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B)

LAXRGGGRKIXFXRETVIMKYLXAYGPAAGLLLLAAQPAMAQVKLLESGP
GLVAPSESLSITCTISGFSLTDDGVSWIRQPPGKGLEWLGVIWGGGSTYF
NSLFKSRLSITRDNSKSQVFLEMDSLQTDDTAMYYCAKHDGHETMDYWGO
GTSVTVSSSKTTPPSVYPLAPGSAAQTNSMVTLGCLVKGYFPEPVTVTWN
SGSLSSGVHTFPAVLQSDLYTL: VTVPSSTWPSETVTCNVAHPASSTK
VDKKIVPRDCTSHHHHEH*ASLVVAVALHSFVXIKANRRPAX

DNA: TTGGCCNCC GCGGCCG TNTATT AGTC
-I:LAXRGGGRKIXFXRETV

DNA: ATAAT CTTTTNGCCTACGGGCCAGCC TGTTATTACTC
~1: T M K YL XAYGPAAGLTLL.IL
pComb3 vector Xhol Vb primer

: GCTGCCCAACCAGCCATGGCCC AACTGCTCGAGTCAGGACCTGGC

-1:A A Q PAMAQVY XKLILESTSGTZ PG

DNA: CTGGTGGCGCCCTCAGAGAGCCTGTCCATC] CACTATCTCAGGGTT
-1:L VvV APSESTLSTITT CTTISGF

DNA: TCAT' TG mrce(;cz\sccrr‘r T
-1:§ L T DD GV § W I QP PG K G
DNA: CT CTTTAATTCA

T
-1: L E WL GVIWGGGST

DNA: CTTTTCAARTCCAGACTGAGCATCACCAGGGACAACTCTARGA
-1:L F K § R L § I T R DN S K S Q V

DNA: TTCTTAGAAATGGACAGAc1ACAAA(,TGATGncAcAGccATGTACTACTGc
-1: ¥ L E M DS L QTDUDTA AM

: GCCARA ACGA TCAAGGAACCTCA
:AKHDGHETHDYNGQGTS

DNA: GTCACCGTCTCCTCATCCARAACGACACCCCCATCTGTCTATCCACTGEC
-1:v T Vs s s KT T®T?@®?PSV Y P LA

DNA: CCTGGATCTGCTGCCCAAACTAACTCCATGGTGACCCT TGCCTGGT!
-1:» 6 S AAQTNSMVYVTLGT CTLYV

DNA: AAGGGCTATTTCCCTGAGCCAGTGACAGTGACCTGGAACTCTGGATCCCTG
~1:!K 6 Y F P E PV TVTWNSG

DNA: TCCAGCGGTGTGCACACCTTCCCAGCTGTCCTGCAGTCTGACCTCTACACT
-1:$ 8 6 VHTFPAVLOQS

DNA: CTGAGCAGCTCAGTGACTGTCCCCTCCAGCACCTGGCCCAGCGAGACCGTC
L $ S S VT VPSS TW

TGCAACGTTGCCCACCCEGECAGCAGCAC A

=1 T C N V A H P A S 8§ T K.V D K K
Cul(v1) Primer Spel His tag

TGCCC TAGTCATCATCATCATCATCATTAAGCTAGCCT

¢V P R D CT S EHHHHEH*A S L

"l

DNA: GTGGT TGGCTCTCCATTCGTTTGTGAN TCGNAGA
“1:V V A VATLUBSFUV X TIE KA ANRR

DNA: CCTGCNCNA
-1: P A X
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XHNPIPMPPAAAGLLLLAAQPAMAELVMTQSPKFMSTSIGDRVNITCKAT
QNVRTAVIWYQQKPGQSPQALIFLASNRETGVPARFTGSGSGTDFTLTIN
NVKSEDLADYFCLQHWNYPLTFGSGTKLEIKRADAAPTVSIFPPSSEQLT
SGGASVVCFLNNFYPKDINVKWKIDGSERQNGVLNSWTDQDSKDSTYSMS
STLTLTKDEYERHNSYTCEATHKTSTSPIVKSFNRGEC* * SRVKRXQSXG
GPGTPIRPIGXPYYNSLGGGFQ

B)

DNA: NANGTCATAATCCAATACCTATGCCTAC! \GCCGC! TGTTATTAC
+3: X H N P I P MPTAARGTLTLTLL
pComb3 vector SacI  Vi(x) primer

DNA: TCGCTGCCCAACCAGCCATGGCCGAGCTCGTGATGACCCAGTCTCCARAAT
43: A A QP AMAETLVMTOQS K F

DNA: TCATGTCCACATCAATAGGAGACAGGGTCAATA]‘CACCIGFA)\GG(‘CAC c
43: ¥ § T § I G DRV N IT K [

DNA: AGAATGTTCGTACTGCTGTTACCTGGTATCAACAGARACC TCTC
#3: N V R T AV TW Y QQKPGOQS P

DNA: CTCAAGCACTGATTTTCTTGGCATCC TGGTETCCCTGCTC
#3: Q AL I FLASVNREHETGV P AR

DNA: GATTCACAGG CT TTTCACTCTCACCATTARCAATG
43: F T 6 S G § G T DFTLTTINNV

DNA: TGARATCT \CCTGGC TATTTCTGTCTACAACATTGGAATTATC
43 K S E D L A DY F CLQHUMWIN N Y P

DNA: CTCTCACGTTCGGCTCG T GGGCTGATGCTG
#3: L T F 6 § 6 T K L E I KR A DA A

DNA: CACCAACTGlATCCA'LLTTLCCACCATCCAGTGAGCRGTTAACPTCTGGAG
43: P T VS I F PP S S EOQTLT

DNA: GTGCCTCAGTCGTGTGCTTCTTGAACARCTTCTACCCCARAGACATCAATG
43: B S VV CFILNENTFTYTPEKTDTINV

DNA: TCARGTGGAAGATTGATGGCAGTGAACGACAAAATGGCGTCCTGAACAGTT
#3: K W K I D G S E R QNG UV L NS W

Bcll
DNA: GGACTGATCAGGACAGCAARGACAGCACCTACAGCATGAGCAGCACCCTCA
#3: TD QDS KDSTYSMSSTTLT

DNA: CGITGACCAAGGACGAGTATGAACGACATAACAGCTATACCTGTGAGGCCA
+3:

DNA: CTCACAAGACATCAACTTCACCCATTGTCAAGAGL“]‘TCAA
432

Stop Xhal NotI
DNA: Q__TAGTAATCTAGAGTTAAGCGGCCGCAATCoRGGGGGGGCCCGGTACCCC
43: * * S RV KRPQSRGGEPUV P OQ

DNA: ARTTCGCCC! d GTATTACAATTCAC TTIC
+#3: F A L * 6 X R I T I KW AAUV F X

DNA: AN
431

gooao

A)
ATNCTTINTTGTTCCTTICTATGCGGCCCAGCCGGCCATGGCCCAGGTCCAGCTG

CAGGAGTCAGGAACTGAAGTGGTAAAGCCTGGGGCTICAGTGAAGTTG !{ gig‘;gigg CAGTGAAGTTGTCCT
A TG ACATCT] GCAAGGCTTCTGGCTACATCTTCACAAGTTATGATATAGACTGGGTGAGGCAG

ACGCCTGAACAGGGACTTGAGTGGATTGGATGGATTTTTCCTGGAGAGGGGA
GTACTGAATACAATGAGAAGTTCAAGGGCAGGGCCACACTGAGTGTAGACAA

GTCCTCCAGCACAGCCTATATGG. G CT GAC
CTGTCTATTTCTGTGCTAGAGGGGACTACTATAGGCGCTACTTTIGACTTGTGGG

GCCAAGGGACCACGGTCACCGTCTCCTCATGTGGAGGCGGTTCAGGCGGAGG
TGGCTCTGGCGGTGGCGGATCTGACATTGAGCTCACCCAGTCTCCAGCAATCA
TGTCTGCATCTCCAGGGGAGAGGGTCACCATGACCTGCAGTGCCAGCTC
AAGTATACGTTACATATATTGGTACCAACAGAAGCCTGGATCCTCCCCCA
GACTCCTGATTTATGACACATCCAACGTGGCTCCTGGAGTCCCITTTCGC
TTCAGTGGCAGTGGGTCTGGGACCTCTTATTCTCTCACAATCAACCGAAT
GGAGGCTGAGGATGCTGCCACTTATTACTGCCAGGAGTGGAGTGGTTAT
CCTCTCACGTTCGGCTCGGGCACCAAGCGGGAAATCAAACGGGCGGCCGC
AGGTGCGCCGGTGCCGTATCCGGATCCGCTGGAACCGCGTGCCGCATAGACTG
TTGAA

B)

MAQVQLOESGTEVVKPGASVKLSCKASGYIFTSYDIDWVRQTPEQGLEWIG
WIFPGEGSTEYNEKFKGRATLSVDKSSSTAYMELTRLTSEDSAVYFCARG
DYYRRYFDLWGQGTTVTVSSGGGGSGGGGSGGGGSDIELTQSPAIMSASP
GERVTMTCSASSSIRYIYWYQQKPGSSPRLLIYDTSNVAPGVPFRESGSG
SGTSYSLTINRMEAEDAATYYCQEWSGYPLTFGSGTKREIKRAAAGAPVP
YPDPLEPR
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4
tegetgeccaaccagecATGgcccaggtgaaactgetegagtcaggacctggectggtgg 35
cgcectcagagagectgtceccatcacatgecactatctcagggttctecattaacegacgatg 3

gtgtaagctggattcggcagcctccaggaaagggtctggagtggetgggagtaatatggg
gtggtggaagcacatactttaattcacttttcaaatccagactgagcatcaccagggaca
actctaagagccaagttttcttagaaatggacagtctacaaactgatgacacagccatgt

£
i,
actactgcgccaaacatgacggacacgagactatggactattggggtcaaggaacctcag 15
tcaccgtctcctcatccaaaacgacacccccatctgtctatccactggececctggatctg 1
ctgcccaaactaactccatggtgaccctgggatgcctggtcaagggctatttecctgage 08
cagtgacagtgacctggaactctggatcectgtccageggtgtgcacacctteccagetyg o . B = m o o o
tcctgcagtctgacctcetacactetgagcagetcagtgactgteeccectecagcacetygge o T T &
ccagcgagaccgtcacctgcaacgtigcccacecggecagcagcaccaaggtggacaaga g 8 = g T T a2 r 88 g g =z § § Q
aaattgtgcccagygattgtactagtagtogcgaaggtagtyqatagcdgagqtageaqty S S SgTgpgSeedss s 2
gcggaggttetggtggeggaggttecgaattectegaggtgeccatccaaaaagtecaag 8 ¢ ¢ 2 g ¢ 2 gg¢g 9 g E e N
atgacaccaaaaccctcatcaagacaattgtcaccaggatcaatgacatttcacacacge g 8§ N NEgNKNZZEg 3 g g g 'S ;
agtcagtctectecaaacagaaagtcaccggtttggacttcattectgggetecacceca N 8 RN §
tectgaccttatccaagatggaccagacactggcagtctaccaacagatcctcaccagta AV
tgccttceccagaaacgtgatccaaatatccaacgacctggagaacctcecgggatettctte
acgtgctggecttctctaagagetgccacttgecctgggccagtggectggagaccttgg OO0Qgog
acagcctggggggtgtcctggaagcttcaggctactccacagaggtggtggccctgagea
ggctgcaggggtctctgcaggacatgetgtggcagetggacctcagecctgggtgeacta 45
gtcatcatcatcatcatcatTAAgctagectagtggtggeggtggeteteca 4
35 F
B) g i
§% ;
Magvkllesgpglvapseslsitctisgfsltddgvswirgppgkglewlgviwgggsty 312 §
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Leptin + ZMC2 (10)
Leptin + ZMC2 (5)



oooogoag

tk PBL OKT3

HRE

G

btk PBL OKT3 M

B
(#icD3) #HR1 (10%HS) 6 0Ff (CD3) EHK2 (5%HS) 6 0B
F 1

Donor #1
100000 3 = e =1
R = ——— B
75000 3 - =
E 50000 -] E-
o, o
e
© 25000 | w
——— Leptin 100 ng/ml
0
0,01 ﬂ,‘! |‘ 10
HL7FYR ZMC2 pg/mL
e+ PBL OKT3 # D
(#CD3) £EB®R3 (5%HS) 6 0kfH
Fr—#2
125000
Donor #2
~, 100000 -} T =
@ =
75000 - M S
s 50000 - a E
S — . EEHH S
25000 - ——+——  Leptin 100ng/ml
———a——  Leptin 10ng/m!
0 T T T T T
SES SN S

o

HODbR2 R&DYAFARX pg/mL

100000

50000 -]

25000 -

Fr—#2
Donor#2

75000 -
I

50000 -|
—e— il
B0 A Leptin 100ng/ml

— e Leptin 10ng/ml

0

T T T

R SR
& §

o
K
HVv/F R ZMC2 upg/mL

Eh PBL OKT3 #5K
(#HCD3) =84 (5%HS) 6 08

75000 -

4

it

~——4——  Leptin 100 ng/ml

—e——  Leptin 10ng/ml
o

S RN
F& R

#i0b R&DYRAFALX pg,/mL

oooogag
X a3
g
4 N
W B
A 2
~ O LN
=
Sk oo N
. et
[«
N £ Q% N
) 2 §_,; S
a *‘% & AN
o] =5 L4,
g S F§F E % " &
oom = = F 3 !
58 ® (Rl wd o
<3 v
E
& : :
R E )
¥ "?‘}24:: X 5 g r% B
N (7 NE B&re X
1N o &% » $ ¢ % N
3 [oes o 3 3 Lo %
3 r I - %o E
,% o Ai\fﬁ‘% N Nﬁ
2 R P o
z le NE + o |
= Y N e
] % D
L. | B = © "
T T T T Kd o ° n
< I o - =] 2 T T )
g 8 =2 g g 2 3 8 & A
%Y i |
< hovemdER M %oa TR IS

goooano
g E
5 P
g &
B B
85
=
g
AN
']
= 00/ =
i o
Mo | o
o |—uZy e
o 2
=n -~
] o
oR - 75 N
el = — N
; #* BN
o™ )| — (AN
B E
o - %,
NS — o
uig p
~ T T T T %o.
=3 [=3 =3 [=3 =3 <
8 8 8 8 8
& ] 2 R &
(FFy) wdo
Oooooao
p-ERK 112
ERK 112 x
s o1 2011 2011
+ +
P HODBR

goooao

pComb3/ZMC2 Fab—His 7I9ZXIFwyS

Heavy .
Cha[l:l 4

y Mistag His—#7
1 4

bk E H

Coat
Protein

I pcomh3lZMC Fal

Ampicillin®

Light
chain

JP 2007-536212 A 2007.12.13



JP 2007-536212 A 2007.12.13

(32)

goooad

oooogoag

EMFabOU=RF . Tuy Mok 2B

L oM

WMLHEXFabDUxzRAZy - 7y b

#

_ &

B

Ei

goooao

goooad

A) EPVTFU—RAD, ZMC 2B LUMABRIRIF a b DL

KB

K

Blue

#MFab?d Coomassie

vEY
e
14052

1E&
GRXUNH
VYR B

medd
AAE\MGO 1)
q B dA ey
(Tw,/8uQTr)

FaboOphk

z

TR~ A

E

B) VIF U RRES 1

[

NQXROVFTANDHO + O

cFab (ngfml) 0
tFab (pg/ml)

B OEEAT S



(33) JP 2007-536212 A 2007.12.13

oooogoag
2007536212000001.xml




m — —m ™~ ~—m ~— = @ @ @ @ @ @ @ @ ™@ ™@ ™@ & & /& & /& /& /s /e, /s /e /e, /e /e /e e /e e e e e e e e e e e e

(34)

oooooboagd

IERNATIONAL SEARCH REPORT

JP 2007-536212 A 2007.12.13

I tional Application No

PCT/EP2004/013043

CLASSIFICATION OF SUBJECT MATTER

%PC 7 C07Kl6/28 GO1N33/74 GOIN33/53
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Gategery ° | Gitation of document, with indication, where appropriate, of the relevant passages

Relavant to claim No.

X WU ZIDA ET AL: "Quantification of the
soluble Teptin receptor in human blood by
1igand-mediated immunofunctional assay”
JOURNAL OF CLINICAL EMDOCRINOLOGY AND
METABOLISM,

vol. 87, no. 6, June 2002 (2002-06), pages
2931-2939, XP002323286

ISSN: 0021-972X

abstract

page 2932, right-hand column, paragraph 2
- page 2933, right-hand column, last
paragraph

figure 2
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1-21,
33-35,
40-42

m Further documenis are listed in the continuation of hox G,
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Date of malling of tha Intamational Search report

19/04/2005

Name and mailing address of the 18A
European Patent OHfica, P.B. 5418 Fatentlaan 2
NL — 2280 HV Rijswijk
Tel. {+81-70) 340-2040, Tx. 31 651 eponl,
Fax: (+31-70} 340-3018

Authorized offlosr

Ulbrechi, M

Form PCTABA/210 (second shesl) {January 2004)



L T e T e T e T e T e T e T T T s T e O e T e T e, T e, TR s T e, T e T e T e, IO e, T e, T e, IO e, O e IO e, TR e T e T e T e T s TR e T s R s B O e T e T e T e T e T s T s T e T e T e B

(35) JP 2007-536212 A 2007.12.13

INJJERNATIONAL SEARCH REPORT ™ F——
PCT/EP2004/013043

C.{Continuation} DOCUMENTS CONSIDERED TO BE RELEVANT

Category ° | Citation of documant, with indication, where appropriate, of the relevant passages Relevant to claim Ma,
X MAINGRETTE FRITZ ET AL: “Leptin increases 1-21,
lipoprotein 1ipase secretion by 33-35,
macrophages: Involvement of oxidative 40-42
stress and protein kinase C."
DIABETES,

vol. 52, no. 8, August 2003 (2003-08),
pages 2121-2128, XP002323287

ISSN: 0012-1797

abstract

page 2121, right-hand column, last
paragraph — page 2122, left-hand cojumn,
paragraph 1

page 2123, right-hand column, paragraph 3

figure 3

X CORSONELLO A ET AL: r"Leptin-dependent 1-21,
platelet aggregation 1n healthy, 33-35,
overweight and obese subjects.” 40-42

INTERNATIONAL JOURNAL OF OBESITY,

vol. 27, no. 5, May 2003 (2003-05), pages
566-573, XF002323288

ISSN: 0307-0565

absiract

page 567, right-hand column, paragraph 5
page 569, left-hand column, paragraph 2

figure 4

X TVERSEN PER OLE ET AL: "Prevention of 1-21,
leptin binding to its receptor suppresses 33-35,
rat Teukemic cell growth by inhibiting 40-42
angiogenesis.”
BLOOD,

vol. 100, no. 12,

1 December 2002 (2002-12-01), pages
4123-4128, XP002323289

ISSMN: 0006-4971

abstract
page 4124, left-hand column, paragraph 3
figure 2

X WO 99/59614 A (YALE UNIVERSITY; 1-21,
STERRA-HONIGMANN, ROCIO, M) 33-35,
25 November 1999 (1999-11-25) 40-42
page 24, line 12 - 1ine 18
example 1

X WO 00/76552 A (BAYLOR COLLEGE OF MEDICINE) 1-21,
21 December 2000 (2000-12-21) 33-35,

40-42
page 27, line 6 - line 7
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1. m Claims Nes.: 42
because they ralate to subject matter not required to be searched by this Authority, namety:

ATthough claim 42 1s directed to a method of treatment of the human/animal
body, the search has been carried out and based on the alleged effects of the
compound/composition.

2. D Claims Nos.:

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

3. L__I Claims Nos.:
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This International Searching Authority fourd multiple ventions in this international application, as follows:

1. I:l As all required addltional search fees were timely paid by the applicant, this International Ssarch Report covers all
searchable claims.

2. D As all searchable claims could ba searched without effort justifying en additional fee, this Authorlty did not invite paymant
of any addltional fee.

3. D As only some of the required additional search feas were timely paid by the applicant, this International Search Report
cavers only those clalms for which fess were paid, specifically clalms Nos.:

4. |:| Ne required additional search fass were timely paid by the applicant. Consequently, this International Search Report is
vestrictad to the invention first mentioned in tha claims; it is covered by claims Nos.:

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

I:l No protest accompanled the payment of additionz| search fees.
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