthetic human hepcidin and serial dilu 
tions of the antibodies (2.7, 2.41, and Ab43, which were 
generated as described in Examples 8 and 9 below), all pre 
pared in a 96-well polypropylene deep-well block plate 
immediately before addition to the assay plate. Mixtures were 
added at 100 uL/well and incubated overnight at 37C, 5% 
CO2 in a cell culture incubator. Plates were then removed 
from the incubator and equilibrated to room temperature for 
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10 minutes before adding 20 uL/well of the prepared Invitro 
gen GeneBlazer CCF4A/M development reagent (Invitrogen 
Kitil K1085) and incubating for 90 minutes in the dark. 
Development reagent was also added to 16 wells of a control 
assay plate without cells containing 100 uL assay medium 
(DMEM5% FBS PSQ)and incubated for the same time. Blue 
& Green fluorescence signals were then read on an Envision 
Multilabel Reader (Perkin-Elmer Inc.) by exciting at 409 mm 
and reading emissions at 447 nm (blue) and 520 nm (green). 
The results are depicted in FIGS. 8-10. It was determined that 
mAB 43, 2.7 and 2.41 decreased intracellular concentration 
of iron at an ECso of 1.380x10, 1.700x10, and 1.636x10 
8, respectively. 

Example 19 

Anti-Hepcidin Antibodies Neutralize Human 
Hepcidin in Mice 

0499 Activity of anti-human hepcidin antibodies was 
evaluated in vivo in mice that were administered human hep 
cidin in an amount Sufficient to generate a hypoferremic 
response. On day 0, female C57BL/6 mice were injected 
subcutaneously with a murine monoclonal antibody (Ab2.7) 
directed against human hepcidin. Control mice received 
murine IgG1 as an isotypic control. At day 3, the mice 
received a single intraperitoneal injection of 25 ug E. coli 
derived recombinant human Hepcidin (rhHepc). Serum iron 
levels were analyzed two hours later. Control animals treated 
with saline had normal serum iron levels, while animals 
treated with hepcidin and an isotype control antibody showed 
hypoferremia. Results are set forth in FIG. 11. Both 1 mg and 
0.5 mg of mAb2.7 provided statistically significant protection 
from the hypoferremic response. Although a reduction in 
hypoferremia was observed at the 0.25 mg dose of Ab 2.7, the 
lower doses (0.25 and 0.1 mg) were defined as non-neutral 
izing doses. Statistics represent ANOVA with a Dunnett's 
post-hoc test comparing all groups against the saline control. 

Example 20 

Antibody Neutralization of AAV-Delivered Hepcidin 
Restores Normal Early Red Blood Cell 

Characteristics 

0500 AAV-mediated human hepcidin expression in mice 
produces a microcytic, hypochromic anemia consistent with 
iron deprivation. The activity of anti-human hepcidin anti 
bodies was evaluated in vivo in these mice overexpressing 
human hepcidin. Male C57B1/6 mice were injected with 
AAV (1.5x10' particles/mouse, I.V.) containing expression 
cassettes for either human hepcidin or beta-galactosidase 
(B-gal) as a negative control. The mice were left for two 
weeks to allow constitutive production of huHepc before 
being treated with 1 mg/mouse of Ab 2.7 or isotype control 
(mulgG1) at various dosing frequencies (1x, 2x and 4x per 
week) as shown in FIG. 12A. Blood was drawn on the fifth 
day for serum iron levels and determination of early red blood 
cell (reticulocyte) characteristics (reticulocyte count, reticu 
locyte hemoglobin content (CHr), and reticulocyte mean cell 
volume (Retic. MCV)) 
0501 Results are set forth in FIGS. 12B-12E. Serum iron 
levels were restored to normal in mice receiving 4.x dosing of 
Ab2.7 but not isotype control. All mice receiving Ab2.7 show 
increased reticulocyte production. The reticulocyte hemoglo 
bin content (CHr) is normal in mice given the 4x and 2x 
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dosing of Ab 2.7, but hypochromicity is still seen in groups 
with 1x dosing, or the isotype control group. Treatment with 
Ab2.7 at the 4x and 2x dose restores normal volume to reticu 
locytes (Retic. MCV) but microcytosis is still present in the 
1x and isotype control groups. Statistical comparisons to 
B-gal injected animals with isotype control treatment were 
determined to look for restoration of normal red cell charac 
teristics (ANOVA with Dunnett's post-hoc test). 

Example 21 

Viral Hepcidin Over-Expression Results in 
Hypo-Responsiveness to Erythropoietin 

0502. The following Example investigated the role of hep 
cidin and hepcidin activity antagonists in erythropoietin 
hypo-responsive mice. 
0503) Titration of AAV-mediated human hepcidin expres 
sion in mice causes an increase in serum hepcidin levels and 
dose-dependent hypoferremia, as shown in FIG. 13B. Doses 
of AAV-human hepcidin were selected that gave an erythro 
poietin resistant phenotype and expressed levels of hepcidin 
in a similar range to that detected in cancer patient samples in 
previous studies (as described in co-pending co-owned U.S. 
patent application Ser. No. 1 1/880,313 and International 
Patent Application No. PCT/US2007/016477, the disclosures 
of which are incorporated herein by reference in their 
entirety). Male C57BL/6 mice were injected with AAV 
expressing human hepcidin or GFP as an expression control 
(n 4 per group). The mice were injected through the tail vein 
(human hepcidin, from 1x10" to 3x10' particles/mouse; 
GFP 3x10' particles/mouse). Protein expression was 
allowed to develop for two weeks prior to harvest. At two 
weeks, serum was collected from the mice and iron and hep 
cidin levels were determined. Results are reported in FIG. 
13B. 
0504. In order to evaluate hepcidin’s effect on erythropoi 
etin resistance, male C57BL/6 mice were injected with AAV 
(3x10' particles/mouse, hepatic portal vein delivery) con 
taining expression cassettes for either human hepcidin or 
GFP as a negative control (n=5 per group). The mice were left 
for three weeks to allow constitutive production of human 
hepcidin, and then bled to determine baseline hemoglobin 
(Hb) levels. The mice were treated with darbepoetin alfa (100 
m/kg/mouse) or saline as a negative control at four weeks. At 
five weeks, hemoglobin levels were again measured. Results 
are shown in FIG. 13 A. Mice over-expressing human hepci 
din are resistant to high doses of darbepoetin alfa. Resistance 
to darbepoetin alfa demonstrates that elevated hepcidin levels 
are sufficient to cause hypo-responsiveness to erythropoetin. 

Example 22 

Combination Therapy with Hepcidin Activity 
Antagonist and an Erythropoiesis Stimulator in a 

Viral Hepcidin Over-Expression Model 
0505 Treating mice that possessed an erythropoetin resis 
tant phenotype with an anti-hepcidin antibody restored 
responsiveness to treatment with darbepoetin alfa. Male 
C57BL/6 mice were injected with AAV (5x10' particles/ 
mouse, I.V.) containing genes coding for either human hep 
cidin or GFP as an expression control (n=5 per group). After 
allowing two weeks to establish constitutive protein expres 
sion, mice were bled to determine baseline hemoglobin (Hb) 
levels, then treated with Ab 2.7 (1 mg/mouse) or isotype 
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control at various dose frequencies. On the day after the first 
dose, they were treated with darbepoietin alfa (100 m/kg, 
Subcutaneous). A schematic of the dosing schedule appears in 
FIG. 15A. 
0506 Neutralization of hepcidin restores responsiveness 
to darbepoetin alfa. Monday-Wednesday-Friday dosing of 
the antibody led to a partial response to darbepoietin alfa 
treatment as measured by an increase in Hb levels; a cohort 
with the same antibody dosing without darbepoietin alfa 
treatment showed no rise in Hb levels. (See FIG. 15B.) A 
maximal response to darbepoietin alfa was achieved in mice 
receiving daily (Monday through Friday) dosing of Ab 2.7. 
(See FIG. 15C.) Two and three doses of antibody in combi 
nation with darbepoietin alfa treatment led to a partial 
response, as measured by Hb levels. (See FIG. 15D.) Anti 
body dose and proximity of antibody dose to darbepoietinalfa 
treatment affected overall Hb response to anti-hepcidin anti 
body treatment, as shown in FIG. 15E (results varying from 
the control where p<0.01 by ANOVA with Dunnett's post 
hoc test are noted with double asterisks). Thus, antibody 
mediated neutralization of hepcidin was shown to be an effec 
tive treatment for anemia caused by elevated hepcidin levels. 

Example 23 

Design and Synthesis of siRNAs for Murine 
Hepcidin 1 

(0507 Screening of Murine Hepcidin 1 siRNAs. In Vitro: 
(0508 CHO-mHepcidin stable cells (Helen Kim) were 
seeded into 96-well plates at 30,000 cells/well. The following 
day, cells were transfected by removing the culture medium 
and adding 100 ul of transfection complex. The transfection 
complex was made as follows: 1 ul of 100 uM siRNA was 
added to 125ul Opti-MEM (Invitrogen #31985) in Tube A. In 
Tube B, 15 ul of TransLT-TKO transfection reagent (Minis 
#MIR-2154) was added to 125 ul Opti-MEM. Both tubes 
were incubated at room temperature for 12 min. Contents of 
the 2 tubes were mixed and incubated at room temperature for 
15 minutes, then added to the cells. At 18 hr post-transfection, 
medium was removed and cells were lysed using 100 ul of 1 x 
QuantiGene Lysis Mixture (Panomics #QG 0502). Lysates 
were analyzed for mHepcidin and mCyclophilin A mRNA 
levels using branched DNA assays (QuantiGene Assay Kit, 
Panomics #QG0003). See Table 8 for siRNA sequences and 
% mRNA knockdown in CHO-mHepcidin cells. 
(0509 Conversion of siRNAs #6 and #10 to pENTR-U6 
shRNA Expression Constructs: 
pENTR-U6-shRNA expression constructs were generated by 
2-stage overlap PCR. Step 1 generates 2 overlapping 
sequences through a 5'-PCR reaction and a 3'-PCR reaction. 
The 5'-PCR reaction produces a sequence containing the attB 
1 recombination site, hU6 promoter, the siRNA sense 
sequence, a loop and the siRNA antisense sequence. Reaction 
was as follows in 10ul total volume: 1XPCRSupermix (Invit 
rogen #10572-014), 1 uM attB-1,1-U6 forward primer (5'- 
GGGGACAAGTTTGTACAAAAAAGC AGGCTTA 
GATCTGAATTCAATTTACGCGTGGGATCCAAGGTC 
3', SEQ ID NO: 105), 0.1 M REV-U6-shRNA primer 
(unique for #6: 5'-CTTTTCTCATGAAAAAGGCTG 
CAGCT CTGTAGCGGTGTTTCGTCC-3' (SEQ ID NO: 
63), and #10: 5'-TACATCTCATGAATGTAGTCTGTC 
TCATCTGTCGGTGTTTCGTCC-3' (SEQID NO: 67)), and 
0.5 ng (1 Jul) pSuppressor template plasmid (IMGENEX 
#IMG-700). The 3'-PCR reaction produces a sequence con 
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taining the shRNA sense, loop, and antisense sequence, a 
Poll terminator and the attB2 recombination site. Reaction 
was as follows in 10ul total volume: 1XPCRSupermix (Invit 
rogen #10572-014), 1 uM AttB-202 reverse primer (GGG 
GACCACTTTGTACAA GAAAGCTGGGTAAAAA, SEQ 
ID NO: 106), 0.1 uM FW-U6-shRNA primer (unique for #6: 
5'-CTTTT TCATGAGAAAAGGCTGCAGCTCTG 
TAGCTTTTTACCCAGC-3'(SEQ ID NO: 63), and #10: 
5'-TACATTCATGAGATGTAGTCTGTCT 
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lap PCR product were mixed together and incubated 2 hours 
at room temperature. 1 ul Proteinase K (Invitrogen #52895) 
was then added and incubated at 37°C. for 10 min. The entire 
6 ul recombination reaction was transformed into One Shot 
Top10 Chemically Competent cells (Invitrogen iC4040–03) 
and plated on LB-kanamycin plates. Colonies were selected 
&amplified. Plasmid DNA was confirmed by DNA sequenc 
ing of the U6-shRNA region using M13FW and M13REV 
sequencing primers. 

TABLE 8 

& mRNA 

knockdown by 
siRNA in & mRNA 

CHO- knockdown by 
siRNA siRNA. Sequence mHepcidin AAV-shRNA in 
Number (Sense, 5'-3") cells HEK293 cells SEQ ID NO : 

1. UGU AAA. UGC UGU AAC 95 58 
AAU U 

2 GCU GUA AAU GCU GUA 95 59 
ACA. A. 

3 GUG UGG UAU CUG UUG. 96 6 O 
CAA. A. 

4. GCA. GAC AUU GCG AUA. 90 61 
CCA. A. 

5 AUA CCA AUG CAG AAG 94 62 
AGA A 

6 CUA CAG AGC UGC AGC 95 69 63 
CUU U 

7 GAA GAG AGA CAC CAA 88 64 
CUU C 

8 ACU UCC CCA UCU GCA 27 65 
UCU U 

9 CUG. AGC AGC ACC ACC 86 66 
UAU C 

10 ACA GAU GAG ACA GAC 96 81 67 
UAC A 

11 CAA. UGC AGA AGA GAA 86 68 
GGA. A. 

12 AAU UCC CAG UGU GGU 65 69 
AUC U 

CATCTGTCTTTTTACCCAGC-3 (SEQ ID NO: 67)). PCR Example 24 
conditions for both reactions were as follows: 1 cycle of 3 min 
95°C., 30 cycles of 95° C. 45s, 52° C. 45 s, 72° C. 45s and 
1 cycle of 5 min 72° C. Step 2 of the PCR combines the 5' and 
3' PCR products from step 1 for an annealing/fill-in reaction 
to generate the full length sequence: attB1-hU6 promoter 
sense-loop-antisense-terminator-attB2. The reaction was as 
follows in 20 Jul total volume: PCR products from step 1: 5' 
and 3'PCR reactions were mixed and run in the thermal cycler 
with the following conditions: 95°C.2 min, 52° C.2 min, 72° 
C. 2 min (5 cycles) plus 72°C. 10 min. 
0510. The PCR products were recombined by Gateway 
BP recombination into plONR221 to generate pENTR con 
structs as follows: 7.5 ng (1 Jul) pl)ONR221 (Invitrogen 
#12536-017), 1 ul 5xBP reaction buffer (Invitrogen #52891), 
1 ul BP clonase (Invitrogen #11789-013), and 2.5ul of over 

Combination Therapy with Hepcidin Expression 
Inhibitor and Erythropoiesis Stimulator in a Mouse 

Model of Inflammatory Anemia 

0511 Combination therapy with a hepcidin expression 
inhibitor and an erythropoiesis stimulator was evaluated in a 
murine inflammatory anemia model as follows. 
0512 A polynucleotide hepcidin expression inhibitor 
which causes Suppression of murine hepcidin was prepared as 
follows. siRNAs demonstrated to have specific activity 
against hepcidin in vitro (siRNA 6 CUACAGAGCUG 
CAGCCUUU (SEQ ID NO: 70); siRNA 10 ACA 
GAUGAGACAGACUACA (SEQ ID NO: 71) were con 
verted to shRNAs in an AAV expression system as described 
in Example 23. 
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0513 Mice were injected in the portal vein with AAV virus 
containing either a negative control shRNA (anti-luciferase, 
2x10' particles/mouse) or specific anti-hepcidin shRNA 
(shRNA 6, 5x10' particles/mouse—low dose: 2x10' par 
ticles/mouse-medium dose; and shRNA10, 2x10" particles/ 
mouse high dose). Inflammation was induced in these mice 
by treatment with Brucella abortus (BA) (5x10 particles/ 
mouse, given 7 days before harvest). Control mice with no 
inflammation induction and no shRNA treatment were also 
evaluated to determine the average hepcidin levels in 
untreated animals. 
0514 Mouse hepcidin levels were determined using 
MALDI-TOF mass spectrometry. MSIA-tips (affinity 
pipettes with immobilized anti-mouse hepcidin antibody R9) 
were used to extract hepcidin from mouse serum. The 
extracted hepcidin was eluted onto a MALDI target for time 
of flight mass spectrometric detection. Human hepcidin was 
used as an internal standard for quantitation. 
0515 Serum hepcidin and serum hemoglobin levels were 
determined 25 days after shRNA injection. Mice treated with 
anti-hepcidin shRNA showed suppression of hepcidin levels 
to non-inflammatory levels. See FIG. 14A. Hepcidin mRNA 
levels were consistent with those of serum hepcidin. 
0516 Mice in parallel groups were injected with virus as 
described above (either negative control or hepcidin-specific 
shRNA) and 18 days later treated with Brucella abortus to 
induce inflammatory anemia. On day 19, animals were 
injected with 100 m/kg of Aranesp to stimulate an erythro 
poietic response and hemoglobin (Hb) levels determined a 
week later (same harvest timepoint as above). FIG. 14B 
shows that control animals without inflammatory treatment 
responded normally to Aranesp with a Hb rise of 3-4-g/dL, 
whereas animals treated with BA had a blunted response to 
Aranesp. In contrast, mice with BA treatment that received 
hepcidin expression inhibitor showed a response to Aranesp. 
Thus, treatment with a hepcidin expression inhibitor to Sup 
press hepcidin to pre-inflammatory levels in combination 
with Aranesp treatment resulted in normal hemoglobin levels. 
See FIG. 14B. These results show that treatment with a hep 
cidin expression inhibitor restores responsiveness to Aranesp. 

Example 25 

Combination Therapy with an Anti-Hepicin 
Antibody and Erythropoiesis Stimulator in a Mouse 

Model of Inflammatory Anemia 
0517 Combination therapy with a hepcidin activity 
antagonist and an erythropoiesis stimulator was also evalu 
ated in a murine inflammatory anemia model as follows. 
0518 Mice were generated such that murine hepcidin 1 
was knocked out and replaced with human hepcidin. Female 
mice, both homozygous for human hepcidin expression and 
wild-type littermate controls, were injected with Brucella 
abortus (2x10 particles/mouse, I.P.) on day 0 and then bled 
on day 6 to assess hemoglobin levels. The mice were then 
treated with either Antibody 2.7 or an isotype control anti 
body (1 mg/mouse/day) on days 6 through 9. Darbepoetin 
alfa was administered (100 ug/kg/mouse) on day 7, and Hb 
levels evaluated on day 13. A schematic of the protocol is 
shown in FIG. 16A. 
0519 Wild-type control mice which still possessed the 
mouse hepcidin 1 gene did not respond to darbepoietin alfa 
either with or without Ab 2.7. (See FIG.16B.) Human knock 
in mice treated with Antibody 2.7 exhibited a restored respon 
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siveness to darbepoietinalfa treatment, as shown by the main 
tenance of stable hemoglobin levels. (See FIG.16C). 
0520. These results demonstrate that hepcidin activity 
antagonists can be used to neutralize hepcidin under condi 
tions of hepcidin excess and restore responsiveness to eryth 
ropoietic agents in hepcidin-mediated anemias Such as the 
anemia of inflammation. 

Example 26 

Measurement of Hepcidin Level in Patients 
0521. The level of hepcidin in human patients was mea 
Sured as previously described in co-pending co-owned U.S. 
patent application Ser. No. 1 1/880,313 and International 
Patent Application No. PCT/US2007/016477, the disclosures 
of which are incorporated herein by reference in their entirety. 
The method is reproduced below. 
0522 Samples from patients suffering from anemia of 
cancer (obtained from ProteoGenex) or volunteers (control) 
were collected. 100 uL of each sample, serum blanks and 
calibration standards consisting of seven non-Zero concentra 
tions in duplicates (10, 25, 50, 100, 250, 500, 1000 ng/mL) 
were extracted by SPE using an Oasis HLB mElution 96-well 
plate (Waters, Milford, Mass.). Washing solvent was 30% 
methanol/water with a pH of about 10 adjusted with ammo 
nium hydroxide. Elution solvent was 90% methanol/water 
solution with a pH of about 5 adjusted with acetic acid. The 
SPE plate was activated with 500 u, methanol and condi 
tioned with 500 uL water, then 100 uL serum sample and 200 
LL internal standard were loaded onto the elution plate, 
washed with 350 uL water and 350 uL washing solvent. 
Elution was done using 100 uL elution solvent and diluted 
with 100 uL water. The resulting 200 uL eluate was analyzed 
by LC-MS/MS. 
0523 20 ul of each extracted sample was injected onto a 
Polaris C18A, 5um HPLC column (2.1x50mm, Varian). The 
LC flow rate was set to 300 ul/min. The HPLC mobile phase 
A was 5:95 methanol/water, and mobile phase B was 95:5 
methanol/water, both containing 0.1% formic acid. The gra 
dient conditions were set as follows: 0-0.1 min, isocratic 2% 
B/98% A; 2% B to 95% B at 0.1-4.5 min: 95% B at 4.5-4.9 
min; 95% B to 2% B at 4.9-5.0 min; 5.0-6.0 min, isocratic 2% 
B. 
0524. A Sciex API4000 triple quadrupole mass spectrom 
eter from Applied Biosystems (Foster City, Calif.) with Turbo 
ESI source was used for hepcidin detection in MRM mode 
with ion transition of m/z. 930.60 to m/z. 110.15. Quantifica 
tion was achieved by comparing the ratio of the LC peak areas 
of the hepcidin and the internal standard to the ratios obtained 
from a series of standards where the amounts of hepcidin and 
internal standard were known. 
0525. This experiment allowed for the determination of 
the serum levels of hepcidin in a control population presumed 
to contain a large number of healthy individuals as well as the 
serum level of hepcidin from patients suffering anemia of 
cancers (AOC). The results are shown in FIG. 18. 
0526 Each patient’s sample was then analyzed for other 
iron index concentrations to determine whether a patient had 
inflammation or iron deficiency anemia (FIG. 19). The 
parameters were measured as follows: serum iron, UIBC, 
ferritin, and CRP were measured on an Olympus AU400 
clinical laboratory analyzer using standard procedures; STfR 
was measured using a standard ELISA method (R&D sys 
tems). 
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Example 27 

The Commercially Available DRG Prohepcidin 
ELISA does not Detect Mature Hepcidin 

0527 The following Example demonstrates that a com 
mercially-available prohepcidin ELISA kit (DRG Intl. Inc., 
Germany) is not capable of detecting mature hepcidin in a 
sample. 
0528 Multiple preparations of synthetic and recombinant 
hepcidin, including hepcidin produced synthetically (as 
described in Example 3), recombinantly (as described in 
Example 2), and isolated from urine (as described in Example 
1), were produced in order to evaluate the reactivity of each 
preparation of hepcidin as compared to recombinant prohep 
cidin. Each of the hepcidin Samples demonstrated biological 
activity in vitro and in vivo. The commercially-available pro 
hepcidin ELISA kit (DRG Intl. Inc., Germany) detected 
recombinant prohepcidin (FIG. 20A) but not the multiple 
preparations of mature hepcidin (FIG. 20B). Additional 
forms of hepcidin, including shHepc (synthetically produced, 
folded human hepcidin), rhepc (material expressed recom 
binantly in E. coli as propeptide then folded and cleaved;). 
shHepc20 (a variant of hepcidin lacking the five amino acids 
at the N-terminus), shHepc ABU (a linear version of hepcidin 
with cysteine residues substituted for 5-amino butyric acid 
(ABU) to eliminate disulfide bond formation), urinary hep 
cidin (purified from sepsis patient urine) and C1-C8, C3-C6 
(a form of the molecule missing two disulfide connections 
due to ABU substitutions at C2, C4, C5 and C7) were also 
tested using the DRG prohepcidin ELISA kit. Similar to the 
results observed for mature hepcidin, these forms of hepcidin 
were not detected by the DRG prohepcidin ELISA. 
0529. The above data confirm that the commercially 
available DRG prohepcidin ELISA kit is unable to detect 
mature hepcidin. 

Example 28 

Hepcidin, but not DRG Prohepcidin is Associated 
with Inflammation in Anemia of Cancer (AOC) 

Patients 

0530 Attempts have been made to use the DRG prohep 
cidin ELISA kit to correlate hepcidin with inflammatory sta 
tus. (See, e.g., Hsu et al., Blood Purification, 24:311-16, 
2006; Kemna et al., Blood, 106:1864-66, 2005; Ouz et al., 
Anadolu Kardiyoloji Dergisi, 6:239-42, 2006: Taes et al., 
Clinical Chemistry & Laboratory Medicine, 42:387-89, 
2004; Theurlet al., Blood, 107:4142-48, 2006.) This example 
shows that prohepcidin levels measured using the DRG pro 
hepcidin ELISA kit, however, do not correlate with the 
mature hepcidin levels of the patients, nor do prohepcidin 
levels correlate with the inflammatory status of patients. 
0531. In order to reliably assess prohepcidin concentra 

tions, a prohepcidin standard was measured after incubation 
for 60 minutes at 25°C. in a range of different buffers or sera. 
Prohepcidin concentration was determined by a sandwich 
immunoassay using Ab2.7 for capture (Ab2.7 detects an 
epitope in mature hepcidin) and biotinylated rabbit anti-pro 
hepcidin polyclonal antibody (detects an epitope in the pro 
region) for detection. The results, shown in FIG. 21, demon 
strate that prohepcidin was not detectable in serum, 
Suggesting it is rapidly degraded. 
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0532 Western blotting experiments confirmed that pro 
hepcidin is degraded in serum unless furin inhibitors are 
added (FIG.22). Prohepcidin (2 mg) was incubated for 12hrs 
at 37°C. or added immediately before the gel run to medium 
alone or to medium containing 10% fetal bovine serum with 
or without a furin inhibitor. Non-reduced samples were sepa 
rated using a NuPage 4-12% Bis-Tris gel, blotted onto a 
nitrocellulose membrane and detected using a rabbit anti 
hepcidin polyclonal antiserum followed by an anti-rabbit 
HRP-conjugated secondary antibody. 
0533. Given the unstable nature of prohepcidin in serum, 
the elevated levels of prohepcidin detected in patient samples 
using the DRG prohepcidin ELISA kit likely reflect is either 
the cleaved N-terminal portion of prohepcidin or another 
protein. In order to determine whether serum prohepcidin 
levels correlated with serum hepcidin levels, hepcidin and 
prohepcidin levels were measured in the serum of control 
donors and anemia of cancer (AOC) patients. Hepcidin con 
centrations were determined using a mass spectrometry 
based quantitation method described in co-pending co-owned 
U.S. patent application Ser. No. 1 1/880,313 and International 
Patent Application No. PCT/US2007/016477, the disclosures 
of which are incorporated herein by reference in their entirety. 
No significant relationship was found between hepcidin lev 
els measured by the mass spectrometry-based quantitation 
method and prohepcidin levels measured by the DRG pro 
hepcidin ELISAkit in AoCpatients (r=0.1014; NS) or control 
donors (r--0.1128; NS). (FIG. 19.) Hence, elevated prohep 
cidin levels as measured by the DRG prohepcidin ELISA kit 
cannot be used as a Surrogate for hepcidin levels. 
0534. To determine if hepcidin or prohepcidin levels as 
measured by the DRG prohepcidin ELISA kit were elevated 
in patients with inflammation, both indices were compared to 
C-reactive protein (CRP) levels in the patient sera. CRP is a 
well-established marker of inflammation. A strong relation 
ship was observed between CRP and hepcidin levels in the 
anemia of cancer patients (FIG.24A), but no relationship was 
observed between CRP and DRG prohepcidin (FIG.24B) in 
those patients. Normal donors showed no significant relation 
ship between CRP and either hepcidin or DRG prohepcidin, 
but levels of CRP were not markedly elevated in these donors, 
making relationships difficult to detect. Hepcidin, but not 
prohepcidin, shows a relationship with CRP in anemia of 
cancer patients, and can therefore be used as a marker of 
inflammation. 

0535 Distinguishing the anemia of inflammation (AI) 
from iron deficiency anemia (IDA) and mixed anemia (com 
ponents of both AI and IDA) is complicated since most of the 
commonly used lab parameters are influenced by acute phase 
responses. A ratio utilizing soluble transferrin receptor 
(STfR) and ferritin (Ft) values has been described in the 
literature as a means to provide a more accurate diagnosis. 
See Punnonen et al., Blood, 89:1052-57, 1997. Anemia of 
inflammation is characterized by a low sTfR/log Ft quotient 
(values less than one), while a high ratio is indicative of IDA. 
Hence, the STfR/log Ft ratio may serve as an accurate predic 
tor of the three conditions when combined with an inflamma 
tory marker to aid diagnosis of mixed anemia from absolute 
IDA. 

0536. Both hepcidin and prohepcidin as measured by the 
DRG prohepcidin ELISA kit were tested for their ability to 
aid in this diagnosis. Hepcidin levels are elevated in AI as 
determined by sTfR/log Ft. Hepcidin levels are strongly 
related to sTfR/log Ft levels in AoC patients (r--0.6407; 
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P<0.0001). Thus, hepcidin levels are strongly related to sTfR/ 
log Ft levels in AoC patients showing a clear relationship and 
aiding patient diagnosis (FIG. 25A). No such relationship 
was seen with DRG prohepcidin (FIG. 25B). 
0537. Using a decision tree combining CRP as a marker of 
inflammation and STfR/logFt, anemia of cancer patients 
could be sub-divided into those with AI, with mixed anemia, 
with IDA and with an anemia of unknown origin, designated 
“other (FIG. 17A). Patients with elevated hepcidin levels 
were all observed to have either AI or a mixed anemia. (FIG. 
26). Patients with low or absent hepcidin levels were observed 
to have either IDA or anemia of unknown origin. Hepcidin 
levels, as measured by the mass spectrometry-based method 
quantitation method described in co-pending co-owned U.S. 
patent application Ser. No. 1 1/880,313 and International 
Patent Application No. PCT/US2007/016477, the disclosures 
of which are incorporated herein by reference in their entirety, 
and discussed in detail above, can be used to diagnose inflam 
matory anemia. 

Example 29 

Polyclonal Antibodies in a Sandwich ELISA for 
Hepcidin 

0538 Because polyclonal antibodies represent a complex 
mixture of different antibodies against the immunogen, they 
represent one way of detecting all possible epitopes present in 
a protein. To determine if a monoclonal antibody sandwich 
ELISA against hepcidin was possible, preliminary experi 
ments were conducted using polyclonal antibodies raised 
against KLH-conjugated mature human hepcidin. 
0539 IgG from polyclonal rabbit antisera were coated 
onto a microtiter plate, mature hepcidin was diluted and 
added to the plate and biotinylated IgG from the same source 
was used to detect bound hepcidin. All antibodies were used 
at concentrations of 10 g/ml. As seen in FIG. 27, this experi 
ment was able to detect bound hepcidin, Suggesting that it 
might be possible to measure hepcidin in a sandwich format. 
The sensitivity of this assay was low, however, indicating that 
the ability of two antibodies to bind simultaneously to hepci 
din may represent a rare event. 

Example 30 

Monoclonal Antibodies in a Sandwich Immunoassay 
for Hepcidin 

0540. The following Example describes a sandwich 
immunoassay to determine hepcidin levels in a sample. 
0541. Using Biacore analysis, a surface coated with anti 
body 1S1 was tested for the concurrent binding of hepcidin 
and another antibody (FIG. 28). Immobilization of anti-Hepc 
antibody 1S1 to the sensor chip surface was performed 
according to manufacturers instructions using a continuous 
flow of 0.005% P-20/PBS buffer. Briefly, carboxyl groups on 
the sensor chip Surfaces were activated by injecting 60 uL of 
a mixture containing 0.2 MN-ethyl-N'-(dimethylaminopro 
pyl)carbodiimide (EDC) and 0.05 MN-hydroxysuccinimide 
(NHS). This was followed by injecting 1S1 diluted in 10 mM 
acetate, pH 4.0 at concentrations between 20 ug/mL. Excess 
reactive groups on the Surfaces were deactivated by injecting 
60 uL of 1 Methanolamine. Final immobilized levels were 
5,000-6,000 resonance units (RU) for the Ab 1S1 surface. A 
blank, mock-coupled reference Surface was also prepared on 
the sensor chip. 20 nM E. coli-derived human hepcidin was 
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injected over and bound to the 1S1 antibody surface. Then 50 
nMantibody 2.7, 23F11, 26F11, and 1S1 were injected over 
the hepcidin/1S1 surface. After the antibody injection, the 
surfaces were regenerated by injecting 30 uL 10 mM HCl pH 
2.O. 
0542. There was a high selectivity of binding in the form 
of complexes. The murine antibody 2.7, which was used in 
the competitive assay above, was notable to form a sandwich 
pair with 1 S1, and 26F11 showed markedly lower ability to 
bind to hepcidin concurrently with 1 S1 than did 23F11. 

Example 31 
Monoclonal Antibodies Raised Against Mature 
Hepcidin can be Used to Construct a Sandwich 

ELISA 

0543. Following the Biacore result obtained in Example 
30, 1100 antibodies which had previously been demonstrated 
to have reactivity with hepcidin were screened for the ability 
to “pair with 1S1. Only 11 antibodies, or approximately 1%, 
were identified that were suitable. It therefore appears that the 
ability to form “pairs” that are usable in developing sandwich 
assays for hepcidin are rare. When 1 S1 and 23F11 were 
assembled into a sandwich ELISA format, the sensitivity of 
the immunoassay for detecting hepcidin levels was improved 
by 50-fold. As shown in FIG. 29, the assay proved capable of 
measuring levels of hepcidin in normal sera after a 50-fold 
pre-dilution step. The axis represents the hepcidin levels pre 
dilution. 

Example 32 
Competitive Binding Assay 

0544 The following Example describes a competitive 
binding assay to determine hepcidin levels. In one protocol, 
unlabeled hepcidin present in serum competes with biotiny 
lated hepcidin for binding to an anti-hepcidin antibody (e.g., 
Antibody 2.7). 
0545 Hepcidin levels were determined using hepcidin 
standards of varying concentrations (from 1.4-300 ng/ml) 
spiked into buffer (5% BSA:I-block), rabbit serum, orpooled 
human serum. Hepcidin was added to equal Volumes of 40 
ng/mL of Ab2.7 and incubated for 120 minutes. 25ul/well of 
mixed solution was added to Black half area plates coated 
with 1-2 ug/mL GXM capture antibody. 25 uL/well of bioti 
nylated hepcidin was added at 0.25 nM. The plate was cov 
ered with plate film sealer and incubated at room temperature 
(25°C.) on a plate shaker at arounds200 RPM for around 60 
minutes. The plate was washed and then 50 LL/well of Poly 
horseradish peroxidase amplification reagent at 1:2000 was 
added. The plate was allowed to sit for 30 minutes and was 
then washed with a plate washer using PBS or KPL buffer 6 
times. The plate was patted dry and a luminescent Substrate 
(Femto or Pico) was quickly added. The plate was read with 
luminometer (ex: Limax 340) for 1 second using Femto or 
Pico Substrate. Results indicated that hepcidin was measur 
able at a concentration range of 1-100 ng/ml in both the rabbit 
serum and buffer. (FIG. 30). 
0546 Pooled human serum appeared to have an existing 
hepcidin level of greater than 20 ng/ml. It was determined that 
the levels of hepcidin varied substantially in human sera, over 
the range of 1-30 ng/ml for various randomly selected sera 
(FIG. 31). 
0547. Using hepcidin standards in rabbit serum deter 
mined above, 24 random Sera from normal human Subjects 
was tested. The hepcidin levels varied from undetectable to 
over 50 ng/ml. See FIG. 32. These values were at variance 
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with the results from the levels of hepcidin measured through 
the mass spectrometry-based quantitation method described 
in co-pending co-owned U.S. patent application Ser. No. 
1 1/880,313 and International Patent Application No. PCT/ 
US2007/016477, the disclosures of which are incorporated 
herein by reference in their entirety, which generally gave 
much lower values. 

Example 33 

Comparative Results of Various Methods of 
Obtaining Hepcidin Concentration in a Biological 

Sample 
0548. The levels of hepcidin obtained by various tech 
niques including mass spectrometry (Example 25), competi 

SEQUENCE LISTING 

<16 Os NUMBER OF SEO ID NOS: 329 

<21 Oc 
<211 
<212> 

SEO ID NO 1 
LENGTH: 249 
TYPE: DNA 
ORGANISM: Mus musculus 

<4 OOs SEQUENCE: 1 
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tive ELISA (Example 32) and a sandwich ELISA (Examples 
30-31) were compared. Results are set forth in FIG. 33. 
0549. For the sake of completeness of disclosure, all 
patent documents and literature articles cited herein are 
expressly incorporated in this specification by reference in 
their entireties. 

0550 The foregoing description and examples have been 
set forth merely to illustrate the invention and are not intended 
to be limiting. Since modifications of the described embodi 
ments incorporating the spirit and Substance of the invention 
may occur to persons skilled in the art, the invention should be 
construed broadly to include all variations within the scope of 
the appended claims and equivalents thereof. 

atggcactica gcact cqgac cc aggctgcc tdtct cotgc titct cotcct togc.ca.gc.ctg 60 

agcagdacca cctat ct coa toaacagatg agacagacta cagagctgca gcctittgcac 12O 

ggggaagaaa gCagggcaga cattgcgata ccaatgcaga agagaaggaa gagaga cacc 18O 

aact tcc cca totgcatctt ctdctgtaaa togctgtaa.ca attcc.cagtg togt atctgt 24 O 

tgcaaaa.ca 249 

<21 Os SEQ ID NO 2 
&211s LENGTH: 83 
212s. TYPE: PRT 
<213> ORGANISM: Mus musculus 

<4 OOs SEQUENCE: 2 

Met Ala Lieu. Ser Thr Arg Thr Glin Ala Ala Cys Lieu. Lieu Lleu Lleu Lieu. 
1. 5 1O 15 

Leu Ala Ser Leu Ser Ser Thr Thr Tyr Lieu. His Glin Gln Met Arg Glin 
2O 25 3 O 

Thir Thr Glu Lieu. Glin Pro Lieu. His Gly Glu Glu Ser Arg Ala Asp Ile 
35 4 O 45 

Ala Ile Pro Met Gln Lys Arg Arg Lys Arg Asp Thr Asn. Phe Pro Ile 
SO 55 60 

Cys Ile Phe Cys Cys Lys Cys Cys Asn Asn Ser Glin Cys Gly Ile Cys 
65 70 7s 8O 

Cys Llys Thr 

<21 Os SEQ ID NO 3 
&211s LENGTH: 252 

&212s. TYPE: DNA 

<213> ORGANISM: Rattus norvegicus 

<4 OOs SEQUENCE: 3 

atggcactaa go act cqgat coaggctgcc tdtct cotgc titct cotcct ggc.ca.gc.ctg 60 

agcagcggtg cctat ct cog gcaacagacg agacagact a cqgctctgca gCCttggcat 12O 
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- Continued 

<210s, SEQ ID NO 8 
&211s LENGTH: 84 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 8 

Met Ala Lieu. Ser Ser Glin Ile Trp Ala Ala Cys Lieu. Lieu. Lieu. Lieu. Lieu. 
1. 5 1O 15 

Lieu. Leu Ala Ser Lieu. Thir Ser Gly Ser Val Phe Pro Glin Glin Thr Gly 
2O 25 3O 

Glin Lieu Ala Glu Lieu Gln Pro Glin Asp Arg Ala Gly Ala Arg Ala Ser 
35 4 O 45 

Trp Met Pro Met Phe Glin Arg Arg Arg Arg Arg Asp Thr His Phe Pro 
SO 55 6 O 

Ile Cys Ile Phe Cys Cys Gly Cys Cys His Arg Ser Lys Cys Gly Met 
65 70 7s 8O 

Cys Cys Llys Thr 

<210s, SEQ ID NO 9 
&211s LENGTH: 25 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 9 

Asp Thr His Phe Pro Ile Cys Ile Phe Cys Cys Gly Cys Cys His Arg 
1. 5 1O 15 

Ser Lys Cys Gly Met Cys Cys Llys Thr 
2O 25 

<210s, SEQ ID NO 10 

<4 OOs, SEQUENCE: 10 

OOO 

<210s, SEQ ID NO 11 

<4 OOs, SEQUENCE: 11 

OOO 

<210s, SEQ ID NO 12 
&211s LENGTH: 330 
&212s. TYPE: DNA 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 12 

alacatcgtgc tigacccaatc. tcc agcttct ttggctgttgt Ctctagggca gagggccacc 6 O 

at at CCtgca gagccagtga aagtgttgat agittatggca at agtttitat gcactgg tac 12 O 

cago agaaac caggacagcc acccaaactic ct catctato ttgcatccaa cctagaatct 18O 

gggg.tcCCtg C caggttcag tigcagtggg totagga cag acttic accct cac cattgat 24 O 

Cctgtggagg Ctgatgatgc tigcaacct at tactgtcagc aaaataatga ggat.cggacg 3OO 

titcggtggag gcaccalagct ggaaatcaaa 33 O 

<210s, SEQ ID NO 13 
&211s LENGTH: 110 

212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 
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- Continued 

<4 OOs, SEQUENCE: 13 

Asn. Ile Val Lieu. Thr Glin Ser Pro Ala Ser Lieu Ala Val Ser Lieu. Gly 
1. 5 1O 15 

Glin Arg Ala Thir Ile Ser Cys Arg Ala Ser Glu Ser Val Asp Ser Tyr 
2O 25 3O 

Gly Asn Ser Phe Met His Trp Tyr Glin Glin Llys Pro Gly Glin Pro Pro 
35 4 O 45 

Llys Lieu. Lieu. Ile Tyr Lieu Ala Ser Asn Lieu. Glu Ser Gly Val Pro Ala 
SO 55 6 O 

Arg Phe Ser Gly Ser Gly Ser Arg Thr Asp Phe Thr Lieu. Thir Ile Asp 
65 70 7s 8O 

Pro Val Glu Ala Asp Asp Ala Ala Thr Tyr Tyr Cys Glin Glin Asn. Asn 
85 90 95 

Glu Asp Arg Thr Phe Gly Gly Gly. Thir Lys Lieu. Glu Ile Llys 
1OO 105 11 O 

<210s, SEQ ID NO 14 
&211s LENGTH: 357 
&212s. TYPE: DNA 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 14 

Cagatc.cagt tdtacagtic tigacctgag ctgaagaagc Ctggagaga C agt caagat C 6 O 

t cctgcaagg Cttctgggta tacct tcaca acctatggala tagctgggit gaaac aggct 12 O 

cCaggaaagg gtttaaagtg gatgggctgg ataaacacct act ctggagt gccalacatat 18O 

gctgatgact tca agggacg gtttgcct tc tictittggaaa cct ctdccag cactgccitat 24 O 

ttgcagat.ca acaacct caa aaatgaggac acggctacat atttctgtgc aagct tatgg 3OO 

tact acggta gggcctittga C tactggggc Caaggcacca citct cacagt Ctcct Ca 357 

<210s, SEQ ID NO 15 
&211s LENGTH: 119 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 15 

Glin Ile Glin Lieu Val Glin Ser Gly Pro Glu Lieu Lys Llys Pro Gly Glu 
1. 5 1O 15 

Thr Val Lys Ile Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Thr Tyr 
2O 25 3O 

Gly Met Ser Trp Val Lys Glin Ala Pro Gly Lys Gly Lieu Lys Trp Met 
35 4 O 45 

Gly Trp Ile Asn Thr Tyr Ser Gly Val Pro Thr Tyr Ala Asp Asp Phe 
SO 55 6 O 

Lys Gly Arg Phe Ala Phe Ser Lieu. Glu Thir Ser Ala Ser Thr Ala Tyr 
65 70 7s 8O 

Lieu. Glin Ile Asn. Asn Lieu Lys Asn. Glu Asp Thr Ala Thr Tyr Phe Cys 
85 90 95 

Ala Ser Lieu. Trp Tyr Tyr Gly Arg Ala Phe Asp Tyr Trp Gly Glin Gly 
1OO 105 11 O 

Thir Thir Lieu. Thir Wal Ser Ser 
115 
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- Continued 

<210s, SEQ ID NO 16 
&211s LENGTH: 15 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 16 

Arg Ala Ser Glu Ser Val Asp Ser Tyr Gly Asn Ser Phe Met His 
1. 5 1O 15 

<210s, SEQ ID NO 17 
&211s LENGTH: 7 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 17 

Lieu Ala Ser Asn Lieu. Glu Ser 
1. 5 

<210s, SEQ ID NO 18 
&211s LENGTH: 8 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 18 

Glin Glin Asn. Asn. Glu Asp Arg Thr 
1. 5 

<210s, SEQ ID NO 19 
&211s LENGTH: 5 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 19 

Thr Tyr Gly Met Ser 
1. 5 

<210s, SEQ ID NO 2 O 
&211s LENGTH: 17 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 2O 

Trp Ile Asn Thr Tyr Ser Gly Val Pro Thr Tyr Ala Asp Asp Phe Lys 
1. 5 1O 15 

Gly 

<210s, SEQ ID NO 21 
&211s LENGTH: 10 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 21 

Lieu. Trp Tyr Tyr Gly Arg Ala Phe Asp Tyr 
1. 5 1O 

<210s, SEQ ID NO 22 

<4 OOs, SEQUENCE: 22 

OOO 

<210s, SEQ ID NO 23 
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- Continued 

<4 OOs, SEQUENCE: 23 

OOO 

<210s, SEQ ID NO 24 
&211s LENGTH: 330 
&212s. TYPE: DNA 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 24 

gacattgttgc tigacccaatc. tccagcttct ttggctgtgt Citctagggca gagggccacc 6 O 

at at CCtgca gagccagtga aagtgttgat agittatggca at agtttitat gcactgg tac 12 O 

cago agaaac caggacagcc acccaaactic ct catctato gtgcatccaa cctagaatct 18O 

gggat.ccctg. C Caggttcag tigcagtggg totagga cag acttic accct cac cattaat 24 O 

Cctgtggagg Ctgatgatgt to aacct at tactgtcacc aaagtaatga ggagtacacg 3OO 

titcggagggg ggaccalagct ggaaataaaa 33 O 

<210s, SEQ ID NO 25 
&211s LENGTH: 110 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 25 

Asp Ile Val Lieu. Thr Glin Ser Pro Ala Ser Lieu Ala Val Ser Lieu. Gly 
1. 5 1O 15 

Glin Arg Ala Thir Ile Ser Cys Arg Ala Ser Glu Ser Val Asp Ser Tyr 
2O 25 3O 

Gly Asn Ser Phe Met His Trp Tyr Glin Glin Llys Pro Gly Glin Pro Pro 
35 4 O 45 

Llys Lieu. Lieu. Ile Tyr Arg Ala Ser Asn Lieu. Glu Ser Gly Ile Pro Ala 
SO 55 6 O 

Arg Phe Ser Gly Ser Gly Ser Arg Thr Asp Phe Thr Lieu. Thir Ile Asn 
65 70 7s 8O 

Pro Val Glu Ala Asp Asp Val Ala Thr Tyr Tyr Cys His Glin Ser Asn 
85 90 95 

Glu Glu Tyr Thr Phe Gly Gly Gly Thr Lys Lieu. Glu Ile Llys 
1OO 105 11 O 

<210s, SEQ ID NO 26 
&211s LENGTH: 354 
&212s. TYPE: DNA 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 26 

Cagatc.cagt tdtacagtic tigacctgag ctgaagaagc Ctggagaga C agt caagat C 6 O 

t cctgcaagg Cttctgggta tacct tcaca acctatggala tagctgggit gaaac aggct 12 O 

cCaggaaagg gtttaaagtg gatgggctgg ataaatacct act ctggagt gccalacatat 18O 

gctgatgact tca agggacg gtttgcct tc tictittggaaa cct ctdccag cactgccitat 24 O 

ttgcagat.ca acaacct caa aaatgaggac acggctacat atttctgtgg aagagaccac 3OO 

tact acgggg aggttgctta Ctgggggcaa gggactctgg to actgtct c teca 3.54 

<210s, SEQ ID NO 27 
&211s LENGTH: 118 
212. TYPE: PRT 
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&213s ORGANISM: 

<4 OOs, SEQUENCE: 

Glin 
1. 

Ile Glin Lieu 

Thir Wall Ile Lys 

Met Ser 
35 

Gly Trp 

Gly Trp Ile Asn 
SO 

Lys Phe 
65 

Gly Arg 

Lieu. Glin Ile Asn 

His 
1OO 

Gly Arg Asp 

Wall. Thir 
115 

Lell Wall 

<210s, SEQ ID NO 
&211s LENGTH: 15 
212. TYPE: PRT 

&213s ORGANISM: 

<4 OOs, SEQUENCE: 

Arg Ala Ser Glu 
1. 

<210s, SEQ ID NO 
&211s LENGTH: 7 
212. TYPE: PRT 

&213s ORGANISM: 

<4 OOs, SEQUENCE: 

Arg Ala Ser Asn 
1. 

<210s, SEQ ID NO 
&211s LENGTH: 8 
212. TYPE: PRT 

&213s ORGANISM: 

<4 OOs, SEQUENCE: 

His Glin Ser Asn 
1. 

SEQ ID NO 
LENGTH: 5 
TYPE PRT 
ORGANISM: 

<4 OOs, SEQUENCE: 

Thr Tyr Gly Met 
1. 

<210s, SEQ ID NO 
&211s LENGTH: 17 

212. TYPE: PRT 
&213s ORGANISM: 

Homo sapiens 

27 

Wall 
5 

Gln Ser Gly 

Ser Ala 

Wall Glin Ala 
4 O 

Thir Ser 
55 

Gly 

Ala Phe 
70 

Ser Luell 

Asn Lieu. Asn 
85 

Lys 

Tyr Gly Glu 

Ser Ala 

28 

Homo sapiens 

28 

Pro 

Ser 
25 

Pro 

Wall 

Glu 

Glu 

Wall 
105 

Glu 
1O 

Gly 

Gly 

Pro 

Thir 

Asp 
90 

Ala 

Luell 

Tyr 

Lys 

Thir 

Ser 

Thir 

61 

- Continued 

Thir 

Gly 

Tyr 
6 O 

Ala 

Ala 

Trp 

Phe 

Lell 
45 

Ala 

Ser 

Thir 

Gly 

Pro 

Thir 
3O 

Asp 

Thir 

Glin 
11 O 

Gly 
15 

Thir 

Trp 

Asp 

Ala 

Phe 
95 

Gly 

Ser Val Asp Ser Tyr Gly Asn Ser Phe Met His 
5 

29 

Homo sapiens 

29 

Lieu. Glu Ser 
5 

3 O 

Homo sapiens 

3 O 

Glu Glu Tyr Thr 
5 

31 

Homo sapiens 

31 

Ser 
5 

32 

Homo sapiens 

15 

Glu 

Tyr 

Met 

Phe 

Tyr 

Cys 

Thir 

Jan. 17, 2013 



US 2013/001817.6 A1 Jan. 17, 2013 
62 

- Continued 

<4 OOs, SEQUENCE: 32 

Trp Ile Asn Thr Tyr Ser Gly Val Pro Thr Tyr Ala Asp Asp Phe Lys 
1. 5 1O 15 

Gly 

<210s, SEQ ID NO 33 
&211s LENGTH: 9 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 33 

Asp His Tyr Tyr Gly Glu Val Ala Tyr 
1. 5 

<210s, SEQ ID NO 34 

<4 OOs, SEQUENCE: 34 

OOO 

<210s, SEQ ID NO 35 

<4 OOs, SEQUENCE: 35 

OOO 

<210s, SEQ ID NO 36 
&211s LENGTH: 330 
&212s. TYPE: DNA 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 36 

gacattgttgc tigacccaatc. tccagcttct ttggctgtgt Citctagggca gagggccacc 6 O 

at at CCtgca gagccagtga aagtgttgat agttittggca at agtttitat gcactgg tac 12 O 

cagotgaaac caggacagcc acccaaactic ct catctato gtgcatccaa cctagaatct 18O 

gggat.ccctg. C Caggttcag tigcagtggg totagga cag acttic accct cac cattaat 24 O 

Cctgtggagg Ctgatgatgt to aattt at tactgtcagc aaagtaatga ggagtacacg 3OO 

titcggagggg ggaccalagct ggaaataaaa 33 O 

<210s, SEQ ID NO 37 
&211s LENGTH: 110 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OO > SEQUENCE: 37 

Asp Ile Val Lieu. Thr Glin Ser Pro Ala Ser Lieu Ala Val Ser Lieu. Gly 
1. 5 1O 15 

Glin Arg Ala Thir Ile Ser Cys Arg Ala Ser Glu Ser Val Asp Ser Phe 
2O 25 3O 

Gly Asn Ser Phe Met His Trp Tyr Gln Leu Lys Pro Gly Glin Pro Pro 
35 4 O 45 

Llys Lieu. Lieu. Ile Tyr Arg Ala Ser Asn Lieu. Glu Ser Gly Ile Pro Ala 
SO 55 6 O 

Arg Phe Ser Gly Ser Gly Ser Arg Thr Asp Phe Thr Lieu. Thir Ile Asn 
65 70 7s 8O 

Pro Val Glu Ala Asp Asp Wall Ala Ile Tyr Tyr Cys Glin Glin Ser Asn 
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85 90 

63 

- Continued 

Glu Glu Tyr Thr Phe Gly Gly Gly Thr Lys Lieu. Glu Ile Llys 
105 

<210s, SEQ ID NO 38 
&211s LENGTH: 
&212s. TYPE: DNA 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 

3.54 

38 

Cagatc.cagt tdtacagtic tigacctgag ctgaagaagc 

t cctgcaagg 

cCaggaaagg 

gctgatgact 

ttgcagat.ca 

cittctgggta tacct tcaca accitatggaa 

gtttaaagtg gatgggctgg ataaacacct 

t catgggacg gtttgcct tc tictittggaaa 

acaacct caa aaatgaggac acggctacgt. 

tact acgggg aggttgctta Ctgggggcaa gggactctgg 

<210s, SEQ ID NO 39 
&211s LENGTH: 
212. TYPE : 

&213s ORGANISM: 
PRT 

<4 OOs, SEQUENCE: 

Glin 
1. 

Thir 

Gly 

Gly 

Met 
65 

Lell 

Ala 

Lell 

< 4 OOs 

Ile Glin Lieu 

Wall 

Met 

Trp 
SO 

Gly 

Glin 

Arg 

Wall 

Lys 

Ser 
35 

Ile 

Arg 

Ile 

Asp 

Thir 
115 

Ile 

Trp 

Asn 

Phe 

Asn 

Arg 

Wall 

PRT 

SEQUENCE: 

Arg Ala Ser Glu 
1. 

<210s, SEQ ID NO 
&211s LENGTH: 7 
212. TYPE : 

&213s ORGANISM: 
PRT 

<4 OOs, SEQUENCE: 

Arg Ala Ser Asn 

15 

118 

Homo sapiens 

39 

Val Glin Ser Gly Pro Glu Lieu 
5 1O 

Ser Cys Lys Ala Ser Gly Tyr 
25 

Val Lys Glin Ala Pro Gly Lys 
4 O 

Thir Ser Ser Gly Val Pro Thr 
55 

Ala Phe Ser Lieu. Glu Thir Ser 
70 7s 

Asn Lieu Lys Asn. Glu Asp Thr 
85 90 

Tyr Tyr Gly Glu Val Ala Tyr 
105 

Ser Ala 

SEQ ID NO 4 O 
LENGTH: 
TYPE : 

ORGANISM: Homo sapiens 

4 O 

11 O 

Ctggagagac 

tgagctgggt 

Cct ctggagt 

cct ctoccag 

atttctgtgc 

t caccgt.ctic 

Thir 

Gly 

Tyr 
6 O 

Ala 

Ala 

Trp 

Phe 

Lell 
45 

Ala 

Ser 

Thir 

Gly 

Pro 

Thir 

Asp 

Thir 

Glin 
11 O 

95 

agt caagat C 

gaaac aggct 

gccaa.catat 

cactgccitat 

aagaga.ccgc 

tgca 

Gly 
15 

Thir 

Trp 

Asp 

Ala 

Phe 
95 

Gly 

Ser Val Asp Ser Phe Gly Asn Ser Phe Met His 

41 

Homo sapiens 

41 

Lieu. Glu Ser 

15 

Glu 

Met 

Phe 

Tyr 

Thir 

6 O 

12 O 

18O 

24 O 

3OO 

3.54 

Jan. 17, 2013 
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<210s, SEQ ID NO 42 
&211s LENGTH: 8 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 42 

Gln Glin Ser Asn Glu Glu Tyr Thr 
1. 5 

<210s, SEQ ID NO 43 
&211s LENGTH: 5 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 43 

Thr Tyr Gly Met Ser 
1. 5 

<210s, SEQ ID NO 44 
&211s LENGTH: 17 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 44 

64 

- Continued 

Trp Ile Asn Thr Ser Ser Gly Val Pro Thr Tyr Ala Asp Asp Phe Met 
1. 5 

Gly 

<210s, SEQ ID NO 45 
&211s LENGTH: 9 
212. TYPE: PRT 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 45 

Asp Arg Tyr Tyr Gly Glu Val Ala Tyr 
1. 5 

<210s, SEQ ID NO 46 

<4 OOs, SEQUENCE: 46 

OOO 

<210s, SEQ ID NO 47 

<4 OOs, SEQUENCE: 47 

OOO 

<210s, SEQ ID NO 48 
&211s LENGTH: 317 
&212s. TYPE: DNA 

<213> ORGANISM: Homo sapiens 

<4 OOs, SEQUENCE: 48 

a catccagat gacccagt ct 

t cagctgcaa agcaagttcag 

gaga agct co caaact cotg 

ggttcagtgg cagtggat ct 

cott cact co 

aat atttaca 

at at attata 

ggtacagatt 

tgtcago atc 

agtacttaaa 

caaacagttt 

toacacttac 

tgttgggagac 

Ctggitat cag 

gcaaacgggc 

cat cagcagc 

15 

agagt cactic 

caaaagcttg 

at CCC at Caa 

Ctgcagcctg 

6 O 

12 O 

18O 

24 O 

Jan. 17, 2013 


































































































































































































