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- H G+ AFFI NI TY ANTAGONI STS OF ELR- CXC CHEMOKI NES HELD

OF THE I NVENTI ON The present invention relates to the
field of CXC chenokine receptor antagonists. 5
VBAGNERIBND OF THE | NVENTI ON The CXC cheislazpg®e0s48
that possess the receptor-signaling glutamc
;acid-leucinearginine (ELR) notif (e.g., CXCL1l/ GRCa,
CXCL8/I1L-8; Baggiolini, M 1998. Nature. 392:565-568)

are inmportant to the influx of inflamuatory cells

that netilGHes"HNETY SNTARONISEHOF 65R-GXC CHEMQHISES

E@E' a&§r ﬁkﬁ%bgggggfhenia reperfusion injury

SR o & 10Nat ure. 365: 654-657;

Vi | b Ghrescht intntih ol k995 the/Reld of CXRESBinbKin&ebdptor GREgnists.
.NEd 152 1549 1554 , -ndotox-n1a i nduced acute

b dEJINYENIMN ( ARDS; Mukai da, N et
: T:hg 9§(C éh@ﬁbﬁ%@thﬁﬁ&sesé%e?&@ﬁhr—sl m’?g%i&w&é@:@ leucine-

ar hritis, and 1 nmune conpl ex- tﬁ oneruloneghrltls

angitee SEIR) et Gr.e o XCREGBOG] GXE bk Syiigeionni o Lo Bdyature.

395@6515@@%?@&%01@11@ APRE PAGL 8 iRHANH RS 38RAn WRHIRIeY lidh of the:
enzymes and reactive oxygen speci s from activat

ed
paalney dpmpltigleispifingsaingluding fsehemissisasrfision ey ($rkido, Nal. 1993,

NRete5Q8165PNANAE JO& ol PRost ARG PIREKir. ORN aredMEd. MSD: 192611 554),
bacterial infections this chemokine respon e

endaigraigduced acytp fespigtory distegss pindromsARDPeMulkaidagl; et al, L9798
InfAehA, RELRHGHC 18 MENN&thiES RADB@sune @Bmpl¥t-Bpt BiBinkrulonephritis

oD TS Fo B P God er Mc

h;plaﬂhal eagynes E6d regot®EPky@en SHatibd ore X itbdRItraphils @a8d and/or -

LTS T A TR TR N —
Cl(ﬁiﬂﬁklhél}éspok(sd:ispreicnﬁ la. crnﬁ&Qﬂrst lirefof défenst./Bwieven here, ELR* CXC
847-3851 rlnental nt s at. .
che{nol%n% 1SSPONZES € %nu 1wézlt : er11r nlélﬁ tlp gcbt vaTe S}nf?arr :EIFWFOO g%]fér. Ia%sngymg the
CpEeRh @lllcb@ﬁcﬂi rqgcmcurmmocrbaa tirelpeihniogs iFer §@mpleodrisiag efperimental

‘cg%%mall?e%ﬁd llﬁ.mtoH Segs\{se K‘leuhRﬁzsanorf" cgfblﬁﬁﬁz‘g %:P ]%r %1%10% %rom 85

ession rways varl
tOﬁé%t(W@Hh}h K: Bhesmbd P2 F éuftqt dmmumwém -3833). f’md cgperigicntal treatments

th;‘t%ﬁ%.ma}éecﬁ]rglalgtﬂ?hlghtmpﬁﬁsRaélge onééjﬂéc 2@%&%} of }Ei}g?)l{;l‘lill(é ﬁltdll"l]l’ﬁlt:lmIOS]S '
(Stacpmbes Bt etab 10§ ot dnides. Res. 4617380, whesein KXAS 8 curypssion dsthe

almymmb1§%}~f£aM§ neu%mwh%bﬂ&&camaﬁem ﬁ@J beaf. qw;o Y€ Pathol.
are sufficient that the deve

351 Rérigpdepsyell.¢ o‘eleéalvﬁqog Gimad b Vg %ﬁ5@28@ﬁ%@ﬁpﬂe the critical
BRIRKbNESe B%&%@&sor@esnﬁ AR &l&] 4 'vﬁgrhrﬁﬁi mﬂammaaory cell

Baggi ol i ni , d B. Moser.
respgpsey 418 gufﬁmﬁt}y da‘i“ﬁé‘“g thetshe W@WW @Eth@ﬁ%%atmkzml vayich we
caa@tobwaL1e+ dRhbRAEBSbdtomeh L‘&ea\‘drggighﬁd A(ﬁa l\zaoanalEngscr
uj a, an

eceptors Baggi ol i ni
95 M BN Msry! 8o §% 7 Biol ' Chem  271: 20545, 20550) .
l\/bStThéTHHIlchen@dkﬁlfee SienatkB@ LeDS:1ivge MBSmmBiof defll€vie teir CXCR1

s e A e R

Cl&ﬁﬂ 71 ]13)35352!]?{5'0} Wﬂﬁﬂlﬁﬁﬁl@ 8}4}3&352 ollitdogh @nesEh R fferent species that -

es ity.b
T8 Se p ot HEETaEeRy Bh rir iy PERERRD ™ araExgR2 rceptors
genes is high; higher still when conserved am no acid
substitutions are considered. Muuse and rat are
exceptions wherée these species do not have CXCR1
genes and their CXCL8 equivalent is highly divergent
fromthat of other manmmals. Interleukin 8
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5 (CXCL8) is not species specific, in that the CXCL8
protein from one species can be functional in another

'@%ﬁiﬁ;}éﬁm 1991, Cytokine 3:21-27). POE2007/000848

1$7specific for CXCL and CXCL6/granul ocyte
chenotactic protein-2 (GCP-2), while the CXCR2 binds
CXCL8 with high affinity, but al so macrophage

ax‘uﬂﬁé @W&%ﬁ%k:ﬂé@%@d{&nc@ s%%ﬁn}:i}wg@?(?s& hﬁr@(@cﬁé @hbk{ﬂaﬂly or
a I nltles

and CXCL6 wth somne
ﬁ@s@mﬁiyg&ia@é&p@q Bigh; g‘ggerl%lig en Perg7 T an@f&ﬁ%\g gu%%itutfons zére
cc%@id@r@d IMdukJ‘a%g rdt hARSEBEIR @h%\fe tH’&sd sperich dornst h@)@GR&CR)t genes and
XCR2 1 nduces equi potent che CcC res
theipGyCE S cquavalegt lalhlghl%sﬁg‘@fg‘*@ff”m at "%?tb a0, Eeglaukin8
(X ARR 99 OPecikbpeciic, Alikat HYYKCLE prcﬁnﬁfmm Gheprci@ s ’3BBdional
- 23836), and while neué:ﬁﬁﬂ¢ cytosolic free Cat+
T

incpet g sRCoieh RGP LGk e -ation in response to
CXClyBe @'X@Ra|1§@eﬂﬁdfoﬁ€ﬁdLb?‘ndﬁﬁ(¢Lﬁv’g¥mbtyjﬂ shentolpetic protein-2

Bk R eRB b R ARV, RLRIREROphl 22

inBamiato§tpratbin-2 10G62), PXALI, (NE(IILS/EDM: 3&1 andEKCLOwEh gomewhat fower

f? gtﬂgs?(?eé 0{6 %g{npg ﬁ%ﬁlognél F'szﬁtl gﬁaseé,ﬂlt%g 0% ; Slffbg%apféﬂ &)%I lines
tr@x'dﬁect&Dﬁntﬁ e hXORIX CRNSratai R 2ziedicEXQkiBoters thc@mﬁ]c responses
P Ui Aol ta{ | 10N ETPS BidcRern 34567193 16iGloattndR RGE 19BLA BRI Chem.
2'2?238@03 536},&@9 &h)le ndﬁtrmﬁ)hllcytpSCﬁlh éeeCid’ Schahgas dadellular
evidence thal %ggig ar aIs medﬂ&?ﬁa%lg&h &Eép?&s the respiratory burst

urin nnator responses
arﬁ&ﬁﬁzatidrﬂj‘f phosalipipese DGaswetlly depené Exclusiyg9 o t the BHCR1 (Jones, S A,

et@ﬁZ%kﬁ?rﬂ% *&?lﬂ;ﬁ"goﬁﬁ téﬁsg gr beﬁ?(érﬁg\%ié )ebgﬁe B&? T A b
repuried ehf eadnipeptiderins gt efthe AYCBY e nsethe ﬁﬁq%@@a@@yz&s :
CEEL ARG W r BRI bb R BB G AREDIRNG . 1998, 1.

np03|t|ons 0
Bivh @hm é§33rh009d+ 168%%sTinalyi therk iscburfgrieyidgerthaighemokines are most
ofFép ?éﬁgxlfdant 91%9453 Eur@t&qn@aﬂhw Fe3ponRs LE it exhihist, Rkl et al.,

e of CXCRI or__occru recegﬁors in

m%)nﬁm qieantecaeﬂegesea:ﬁ!e@éhq Rl na EX&rhrmadng agiagonists are known in

th@pH 289 H‘lz@%ﬁ ei‘f&ﬁtre ﬁfs%p%ﬁ d@cr@é mﬂdrﬂﬁht&f,’fcélmdh%ty induced by
ndi ng, erein."high-aftfinity" refers to the

et GHRSEXS chamdkinedgfépiPst ' s affinity for the receptor

bei ng sug kit oPUHE MNuaNTIONCan bl ock the wild-type
chenoki ne agoni st under phyS|oIog|caIIy r el evant

30c Enwesriticas didhsprespidlisalovet ingdrdeagishEER-Calatensidnegpast and
an{ag&hét' ﬂﬁat&m ateRatabRIEbIHERS toaT K CRY drYCIEIRY rV@:lptBﬂ;tm fatdhAkiian

t hose t-hat contain amno acid t|t ons
Cﬂ%léi"hﬁtSF Bylide paenistsiand piapenipth 8t 4464 %3‘ ‘P(g’

"hRAA it OR2 e 10 @ld@oxﬁﬁ’@ GF hrﬂigﬁhlsﬂs(hﬁautyvfdr dretryqaﬁtoblﬁrmgmeﬁicxcnt

and/ or  human protein #&%i ggd her n as f he
sughy i éf %Pl@%@aa@ﬂé@g%@% ¥‘t‘3 il H%F"%
co;’&ﬁk%&ﬁsl%ﬁ&?&a ﬁﬁ%&ﬂ&bﬁ%&lh&o?ﬁlcﬂtﬁb Dpseathat aa:lsslmstdoaz«aly -

t | §
L S Il SO o s e
noWelde the OXCREGhd OXNR2 bhyiing AmatiangLies wilfl tmlbswb@mdm;hmnaﬂ

8(3 14K LI £ ' I -
Xk e P e B AR PR P 1wl seQ

CXCL8(3"74)K 1 1 RFT1 2S/1-1 1 3F/ G IP (SEQ I D No.
8). 5O her conpositions of the present disclosure are
novel pol ynucl eoti des and pol ypeptides relating to
these proteins. In other enbodinents, there are
provi ded nucl eoti de sequences derived fromthe am no
aci d sequences. Further, the present disclosure
i ncl udes vectors conprising the novel
pol ynucl eoti des, and expression vectors conprising
t he novel pol ynucl eotides operatively associated with
regul atory sequences controlling expression of the

herein
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: HYﬁldwuﬂle‘Hg&PféGHééf@h&’mSE

The present disclosure also includes hosts
genetically engi neered to contain the novel
Ie tides as well as hosts genetically
g@ﬁ%ﬂ%@? to contain the nqvel polynucleoti&§ICAﬂmwmm&w
150peratively associated w fh regul atory sequences,
that is, associated with regul atory sequences in such
NO: b hl@@béahﬁbd&'@@axﬁiﬂgldérﬂhﬁf niBCAUBBERSs Q@;igtwlgi substitutions of
expressi on of EHPynucleotldes

M- G ABRIPEHEY s DRI CL .

?X@ﬂ@@@ﬁ@%@e é/f\éotlﬂcnﬁ&euxkaa{e@r(yxcsmugnm@m IP/BUGHSEQ ID No. 7) and
ashion that the re atorﬁ%seqyences control the
ﬁuﬂﬁsﬁﬂéFﬁgﬂg($%% Yor in the absence of

suc hoﬂﬁﬂwn%ﬁtﬁdhs LA BREMS discldies Qe8] HolpRM1eBRIeY bfdisoBeptides
or. cells, wherein the 20]atter include wthout

rqlqﬂﬁg foatpcfsg ﬁmE?HE‘t Ia forhgr ewggrtents F}Pqﬁ s BlgVId?(thJ@lEOtl |s§cygnces derived

frohand arki h&d sAichc@N FiBier, GiR) dr&setﬁﬁﬁ%clﬁélﬂé"'ﬁﬁlu% §38biS BBmprising the
derived therefrom The present disclosure

NOYGUPALY YSRGS, aXhPTCEEY (5888 °8’F1PI{15|11‘§ TroVRF! REbIYRAEiGsRpgratively

aéscﬁblattéde@ﬁﬂ RGuIGES &H@éﬁ@éﬁlcﬁﬁrdmﬁ@ Abesionalrhel @gmsseondes Similarly,
i nvolving the CXCRL or CXCR2 receptors in

B9 Kesigrs éomﬁ%ngp?@g%#wweé e Ly %""Flnﬁ‘lbﬁ’b‘@%"“ﬁ%"'t hf&dgc%qed in the

predefalibdSufel By XGhe RQDMIG D& 1one b Srksdt RRIPIERRidR such gene
i nvol vi ng the CXCR1L or CXCR2 receptors, conprising
fugighi ni stering to the afflicted mammal an effective

ahrm Utte padser? Gﬁcl@sfuretahk% iMP8d hob® Eéﬁéﬁ’déﬂy &R@Bicered to contain the novel
ar ceutic

pQ[l’Yngi; ldg \Vﬂ gg?‘ geéletlcaﬁ)? gn&?n%g;ﬁée o &P Q%H %he n8\</eé Poiynucleotades
op;aﬂhy@;eﬁﬁsoaiaﬁi vaittleregii! smry saquenche,dhat i, ismlapﬂdeﬁ‘émgulatory sequences

t hod f d i fyi .
in s?]cic goas\??éqn%hat he ree%{atca'é & %?rxsé::esg Sgél%)ﬁlgr%ss%g 8%6 n({) {eﬁo‘i%h&@oudes.

Alsr msladdd ak Jsonsis esutr@ing gene fusionsneithamrsenibed Wik reguleforit feguences in
f
suﬁ{s %@g{‘ tﬂat%r?e rQ%.H £t§xgvs£ﬂi%h§eﬁ cénuBf Y é&?e‘éméh Mc' %gneeéEISIBI(gs or in

: npri1 sing
thsabgeren efasuglfi rego@pmaamxsxmxmy MEN)(MSXSE&:HS wherein the

céyiﬁ@d(héﬂﬂ@qrmmsd@l)ivedmfmﬂn X |s any amino acid.
I N aRELRGN &Q@&q}e%ﬂ{moﬁ)aﬁl?f ;gEEsenE%”&f 3’3] d}%ﬁ%)epaades in treating CXC

there is prOVI an 1| so
chepipreaddingg d pathalesins ingelivide WEOWXCB@ B BEXCirRammals. Likewise,

T T R S oL s —

invgpvgngj th@l épéident C¥CR2 1@cpinisneongeisiz résindiatss a:ntlie )éﬂhcted mammal an
effdii¥e AR, SCLA of the n%vlep g@@géplﬂgés ?%9 em?clalt c?néqosda\ons comprising a

resent discl osure, rovi
Feply-esdf vpepruntod ogquphq lmvﬁgolampams BE agg irglugalu@reessent disclosure,

Of Methods of producing and punfymg the novel polypeptides are also included in the

present dlsclosure
In one embodiment of the present disclosure, there is provided a purified or isolated

peptide having or comprising an amino acid sequence of:
XELRCXCIRX XSXPFXPKXI XEXXXIXSPP HCXNXEIVK LXXGXEXCLX
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10 X1ELRCX6CI RX10 X113X13PFX: 6PKX: 91
X21EX23X24X2, 51X27SPP FI CX33NX33El | VK
W% 45EX470- X30 PX32X33X34W/QX38X39V  PCT/CA2007/000848
X64KX66X67EX69X70X71X72 (defined consensus SEQ
ID No. 4) wherein X1 is 0-10 amno acids; 15 X6 is Q
Eor L; X1I0is Tor I; X11is Hor Y; X13is T.or K
PﬁﬁﬁmﬂwKxNxmmxmsm g Ny. %arwh;"m@(:ﬁ is 3y am*r&amﬁi

A

peﬁf& oMpx‘i’srmg n@hinoacid4uige 6. or N, 30 X45 is R or A or
XQLRQXCH& Lxrtsbrks xEXAKNPPHEXNTERVRI AR GXBRCLE K

PXXXWVQXXV NXFXKXKXEXK2X3Xs
wherein X, Xa, X5 and X4 are independently 0-10 amino acid residues and X is any amino

acid.
In another embodiment of the present disclosure, there is provided an isolated or purified
peptide comprising an amino acid sequence oft
X, ELRCX6CIRXq0 X11SX13PFXsPKX1ol X2 EX03X24X251X27SPP
HCX33NXssEIIVK LXa2Xe3GXasEXerCLX 50 PX 5 Xs53Xsa WVQXs53Xs50V
X1 XeaF X 6K XssXs7EX 60X 70X 71 X72 (defined consensus SEQ 1D No. 4)
wherein | '
X, is 0-10 amino acids;
X¢isQ,Eorl;
XpisTorl;
Xy isHor Y;
XizisTorK;
HigisHorN;
XpisForYorL;
Xy isKorR;
Xyyis Lor M
XuisRorT;
Xpsis VorA;
Xy is DorE; '
XpisVorAor E;
Xs5is Tor S;
XpisSorVorTorF,
Xz is Dor N;
XysisRorAorNorKorD;
XgisLorV;
XspisDor N;
X5 1s Kor H;
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WO 2007/ 131352PCT/ CA2007/ 000848 5 X53 is E or Qor T,
X54isPorNorKX58isRorKorI; X59 is
;. 5X61 is Eor Q X62 is Kor | or V - A260A0008:
‘1‘92?97/6%“?7; X66.i5 R or K; X67 is Aor T 1 ¥eeaRoasss
X69i SSO NOTKOrG, X70 is Q or S or Kor delet ed; X71
is Nor Dor deleted; and X72 is P or Aor S or
ﬁ&ﬁ%ﬁ@or'{‘ Accor di ng to anot her enbodi nent of
he présent disclosure, there is provided an isol ated
XlﬁSbebNPt% consi sting essentially of an am no acid
sqgﬂgpg%rgs set forth in any one of the follow ng:
(‘§s ELRCQCI RTHSTPFHPKFI | CELRVI ESPPHCENSEI | VKLTDGRELCLD
XBRKENMIBR VWEKFLKRAENS (bhG31P - SEQ ID No. 10);
E ng%l RTYSKFFHPKFI KELRVI ESPPHCAN |
| T VKLSDGREL CL DPKENWQRW 20 EKFLKRAENS (h& 1P (0) -
XgEgK ep! oY °r¥Y) ;
XELRCRGY RTYSKPFHPKFI KELRVI ESPPHCANTEI | VKL SDGREL CLDPKEN
X@_%VVE_ KFLI CRAENS (hG31P (-1) - SEQ ID No. 12);
e RTYSKPFHPKFI KEI RVI ESPPHCANTEI TVKLSDGREL CLDP
XKENWYRR VVEKFLKRAENS (hG31P (+2) - SEQ ID No. 13);

XeisSorNorKorG;
XpisQorSorKor deiet;:d;
Xy, is N or D or deleted; and
Xq is P or A or S or deleted.
According to apother embodiment of the present disclosure, there is provided an isolated

peptide consisting essentially of an amino acid sequence as set forth in any one of the following:

'GSTELRCQCI_RTHSTPFHPKFIKELRVIESPPHCENSEIIVKLTDGRELCLDPKENWVQR

VVEKFLKRAENS (bhG31P ~ SEQ ID No. 10);
KELRCQCIRTY SKPFHPK FIKELRVIESPPHCANTENVKLSDGRELCLDPKENWVQRVV '

EKFLKRAENS (hG31P (0) — SEQ ID No. 11);
ELRCQCIR’I‘YSKPFHPKFIKELRVIESPPHCANTEIIVKLSDG‘RELCLDPKENWVQRVVE

KFLKRAENS (hG31P (-1) — SEQ ID No. 12);

| GSKELRCQCIRTYSKPFHPKFIKELRVIESPPHCANT EIIVKLSDGRELCLDPKENWVQR-

VVEKFLKRAENS (hG31P (+2) - SEQ ID No. 13);
GSMGGSKELRCQCIRTY SKPFHPKFIKELR VIESPPHCANTEIIVKLSDGRELCLDPKEN
WVQRVVEKFLKRAENS (hG31P (+6) — SEQ ID No. 14); '

GSTELRCQCIRTYSKPFHPKFIKELRVIESPPHCANTEIIVKLSDGRELCLDPKENWVQR

" VVEKFLKRAENS (hG31P K3T - SEQ ID No. 15);

GSKELRCQCIRTHSK PFHPKFI KELRVIBSPPHCANTEIIVKLSDGRELCLDPKENWVQR

VVEKFLKRAENS (hG3 1P YI3H - SEQ ID No. 16);
GSKELRCQCERTYSTPFHPKFIKELRVIESPPHCANTEHVKLSDGRELCLDPKENWVQR

" VVEKFLKRAENS (hG31P K15T (0) — SEQ ID No. 17);

GSKELRCQCIRTYSKPFHPKFIKELRVIESPPHCENTEIWKLSDGRELCLDPKENWVQR
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GSMGGSKELRCQCI RTYSKPFHPKFI KELRVI ESPPHCANTEI | VKL SDGREL

%%’%ﬁg\lk\’/y/@VVEKELKRAENS (hG 1P (6) - SEQ I Brhia: A2007/0008 18

GSTELRC(IZI RTYSKPFHPKFI KELRVI ESPPHCANTE! | VKLSDGRELCLDP
KENWQR VVEKFLKRAENS (h03 I P K3T - SEQ I D No. 15);

\GHKEL REQENS THSIIPFA ) KEERMDESRRBICANT El NKL SDGREL CLDPK
E'\Wg:z Q%?RWSE{'P%@%&E@P&&%&QWKL%&EPCQBPKENWVQR

MWTWWK@)WRWWEI | VKLSDGRELCLDP

W@cﬁﬁf&%@@gﬁéﬂﬁé RPFHCANT A VR PEEREPCNBPKENWVQR

VKRKEPKRIAKHRS VG BEPRMCEN -EB HQ/HLSDEREL C| DPKENW/QR WD

%@%@&W%W%??ﬁcmk%ﬂﬁmhﬁﬁmﬁwm

K RTNGKPFMIIGP) KEEQUP BORHMCANSE | VKL SDGRELCLD
(%%’EW@&W%@%%FPﬁéZﬁTé@%KLSﬁEQEL@LﬁPKEKWVQR

\CSHKELRBAENITNG KPRV RO KE B/ITESPRACANTEI | VI CLTDGRELCLD
cﬁéﬁ%%@@ﬁ%ﬁ@%ﬁ#&'ﬁ@bﬁvfé@@ﬁn&hﬁéﬂﬁﬁ@bmﬁé@b@NwwK

\CE&ELR@@@@TWWWEEW@Q@%NTH | VKLSDGDELCLDP

| W%CmmﬁmﬁﬁéxmﬁﬁVKLSﬁE@EL@LNPKENWVQR
\OSRELKBAENIEKIE MHYEOKESRATROPHOANTE | VKLSDGRELCLDP

WQCMWEW%PPEQKMHVKMMDPHNWQR

AERELKBAENS HSKPHI 49T REQ BYNRSIBHCANTEI | VI CESDGRELCLD
@K@EW@&W&W@@WE@MMW@WGWLMMWVQR

‘@@Eﬁ@@@%@%ﬁﬁﬁ%ﬂ%@ﬁ%ﬁ%éﬁbmma | VKLSDGRELCLDP -
dS@EWWFHFKENSEI(MBSPIFHMEI(WLTDmmm)MNWVQR

24
‘&%@MSM%B#H@XH RER BYNRIBBHCANTEI | VKL SDGREVCLD
RHENW QR SKHEKPKIKRAENSV IES EBI CENSRIVK L BFGREDCNOPKENWVQR

| ‘é@@'ﬁ@&r‘%‘?&qﬁf@% KRN ESPBHCENSEL | VKL TDGREL CLDP

GSPENRYQRIVNVERPEKRRENG: [(RNESPTHC AISKEINSE PGRRECLDBYENWVQR

e e S e e U e s

. T ELRCQCIRTHSTPFHPKPIKELRVIESPPHCENTEHVKLTDGRELCLDPKE VQR

\EGRA B EARS (Belhe seo 1o 2

PR MEISEK/REESIPP@&RS JVKLT BEKEN

e e M LACE

. GEERURCRCISTHATERHPKERIENRY IES REEGIENSE VK L TIAEREL GLIRKENWVQR

| @M‘F@E §£th31|_|§ B Pt P&Eﬁ’&? ESPPFCENSE%#%%@QRVV :

mmmwmqumww
E%}LKRAENS (bhG31P (+0) — SEQ ID No. 33);

Rl S L TR

)39 KRAENS (bhG31P (-1) - SEQ 1D No. 34);
TELRCQCI RTHSTPFHPKFI KELRVI ESPPHCENSEI | VKLTDGRELCLDPI C

ENVWQRW EKFLKRAENS (bhG3l P (+0) - SEQ B) No. 33);
ELRCQC! RTHSTPFHPKFI KELRVI ESPPHCENSE! | VKL TDGREL CLDPKEN
WQRWE KFLI CRAENS (bhG31P (-1)- - SEQ ID No. 34); WO
2007/ 131352PCT/ CA2007/ 000848 7
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GSMGGSKEL ROQC! RTYSKPFHPKFI KELRVI ESGPHCANTEI | VKL SDGREL
CLDPKEN WQRVWEKFLKRAENS (hK1 1 R (+6) - SEQ I D No.

35) :  GSMGGSKELROQC! RTYSKPFHPKFI KELRVI ESPPHCE |
E"fc% AW EAHEREL CLDPKEN V\X/Q?VVEgFLKRAENS (hKL | R?ﬁi’ﬁmmm‘mm
A35E(+6) - SEQ ID No. 36):

GSMBGS| CELROQC! RTYSKPFHPKFI 10ELRVI ESPPHCANSE! | VKLSDGR

%@ﬁ&&%@@%@ﬁ%@@m&@m@mmmmm
S BESIGE HRERARRISYGKDER-BRET KEQ BVNESSPHCANTE! | VKL TDGREL

%I\QED @Eﬁgx\éﬁ/m@ﬁﬂﬂmmmmmmpmmmN

WMQW@WE PREEFE) EEPPIARPRY | VKL SDGDEL

é%ﬂ%ﬁﬁ@ﬁ]lﬂc@Wm&mﬁmﬂmsm&ﬁwmxm
D No. 39):

% I FWWREP@W BEPPIANTEI | VKL SDGRE

OSEBKEN NYQRWIRKIR HRARNG HT RVIE SPPRGINT EIVHY, TDGREQCLDPKEN

NS PR B K RAB TSI GaEP R ESBbr R ENP IR ThGNEVCL NP
d@f&%@’g@ EVICRAEROPR F (B WVIES BHUA NIIEIRGE SPGDE2Y-L.DPKEN

VORI P saRE N et B ER P s 8 ol e

GG 65 B ORI SOHFHHE FEERLRANESPRECYNTIESIVRG. SRGREVCLDPKEN

nucl eoti de_sequenc ' a ] 1d sequence

DY ORS R RE IR AR R B M AT o Tk

GOPNEREXCIXT IR T HERMNEIKIEMR W R DGR XN GNE VI YR B W VQK

X1, X2 4 are | dent.| - ajs.no acid

Y%QNEH&%Kgﬁéggi C§w§§gﬁ$ﬂg£§£@ﬁ35ygE8Iéq%hc rding to,

a f ucheding whomlitiee Binbafimdénb ef the preent didiosat,alue B prdvivied en isolated
nucl eoti d uence .

i s ovi ded an isol ated pol. .Se .
PEREASUFOHLF SEgpeBiteRBPTIEd NUEIEHTER R EBr* SIS CIE AR S peguence of:
Xl 1SX13PFX16PI CX191 X21EX23X24X2611X27SPP 25
\Vi 7 X ‘

A RS B R s XSRS r 2
PERSEOVVOXDY. XAFXHAENAXXL is 0-10 amno acids; X6 is

E or Ly 30 % _j : 1 e i min
Qi ooy X 30 Koot peboeifont 03 ol el Bindee a3 o i
ag8dX19 is For Yor L; X2LiSKor R X23 is L or M

According to.a further embodiment of the present disclosure, there is provided an isolated

polynucleotide sequence encoding an amino acid s"equence of:
X ELRCXsCIRX 1o X15SX13PFX16PKX o] Xa1EX23X24X251X27SPP

HCX33NX35EI VK LX,5Xa3GXasEXe7CLX 50 PX52X53X5s WVQX5pX50V

- X1 Xe2FXesK X 66X 57E X 65X 70X 71 X72 (SEQ ID No. 4)

wherein

¥ is 0-10 amino acids;
XsisQ,EorL;

Xm isTorl;
XnisHorY;

Xpais TorK;

Xigis Hor N;
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X24 iSRor T. 5 X25iSVor A X27 is Dor E X33 is
Vor Aor EE X35is Tor S X42 is Sor Vor T or F

10 X43 is Dor N, X45 is Ror Aor Nor K or
SPE9BPYE x50 is Dor N XB2 is Kor H 15 &T’E%m%”’“““*s

or Qor T, X54 is”"P or N or K X58 iS Ror Kor I;
X59 is Vor I; X6l is Eor Q 20 X62 is Kor | or V

})Ekrlﬁor)ﬂﬁ&LSLor V, X66 is Ror K X67 is Aor T,
89 is orNorKorG25X70|sQorSorKor

delisdted X71 is N or D or deleted; and
XiisL orM;

XasisRorT;

XxsisVorA;

XxisDorE;

XyisVorAorE;

XsisTor§;

)erisSOrVorTorF;

XysisDor N;

XssisRorAorNorKorD;

'X4—,- isLorV,;

Xspis D or N;

Xsn 18 K or H;
XssisEorQorT;
XsqsisPorNor K;
XsgisRorKorl;
XspisVorl;

X isEor Q;

'stisKorIorVOrA;

XerisLor'V;

XesisRorkK;

XgisAorT;
XeisSorNorK orG;

X?-g 1s QG or S or K or deleted;
X7 18 N or D or deleted; and

X218 P or A or S or deleted.
According to a further embodiment of the present disclosure, there is provided an isolated

polynucleotide consisting essentially of a nucleotide sequence encoding an amino acid sequence

as set forth in any one of SEQ ID No. 10-41.

In another embodiment of the present disclosure, there is provided a fransgenic cell comprising

a polynucleotide as described above. The polynucleotide may be non-native.

In another embodiment of the present disclosure, there is provided a viral host genetically

engineered



X72 1S Por Aor S or deleted. According to a further
enbodi nent of the present disclosure, there is
provi ded an isol ated pol ynucl eoti de consi sting
essentially of a nucl eotide sequence encodi ng an
am no acid sequence 30 as set forth in any one of SEQ
I D No. 10-41. I n anot her enbodi nent of the
present disclosure, there i provided a transgenic
cell conprising a polynucleotide as descri bed above.
- to ddnepripod yotymotlewide ekadespipedoadoveon- nat i ve. In
anot he nmbodi ment t he present disclosure, there

o U b BEERETR oPlns SRS RHEI R PR TP g5 vctor
compiigpei tsepoynpaityineis deatibdiabas ogesitvelylimbledab o vegulatory sequence that
col r(‘)ls%xfr%srs}og% sa,lednJ%?dilc eo%‘t:ie f%fa saiggle%ros%sent di scl osure,

MRS EPTS provi &d"ah expreéession vector conprising the

pol ynuackebtthcleeratmdolesc ol the brabodisclopes, ahdry @ prolidak e dhost cell

colische EAULALONY SEGERES Al control s expression of
s%id@po y%ucfeoFldé I'n~a sul'tabl e host. In a

yet If amthhesmtedinedi ofetrt praént e opire gertis piogidédobeinse of the peptide

there i royided .a. host cell ¢ risin . .
o SAEIE0 eRosR Wk PE RO EGhcapSTTR =% RE shemeigp modiared
patboibydi ment of the present disclosure, there is _

T R e s et B
CX¢héwmkiimemeiadédapaiell qpaicdroprisgpg .administering o ariodikidual in need of such

nbodi ment. of the.present disclosure, there is

e O Rl B PSRICE B R

c hebmok iineaspedi thére s patifid] angsolaaingrpugiisigpeptids cvhptigiig Mgamino

Lo an individual. ed, of such treatnent an
am%?%%% ?ﬁémg#%UHFEgngﬁbg%tide as descri bed above.

I n & 4 secatd Bppe chere tsiperviled an polied gelgmaivotideodeqteed @mprising a

ur.i, f.i ed peptide . .conprisi.n m ' equence as

it st TR S Aot B 5N B0 Re pect

t henea ttérd psyoeed, ded: arprévidet at tedsgooik ealll corewising ehes pdynecieide as

rising a nucl eoti de sequence encodi ng the am no

defg“g‘?%"’é’é set forth in SEQ ID No. 13. In a third

as phca fouttln espect) therp isourddérd aavitat boss gepaiially edgineered to comprise the

i Sip h | ynucl eoti de as defined above.

_pd%ﬁggmy%&§%ﬁ%g§%§g.’ there is provided a viral host

genkbta fifEh dsyece tigiaie eroeided o axprpidnsectoempodiythe paptucldaide as

fin ve. lnafjifth aspect, there is .
e SRl P o.n ot (PP BE Lol Lo o s

polpukigetide lireotuitaie bst. def i ned above operatively linked to
ar %g%g ;%r %ﬁg%ﬁe?elulg gr"o%décl‘é‘ﬁos&i%ﬁ tgfﬁr%r%ggé%re%ﬁr%{as%g ivoc{t(ﬁ as defined

sai €0 I'n a suitable t. X
aboggpect, there is provided a host cell conprising the

EXPf& g’eivglgh \é%%ét,o{hel%sls %%fvldgt? gnqug\é? the peptide as defined above in the

manufacture of a medicament for treating a CXC chemokine-mediated pathology.



In a seventh aspect, there is provided the use of the

pepti de as defined above in the manufacture of a

medi canment for treating 8,CXC chenoki ne- nmedi at ed

pat hol ogy. 9a BRI EF DESCRI PTI ON OF THE DRAW NGS

FIG 1. The G31 P anal ogue of CXCL8(3_74)K1L IR is a

potent inhibitor of CXCL8- binding to periphera
IH&EBEESGRHéH@NdEﬁﬂE@DRB@MNﬁﬁ peri pheral bl ood

e x pos SQQ (%ﬁéf{ Cﬁ%l’o?‘%@? stdtch&\@gg l 7%&'32%2?2&5;{ s(,: L(8 10
7 bmdmggq& mr)phgmi el ugm'c(phﬁq;j ﬁowpm@phegql, Bleodypaityaphils [Ry-93 Yepurity)
were @E{Qj E%[é[) xﬁ{%gc}m theﬁljr MH’CQCI%(J 7QK|1 21 ﬁﬁlo@b@;{ﬁ) ng/rnl) or

/'m or 129 nM. | evel s of

mediueX@1c8) dpiss bd wmh and siglariy m%PaFeﬁ “tﬂﬁ élqnah‘@mi t&&tks of
("‘“‘C}Féhs”‘l%b(ﬁ) r%@’rﬁlrbrﬁﬂﬁ D Hhé&e RASS SRt L PHbfox(nid théke 8bhd infhe
evel s

bi Ot CXCL8 binding to the cells (=3
Jung e iR WS TS VEBTGREECTRROI 6 ST R DR SeXSH no
bindir%eé ﬁle%é{tme'ré StidrRA RS d Wik msﬁi@h&d y.hetibpiBled Mtinol g :

P, P32G_T12S/ H13P/ P/ P32G

substrtpﬁ@nscxv;mc G%S(hnﬁlé%éwb 3?%?%@@52%@%% A;

zs@%ﬁ@% urtv/ﬁsﬁtmgé?g%mgxﬁtpﬁm mmmgastmgmﬁem@hm |

0 a a |ona
s baE TR GL BROTP e S0 IR ¢ SRR Th el oebRrgiions!
subsnﬁﬂbrﬂsgﬂg*lms anaCH 3¢ lr&dueels tl(elerﬂMLmth@br)lst aiﬂe/gttes (ptacripgnalier e
exposea Si nu eous at eqgree.

NeurGpgfly G <CTELH PTG 610 EXE 48 KNS PR gaeRns
of cxank@kzgileR/@{@bsmamea X8 hﬁcSI(ﬁ)MleéICXU’thTﬂxel@e&l obfI-

CXCIE{QS’?E*]S- _cgos%(qcéﬁ%e\é\f& ﬁaﬁ.‘r% ?&a gnl?s hl%]}/% i) SYU(E%HF ? rs Edgtg not

showns I’mwrievcls]iheelll-aemia&d 6‘?‘} C¥CLS ass exsmtdsmn£25b=r@(d”_f8 deder e

' t
ctor{ e e S ] P e g SRR SRt i 64 6
-nqmqmﬁgmﬁmqmmmﬁ the neutrophils than CXCL8 FIG 2.
| Cﬁg‘ ?%t(é[é -;4)3(R{f%3 IP is n§t agggon?s@f)ﬁg:g@cl) 1 RemdarME PN |

t0n résponses o ucur dase rel ease.
respor@QCdl: 8g1muebnﬁdaee ERask FCXFiad tlmGEBrﬁﬁmeer eEPPepgRErs2G
analogg f%g&ﬁlﬁf f K PRREE Rstld ol thelr BeRpSI ztg%ﬁfsﬁﬂu\tlﬁés ﬁﬁ%‘ ffeshly
eut rophi goni st activities, using fresh
2007/ 131352PCT/ CA2007/ 000848 10 purified bOV|ne '
peri pheral blood neutrophils. (upper panel) The
chenotactic responses to each protein were tested in
30 nm m crochenot axi s assays and the results
expressed as the nean (+/- SEM nunber of cells/40x
obj ective mcroscope field, as outlined in the
met hods section. Both the G31P and G31P/ P32G
anal ogues displayed little di scemable chenotactic
activity, 5 while the P32G anal ogue stinul at ed
substanti al responses at 100 ng/m . (lower panel) The
neutrophils were exposed to varying doses of each
anal ogue for 30 mn, then the cellular secretion
products were assayed for -glucuronidase using the
chronmogeni ¢ substrate pnitrophenyl --D gl ucuroni de, as
presented in the nmethods section. The total cellular
stores of - glucuroni dase were determ ned from
aliquots of cells lysed with Triton-X-100. The enzyne
10rel ease with each treatnment is expressed as the
percent of the total cellular stores. None of the
anal ogues had substantial agonist activity, although
CXCL8 itself did induce significant enzyne rel ease.
The positive control treatnent with
phorbol -12, 13-nyri state acetate and cal ci umi onophore
A23187 induced 42+1-6% enzyne release. FIG 3
CXCL8(3_74)K1LIR-G&B1P is a highly effective antagoni st
ELR- CXC chenoki ne- 15 nedi cat ed neut r ophi
chenoattraction. The ability of CXCL8(3_74)1Cl11R/ G3IP
to bl ock chenotactic responses of bovine neutrophils
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responses to CXCL8. (m ddl e panel) Dose-response

curves for chenoattraction of bovine neutrophils by
human CXCL1, CXCL5, or CXCL8. Each chenoki ne

VP 2067/83188 a bi phasic activity pattern, with BEXIGAAZL000848
1-10 ng/m and at 1 pg/m. right panel) The ability

of CXCL8(3 _74)KI1IR/G3 IP to block the cell's

L ’ i eac
purl ﬁﬁg\ﬁl?csgﬁ:n c;ai @%ﬁeu%fogm Q@E% gé%%g %%%l(gésp%ﬁse;g h
P‘@N@'-‘@(f@tem m@ﬂlrﬁdl @3carpehempiaris pssaisyndithe ergelfsicxpigssedasihe mean

(+g%(e&an%€f({¥ﬁgl THx o Qfeétnle %%gc eeﬁéld'] Q_J; &l)ﬂﬁé{fgﬂl Ig;@?’fngﬁods section.
Bpth the GB 1P@x¢ﬁs(1§1’372@ a@l_pwesézspiamdd@ %cweabé%%hemmaﬁ@sa%‘fﬁy
W%Qh§p%ian%gue%guﬁdtmﬁmaﬁlrr@sss&wa'i 1@9@@5 86FerMatidl The

pneunoni ¢ alrways or 1 n en dot oxi n-i nduced mastitis
nepiyepiBly wefefexpased @fvawm&@ﬁféﬁépa% aralogys B AR i S “888“‘64‘

scer$fibBiaditiskveldRista3 4o Dpl @ nf daRNisIng R TARRDESIE bt p-

chenvattractants expressed within the a

nigAphvaY sDodltcHropie AvBHi eI gsHE DI e (A g lar stores o -

RS =Ye WhrS HaEMEndf frat@iliquets WF dells @ggaamxmon nomo eme enzyme
mastitis were assessed

§'35sbe) Pt fgga {é @jl None of th
reegsentih BEUPREREN Gesmare] SVATRTTU e By Nore ofthe
arla®ShQmad subﬂ&t&ﬂ&%ﬁ%ﬁ%@fﬂo@ﬁ@ﬁﬂlﬂﬁﬁﬁ% tildude lsh@{jiﬁcant

A5 BRSBTSy

calgdiir® idpeEiodA ZE 87 md(ded AR)/-@36 cradyine reldagec at rrent Wi t h

o, 504 L., M0 B DAY i 5. mokin-

medieamltrmmrom:l alednioaittact@s:. Ehﬂ‘qbdnfdf (fXCIr%du)ELmlﬁGG Hew bw:k h
ch%%to Fté | flegssés/a% %n'\/?gut Eﬁllsqg%évglgpﬁﬁ‘f‘c Yléleﬁ\m%%la%[ﬁéasumd

neu acti ¢ activities in
usizr o] neis migrh¢hemoEXCEBAE. (1F)anéll TR @8s were siahliamedushexposed to

CREERPATSARD X Qxd SRy nciilaridld 0PI Ghol 148 GBRhluh BB bACHE hat

resu ternate strate we next absorbed
rebpoiaiia thC@éLCIfSI %S@Sﬁewd hy mb‘%ﬂumtmlof txchdrerdsr BBBY membranes,

aé i Qaéﬁdfjﬂké%(yé]_mw% e@%vas b ﬁféﬁl\{ﬂeﬁgctﬁg 90{9&iln$aﬁhlﬁltor of the cell's

cont ent n tested both their residual
regiivasrs teE XEES. dwiddla nenedlDassdesppise gV s ferychgmoattraction of bovine

ndatf ok C{Kﬂ&ﬁ]@%ﬁg Hdig, ategonicze &Hﬁ@@ne](ﬁfp%’bdjé«lﬁbhasrc

non- 8 chemptactic activities.
a%%paaé@ewa%wmmﬁt bil? pgp gd at h@g/ff&(aﬁhtam?‘)r@g gty of &_
CROERDS, A R&7AL kI Mbdld (BS cdIR résPEnseaBT gl of gh#hat XX or CXCL1

t hat both CXCL8 and nonCXCL8 che lall?{fa e
or el G eEEw rstestrd o= above. LG g g 110 ¥ ectively
arftafChiBédBeadd P IKH-UR(GchbMokias waithlcaipler achitinod beirigndhieed with from 3-

[ nf I tory. . nses in vivo. Two week-old Hol stein
2‘%@%@@%@%&@2@@ "for their neutrophilic

i nf Immmms@%}eslmo@snsmm ihetactivihees r;rﬁtxehsi extctnomcxoLs

cha e. and at var ous
}i H‘g?‘i aﬂ%sbf:%(pr(efses W?[ﬁlﬂg %lglgﬁrlg: aér8v T é oxm i JT%eda mas? {IS The
eﬂfdats FOﬁmumlLdnalran(HILtrm)ubde gt ¢rm@8(3ﬁ})ﬂﬂ.}8‘( (331P on ncutrophﬂ

Fon Site bl opsi S were obtai ne
pamurhflqwectr irt uhe amenty Qndnpeiseds set ofdotoxhi-wduspd tiagsitio yirs
asgés&%% G, 9k sﬁﬁutggat {09 B!ah&hosﬁéa&naage ﬂﬁdsotgmsmraﬁ fsional

counti ng t e nunbers’of neutrophilsS in nine
objectlve 20 microscope fields per section. (Ieft
panel ) Phot om crographs of the tissue responses to
endot oxi n chal | enge around bl ood vessels within the
reticular derms prior to (0 h) and 48 h
post-treatnent. Large nunbers of neutrophils
accunul ated around the vascul ature within the
reticular dermis in the pre-, but not post-treatnment
ti ssues. (B) Graphic presentatlon of the neutrophi
responses to endotoxin challenge either before (01)
or after (16, 48, 72 h) CXCL8(3, 25741(11R-631P

: resp % %‘oltﬁe 913 3o %Zéan@é@@ssm E»h&@‘%ﬁé‘a@%vg ?feag:?&isgv?iiﬂﬂ%megrﬁ%pic |
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internal control pretreatnent responses. FIG 6
Eosi nophils purified fromthe bl ood of atopic

asthmatic or atopic non-asthmatic donors (Ileft '
Winnel/sf38r a subject with a hypereosi nophi | i BCTEAYHT/000848
panel ) were assessed for tHeir responses to :

reconbi nant human CXCL8, CXCL5, or CCL11, in the

N

mektiseMAS TTERE) Remweaewedalb isdnérs) @la@eltreatyeny veétp@ihsreasm&XCLS MAb

S R s R ok unha @ TS 18RI Rt LB S

osi’nophi responses to
adtihigiedtomphrad Bdn@ORBalbhey Bt bQJ@LSﬂmplisﬁ the fVipbi 8135 anjigodies by

th]grgspe?v]é e%l%;lépgﬁ/g?ﬁ{ﬂgg% %@é@ac&%ﬂ& 1@&85&&9&’5 WARDEKBLS .

e perip donor were

4K SRAEG 1P edudet dierrespensponsBsd o (B)de oiiBT thant irp thish reeuging an
al%ggéggég’g;}ag%}( % T EEHE)FD%% [A6iEnAP Bé@%ﬁﬁ @&th Qﬁon@@&ﬂaﬂ ﬁitlbody 8B6-

intyeo KB aTiTRUETRBYIRg 0% ?fé%%'di%"é%‘ L QUNST tﬁ%??o@th their

_ -reéiﬁﬁa@cheﬁro{:) BYSIch Alie SRR HRGL ik ATICAR ;0] Khmﬂl@ th SRALRITS these

arison of bG31P_and hbG3
reglﬁlgaég@hQJggES chemotaciiq qefiviges- ﬁlgg%yﬁ a{ﬂﬁ)aqvgféﬁégntdplgb%la? of the total

2GR QIR Lot 8GR R Bithes ithd saliples Nbdsliby tat lRPOOXSL8 and non-
activity ffect of the carboxy

Cﬁgﬁmmoa@éﬁ%ﬁ%ewesf?ﬂQ%%’Pﬁegfﬁ“i“f ‘s ant agbni sf

act ipGH. exXCLYQRIG 1R2GAPQa &ilatﬁﬁﬁol@iﬁ@hﬁduﬁﬂﬁhﬂgmﬁ&ow responses
activiti es of cgnstr

neyton SR Pt BRI B Sore e ion T R PR Rgiggory
rd3$aR IR 1PiRir Ml ZetdzMAT fg/site) ChdlBRe bpfocd dntl et tarigestimddfier

15 hGB nt a CXCL d
RS (1 AR RGN ZHE KB L PR o B MRS PECXCLE
74O RMGHT P €55 1igrkeS. (Ritagmhodr eﬂcﬁiﬁ}xmhntlem: simdiapsiandere phtained at 0, 16,

i brasis patients 17 :
o4 WA AR AR, A ABE Sl o B SRty TRy
rdys3ddPad detenmintd uy a:unwhmuddtmpémuaommls i xbigstive
m'xzclroscc:)l'p% ﬁ% ds ger goct%on %@t t %%O éfi}‘bgﬁ hOBf Yhe ﬁgﬂgﬁ%@ B

on OXem & gui nea pi gs
endotoxm challenge around blood vessels within the reticular dermis prior to (Oh)and48 h

ﬂ

post=treatment. Large numbers of neutrophils accumulated around the vasculature within the
reticular dermis in the pre-, but not post-treatment tissucs. (B} Graphic presentation of the
neutrophil responéés to endotoxin challenge either before (0-h) or after (16, 48, 72 h) CXCLS8;;.
74K 11R-G3 1P delivery by each route. ** or ***=p 0.01 or 0.001, respectively, relative to the
internal control pretreatment resfaonses. '

FIG. 6 Eosinophils purified from the blood of atopic asthmatic or atopic non-asthmatic
donors (left panels) or a subject with a hypereosinophilia (right panel) were assessed for their

responses to recombinant human CXCL8, CXCL5, or CCL11, in the presence or absence of

‘the indicated doses of recombinant bovine CXCL8.24K 1 IR/G31P (G31P). Low doses of

G31P were able to block the responses of these cells to each of the CXCR1 and CXCR2
ligands, but had no effect on the eosinophil'’s responses to the unrelated CCR3 ligand
CCL11/eotaxin,
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20FI G 20 Effect of various hG31P isofornms (and

hbG31P) on airway endot oxem a pat hol ogy in gui nea

pi gs. FI G 21 hbG31P nmutants effect on bl ocking
WOt r ophi | (PMN) intracel lular Ca inf| BXI/CA2007/000848

response to human I L-8 and1%RCa. The activity of

hbG31P and its nmutants' activity on bl ocki ng PWN

I| Etrg re# el &gwgl gg&%@g%@%d%ﬁ!ﬁg}ﬂhﬁt crfﬂglowerE% for their

reffofdd B, recﬁ:ﬂﬂ)zd&hﬁﬁiﬁﬁn ITRCL8tos CRET.S ifi the pnbmeecbrwb&ehcezaf b*Mme

SR SRS, o 08 PSSR v

lifahdsor escence of sanples with fluoroneter. The data
wer r H measur enent s.
Geng:rlgﬁolgh%?%abg%%%t&l}?ta%tog @1 gt hbG31P, bG31P
show&d. %@dmlsm@fééjékﬂ atd W68 I RAGHCI Srnpemuisia) r
st fTlaGontsts. PRGOS BoayiraMtagonist -
shorﬁ%q%g? ?géf/lgnaltna%%gg%es onu%%%clglgéng PI\% m gration até?)ms
actimfy. anmmat i on site in skin test stinmulated by LPS.

h bG%I(IS Py Eﬁgct 53 ﬁle %B@Iﬁt&mﬁﬂ&eﬁ%@é Sthb@sip Mi ﬁsyaanEomst activities.
bl ocki n MN Infiltration into LPS stinul ated

i nf IF: ﬁ@@ﬁﬂ@p@ EX{b# ensleguesssal Vitigrd consiracthier e

- EXPI&SSE @oﬁ?aﬁsﬁﬁ o8 &ﬁiﬁoﬁﬁ@ac@‘fltléshﬂf bk e dGRundger of

.PWN i n 40x of m.cr osco

200714 34 B3 Pamaganipts ANE3e%S ‘§§2 §%€V€€%ﬂ@ous and

i Nt r19d g5 FBb1H dnsspdRizds et ein)ceOROI tetegseLPS and 250
ug/ mMbG31P, hbG31P or its ?mt ant s

VN il 16 P33 Yranjagopigesnetitoph %ﬁm?mmo%“%‘flfsem SP%W&“ 8§t a

-br@h&_@%d_aéisﬁimwd: fihaiis fab&akl P has equal bl ocki ng

ti vt &1P.. H 13Y.s h bett
o G it iR b PR AT Pk Bl
sl i ghé 1siaheatofmsmmabmga1manﬂmmeeua lsaﬁe@jga;asn t
t i t
THE\QéII(%l@éﬁ%n ?ar%i?és ?@? tPIol f?]'é”é%gr Vi E? PORS ar e&-‘%}é%al of

pdtﬂmagyglhgumeatpigss di scl osure: ARDS, acute respiratory

O ey RO AP AL oo

pADXWIRR in gMighPigseceptors A,. B, respectively; ELR

gl ut 2? h?& I(}L d‘lnyarlnt@@l?gcg&wl m@tﬂh}ngn ne%h]-l (PMN) mtracellular Ca

gr ovvt oncogeneal pha; "CXCL4, plate
irflax teggronsk:- to OXERrBIL-&pid GRO4. dhe @t‘élmtx,@falbﬁém qﬁr@pﬁ mu’cants actmty on

B&&ﬁg\ﬁ%ﬁ nt17a§; %@a QeledIL TgﬂﬁMﬁt&i &hﬁlﬂﬁh ACH 'aﬁd GROu were

prot¥ei n- i nter ukln

R m@wgzmlaﬁegsm BSHE, BERGR B moieFp sy yifc KM Fluo-
4 Aifg&i?&iy\bﬁﬂ hi 90" @AY RS § ORI ARGSHiBGlarelybF180 ngmpmos)mgm

anmatory protein-2; PMSF, 15 phenyl net hylsulfon
qnmduﬂmeeﬂuom@ncq eftsamplst Wik B’é‘ﬁ%‘?‘?f?‘n@he) ata WepgCxpessygd as the area -

m*[@&F ln@asureﬁ{én@ AMNe3ily, HHEB BF Suthfts A waARRbGY 1@5(3@1&&&&-:1&
becone activated. As used her ég
e%fﬁtﬂé?g%ﬁﬁngttam‘fﬂéff(@rpw ECalrptimylared By flusf @ ‘b‘f Qﬂt s t he cel |
- r omprgeb REG R hiidhie howad tifierepf FREH 6LbIOckiMRN etigiafion to
mtﬂgr%mgtgo%nslrtg tm skin test stimulated by LPS. hbG31P and its mutants’ antagonist activity
on blocking PMN infiltration into LPS stimulated inflammation site were assessed. The data

were expressed as the percentage of the blocked number of PMN in 40x field of .microscope of
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As used herein, "purified" does not require absol ute
purity but is instead intended as a 20 relative
definition. For exanple, purification of startin
Wih8¥14b520r natural material to at |east onePbF§&p0gpo084s
magni t ude, preferably two & three orders of

magni t ude is expressly cont errpl ated as falling within

m{bﬁu%ant Gs at cl,l {n{r&{%rr?;l é],,o,ﬁlé el SO g LPS arrﬁ‘QSl’S‘ ?%1 B@ﬁﬁj HbG31P or

1 SO requir eri al
ity pwrmvel therrambert of PYRY i h?aﬂ onéfrtwﬁe@) mﬁéfmna“%s&@ H@éata clearly

sﬂ%@éﬂh& nbkh @a@ 2 Jli%al Bﬁaaaﬁg DBvity WhH BB 1P 611113®t1§lowed much better

rammti ca refers to preventl ng, curil

armve:ﬁ@ptnrgt,y then{I8KuB3 340 g'15% shoasprl éhahhﬁfecmwl?ﬁkﬂgnlgea““’hﬂe S37T

do%gppghg@%}ng,ta%mg%{“h@g the deleterious effects of a
di sease staté€, disease progression, disease causitive

agent ot her abnormal condition, As used
her gigpA1BAD TRKURETION @FT’DHBHNVENTH}N anount that is

sufficient to achieve the desj res
be . &Pk TRlevdRePRy AGARS W% usg% fquehayt %ﬁ&‘“@ﬁ‘ffﬂ f?@%ﬁﬂ%‘ﬁe

' redpTRAY diviesd syRdroGe U8 SEF, d&mamdxvaﬂarumgea@ed(smmaomum

ST AR, e Pl Ul OBlag LRt e GRS

ar@inlny SioHg (OXT1a[ Gowithelasd baddgtnshlpln CXCLaplateletfaitor-4 TXCLS,

A S TR R0 5o ety S AR bt

CACLE NitkyeuRines; ALyl smmmnylhancyrﬁmlne(:@temy tpepitine; IPTG

I. t i bi L Sv bin

s RS- Pl PRI IS OB Filhy bfEipca; v
pi@dheth¥Bilakhidinori; AR, setraRethylb@aidine.)286: 595- 600.

ner SNl IGRP Rt Sﬂstb%fe]ns%%ﬁ Bihar, CEL;M ;D@eil i Béé%@aet%ed

int 0 the rece P

aci ds Wedheofin, l‘ﬂmrmng@)(@LrsferSdﬁ an ggept t@(@reserﬁh@ﬁeﬂl ﬁr@g being

CXCL8(6_72)) to :

a&@ %%lgt esp?%igf%p%&%%?%gé ()tqg{F ant agoni sts. (McCol | -

and A3 useddhere Burgfgg’gdoeg/g@@@qmrgabs@lpte@pnty:pggls instpad Bpe@fled asa
re%%@eﬁ%ﬁi%n %?é&am%ﬂezgarnﬁcﬁ%n%ﬁ%lﬁé 88teNALE hilural Aferial to at least

I ntroduction 1nto bovine CXCL8(3 74)K11R of a second
onprrden o brepginadeprreferatly A or @rey@r%@ of magnijtuge {5, egpTEssly contemplated

aJCfﬁlﬁh Wehib 'the%ieﬁmmfg‘ﬁghﬂeﬂ) K111t/G3 I P), renders this

anal ogue a very high affi |ty ant agoni st
Do ARG RS e B SRR P T B Red fo s

glﬁ%.hdlynﬁeﬁ@g@m zes the entire array of ELR CXC
enokines expressed within bacterial or

e ORI Sd™ S BT ST e gcters o

pl@ﬂﬂﬁﬁ@ Yirftrg] 1RGSR attﬁfuhtaiﬂmletfﬁfhg, ﬁudﬁmtﬁl.g suppressing or halting the
dIS ussi on

et PO T Aot e RtE PR TR e gter

.at(nbﬁxfdlbtdidn@nhurmn) i nfl ammt ory cells al so di spI ay

CB:)e(n H.lsedﬁhereéq alé [v%%mp BgrdL'Ss a§ g’n%gw {hat 15 selﬁf g‘pnt ?d Tchneve the
délsﬂecﬂrzﬁﬂtlg&)nlkmdppmcaar@bwmermé skalh inghd @t suvhlablatnpmn wiljof course
depe tﬂ 2 KLIL / d)ndﬁ%j? of tg%ﬂ? iﬁ’ualtb@% BL&af nt

PRV EN haesfg
ELR- Wh@ anhmmlmmﬁé Irme@hat ddopat ﬂXCb@ iS@memed With a lysine to

arginine substitution at amino acid 11 (i.e., 7CXCL8(3_74)K1 1R), dramatic increases in CXCR1
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As wi Il be-runderstood by one of skill in the art, in
t he nomencl ature used herein, '3-74'" 20 refers to the

~ fact that the native CXCL8 peptide is 74 am no acids

woaY7(u3mBR ) and the first two ami no aci ds haPETIBAMN7/060848
cl eaved, neaning that the pdptide sequence 'starts’
at amno acid #3 of the native sequence. For

of B R R R Bl @ﬁtﬁ@%ﬂaf’}%&p&@q‘fagmbﬁs

tiezibthdag of e hipleGigads t6 BitR FeBeptas (M. 305 1R, Gotdonr2oof. Blochem

eflb B EhmE 2o et o erifut by i tBe, R Ritation o
tl&k&deiatmi—sngrtah@ BIER movif (elr., ramir&raexdses DOhBEQ AXTINY of sbme CXC
. ) , X foth
n’lolk{nes can %r]ans?cﬁmatﬁém ‘r%to &ﬁ?g?& Ct? %nlggerzlitg ((‘ﬁ(@ll\f\i ﬁg‘??a% {]ecéee tor
agrdoodisifEnCsll oid Glirk hewmelﬁﬂ dpsert Bt . taﬂ‘)é JpBaﬂ/iCHleni 268:7125-
7@82 ’ag)&%“&%%b. i d‘p %e%‘o%g%?&t QJV%&% alkl ® & a.second amino

pt ors in
agidhrbstitintion, glmlmaamtamhne websidue (i.¢. nC&Cb&(gmgﬁ {3 1P), renders this
DR ARTENL o (D T SRRy a0 Eor L 8 o RS A b o ghgmokine
resipynpgs- It lly apfagasizss thagntw: pirayisé E&E&&@@m@nwmﬁwwﬁhm

: b&ke'rl'ai or 'eﬁHott&?n Rbihoed SHRZELARK R Md SO bAdRAn-BARS ﬂﬂgﬁfmatmn

t hese peptides have an amno acid sequence that is at
M¥¥st 60% i dentical, or at |east 65%identical, or at
| east 70%thélen tsbrﬁ@l)f th@foll@«tzm,lg gRsksidhldls %mﬁltllyl\h‘?tﬁ%twlzez%

i dentj cal or at |least 73% I dentical or at |least 74%
nqu&gmllis,éﬁqler m@prmgl{lar} %@1@W%ﬂammatory cells also display CXCRI and

CW&&@@&@Z@@é%ﬁ@l@! BG4S, 431 119@NPeGAT. All6Y gr &hmunol.

st 76% i dent or.at. least 77%i i ca

42’} {ssanshep e tened le 1 fohiftiop E&?%C%%ﬂ@éﬁ{ G3LEy Accsr#ma{% the
pzlea:ashva&a% had ®Rdall @Qihcatﬁmym mhr@ifsitan BLECAXNE BienfoRine-nRbiaRH

ot ist 82% identical, or at |east 83% identical, or at

?fé ¥“°84% i dentical or at |east 85%identical, or at :
| easts v e ustientioddly oneof skill ih ¢aatt, i Hmbaenldneabsed heréib, ‘3-74’
- 0 0
T R B Pl SRR e 2 Sy B g o
alhieas¢idsgﬁ% becd& pleaxed) momingthat e peptidSHKiaientsiagstiat aninateid #3 of

o575 SR Bk 88, SR R0
narhenersedindhe eid eme ecqoéncSEQ s DI D)P aaficts tl thosuhstitgioa of
gl%ihg‘a&‘ %Lgr&:l@fﬁ B?th!: W 1§ {yp@: F%&uéf& ﬁ'ﬁkﬁr‘ahr‘fje é.g gll?gﬁea%%t%l: gt@@by

stitutions O
omaroé SkllAsn thi 411, Wild refprsneeds ﬁE@dDW bmeohm isgikfapt th¢ 29 térano acid in

w@s%fthb&e&ﬁ;ﬂ%f%@'@@ﬁ&v@&?ﬁmoa&&‘sese peptides will be 10
appr oxi mat el ¥ O or 72 am no acids |ong
1

di sduebe¢nbefiggnts Hétké yneention,hese pre Pr%mamém%chcmh@nc
ariBBhi btq;ﬁﬁelﬁssthéi%%abmm% t@@XCRm 6t @'ﬂ@Rﬁl &dcBlthr® fSmammalian

and/ or insertions of 1, or nore am no
infapmgatory ggllsyfn 4 Pfﬁ%ﬂ%ﬁ?‘@élﬂ&flte &eweewés ¥ sefietaniially gayiypdent to 2
pepfide hat g k ofigeRt oaspgmmmei \Mhbl%hl £BYill be Lﬁﬁ@:‘ia@edﬂﬁ one of skill in

i nsertion or deleti e(gl cted fromthe three
thyprimsiRstagtally eg'elwﬂeqtm%n% a‘é*“‘fﬁe‘%ﬂ‘ &haye ap gmng aeid sequgpfe that is
atma‘astsaeq,uemeeﬂ d‘r aOWAst 63°Q iRAtAl god 1&IT 0% L&A Eal &% aiTPds€71%, or at

to bIe 1 which s t he peptid

et 1D IBHEE P 0o 7Pt oClgh B Bt B i g
of speci es, |nclud|ng bovi ne, human, rhesus nonkey,
sheep, dog and pigs, one of the pig sequences
i ncl udes an additional amno acid inserted between
what corresponds to am no acids 60 and 61 of the wild
type bovi ne sequence, indicating that this is a site
that is likely to tolerate insertions of one or nore
am no acids in other species. 20 Simlarly, in the:
human and pi g sequences, 2 and 3 am no acids
respectively are deleted at the Ctermnus relative
t he bovi ne sequence, suggesting that deletion of at
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: .st&mgjsqlo PPE:
- (+3. 1 exaknipte, Wit ré®rencAKPTdbidl Wiich Fows (e Befdide alfiginent of wild type -

30substitutions. The peptides of the present

i nvention also extend to biologically equival ent

peptides that differ by conservative am no acid
BOQB&7184364 ons. As used herein, the term " cond¥T{&g007/000848
ami no acid substitutions" riéfers to the substitution

of one amno acid for another at a given location in

1%{?%2 BF atltgc%gt 7t62h§engﬁetli hog & e%s? Tﬁ }\?ﬁe}lt?cgl 81‘8' art] lek'c)& ﬂ%dﬁentical, or at
12609%:13b852,RCTY ICALSODT IdOAB8K 8 4t BattB&cridnBead i at least 82%
(fegpc%} oxo zﬂ lcagtrkB ﬁ nh%nng:ﬁ at lteglsgéi{ Eﬂ{nﬂ%]nés% ol%%?sf’}g lléegﬁceal or at least
Sa%n@hnnramd@té@sto?é% e‘atmide aidenst $886 idergicel cofit least &ﬁ% uientlcai or at
l&%}t%%qgéntlgal glf t ?éagt% 1 ghgénﬁc% ‘dngttléa&%ﬂt 13%‘&1&9 ?ﬁ@a@@ﬁﬁ identical
their size, charg rophobi cit rophi

opatdeattHd%4 ifldogical amtj le@atcﬂ-’r"/sldt@tcalttm wddwmﬁﬂyiql;é mgay@dstrated :
hgrgi'h ag hl@ 'alrmn% f;l@ Qéqu%etoh §E6 ¥ Nd 3%11@;.15(; llfh%e Q%Qlt)daggn th first two

routi ne testl ng. In hése di ments, functi on
apEpagig rétsslumns “mhémmensaﬁ M@ld AiitArE ard GiyB with Pro. As will be

ﬁﬂﬂe@a@é@oy%ﬂpé’@kﬁﬁm}& artcﬁriﬁa@lgf YR A0 tHREd Hptides will be -
substitdti ons may be made Wwhere an am no_acid residue

appgoxifgely 6P 1008 71 ring Agihiers, Radipqigred be ey Hogrever, in other

cRAYEHIARIN, {He%bﬁthﬂe§/£|dléﬁr16&i eﬁbove Wiyt 1H¢1ﬁﬁeaielét%dé%n@’5r ﬁé&tﬁon@ﬁf 1,2,
m nus 2.0), where the follow ng e an. amno acid

3rthvi ‘?@ “’éf’rﬁWP% 6%‘{!51‘11‘*& W‘IHB@PP@F“@% Bﬁ?ne OfSISH bR kg eg\‘%s Ofa
péptlae FhicPhaPloRerdte dn i@erﬁﬂrﬁ)r Asistic@NBklbd edidbdRord ¢Hehree dimensional
resi dues 5 as 10detailed in United States Patent No.
tide QO BY (ERatied Oﬁéﬁq@?"r‘iewﬂi‘ el orRaamsAr g

C%[#?ﬂ ?goéeli?sfs?ﬁ'c&; g n Zlgi'l;(afr gf .{s"]pé ;g m%:?u’ém%agwgéﬁttx% 86§1}_s cl)‘f'wg%f;:y,' sheep,

dég dbhd P)gs, oviabr the fig5¢quekeetiinChudes@h additi@al andind®)cid fﬁyefrteﬂ between

alternati _—
vBihasshiie b Fund il Mand Bt dmdlesndl it SR Rgigyine o
thireis mmehmmnmiyamtoﬁatahmmOramf oherce siockUrnins ackdstis bihénsbendks.
S{li\an[aH nl? %hgr f;]naz}ﬁld ngpﬁe%uselnggs %mﬁ I}Z dr 0083)%¥drs] Ifecspecﬂvﬁy ar(: Ge1red at the
Ceeryumis nadaiive _theém:lhe gequange, duggdsting diatidedetion pf ddeasiss3 gfmed acids
SR R 08 BB Syl Lkt e i ooty
ofeqsif skjlhan the prg tifis-afsaoindicaged thgt-sddiggn or jsehstifpticn @)amummlds at the C—

teﬁﬂ"ﬁal%)ld o@fée E)é'i)%dés)ls 11@@} togb‘E:l-olgrLted %a@m%'w"&ul@%ot hg'eya signifi cantly

nqgatlvegffect PR gle(dssglregjnolqucgl {(cngltyzgf the(Hegtu{e 3.5); G n
(- 3 1Bis of rﬁﬁepthﬁt it i9 W3l RhovASH the a3t Rk sorhd/Sodifiditidas and BFhifsFan be

n alternati ve enbodi ments; conserved am no

ma%q if ﬂéﬁﬁ%‘%‘i"ﬁ ot a ReYieptify TbonsHestaptidlvaltaneths biglogisal qunction of

thatqfébﬁhéemIosta§1takb$&b§1ém;§@q.floarie@B&%ﬁb@ﬁdel Ih dnl8sp3 @Bt tieliRR8tion, the
where the anino acids are divi i nt o non-pol ar,

aho¥-giseribep agtidespRY ingliderpeptides éll@%t@%‘fer ba§°1f56wr%wmlﬂ0 acid

sdbﬁftutilﬁ!; dthe péﬂﬂae’s o‘f'ade prds&ii invieht®n akb @xteﬁ& tB bloﬁfgﬁballﬁ/aiuwalent
asl| C, ut r al

peggiles thlamllﬁfs &ysconﬁgv&tlv%m@ ﬁé( c? Wan%lons As' uls.ﬁ:l éelm gteﬁg}:n
"coidndd aminb Scid Subbstididndt fefiRsto AieeysubEitutios 6f oM @fnériomci@Tyr another at
RS AF Rl oo D By et EDnBE R oo
weakly conserved anlno acids may be substituted with
any for exanple, an am no acids of simlar size but
di fferent hydrophobicity, simlar charge but
different size or other simlar types of
30substitutions which will be understood by one of
skill in the art. Thus, anal ogues of
- CXCL8(3..74)K11RG3I P can be constructed wherein the
‘desired biological function is retained by insertion,
del etion and substitution of the sequence shown in

SEQ ID No. 6, as discussed herein. It is further
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- 15X1ELRCXCI RX XSXPFXPKXI Eﬁﬁﬁél XSPP HC

WD 2007/ 131352PCT/ CA20071000848 17 SEQ I D Nos. 7-41.

In a preferred enbodi nent, substantially equival ent

anal ogues of CXCL8(3_74) G31P are prepared usi nlg
VOIWPEEIIEENs of rel ated sequences from sever aPCT/CA2007/000848
speci es, for exanple, as shown in Table 1. As will be
appreci ated by one of skill in the art, substitution

var i abl t

ffeed ool 9 BB I o R o PR Suchehihecs
swmmsc@m/efdlkammnm agid irgislues can be mpgrondhecheps of re'@@\‘?ﬁéﬂ‘%‘&h"fﬂde‘
chg{n sh %m«%l%g #@E&gﬁ?lg nﬁm:iench |h§fd1%phofbﬁkt§’ ‘h%[@plm{mty, and the like,

el'e am no aci ds_and
ardlslgtsibaitiions oy hglays@yqdégrlthw ‘tfﬁ?ﬂmﬂéhq frestian gt thy BepHde Bygroutine

;eggggggwﬂa QViRSSn RrSEAUENCER &Emoléﬁ@%ta%m@ﬁ@:t%y

o B LSO X
PXOCRVMADIOR RIRRGEREIR VR S esifl Eybrigutions mh By wade Yherean

aRRY a e RRu S blﬂ;smln@d &R AR 1R BAGH g Bdh Sar h%irb;ﬁnla:ltp ablug @lg., within |
am no aci d. I n anot her enbaodi nent of

"2 PR PIU Ar minwe? @) Perp R IR ERRY oD AP a&Ft}‘ﬁY}Pﬁ 3 Ipggppathic

inBSRFBG CONREH & TG (AR) PrH 0 1 8Fhrel 1S RALIAD @ﬁuﬁfa&nd residues (as

dopRREREHEeK SPRSRHTRY el e A0
LYH1e3.6); Aspds3. 0)42;1112@% a:)nsi:rt% Bf s (moiepenctentz} GHOEL®Pro (-0.5); Thr

50 R CES PSR 8 Mo TP LB B g

23\ﬁheﬁee(a:55)>@1dl>ﬁ§(amgi X4 may all be 0 amino acids |ong,
t hat

be én h@%@a%%%mﬁ%d?@ég%&%%ﬁe&&eg gx%t(i];‘g)earc{d nfi%gglltlons%aé' bﬁé;ladm}{ere an

_ axﬁllﬂ@wxdil ﬁ:);ldﬁ)&’ is Sébs(itnteddon andabir haviyg oithdar hgdrapathioinded @, withina

vwetegaﬁlgﬂ ’\‘7%’1“§/£ O%n sudh %oﬁggeénéé"ea@ﬁéﬂmgg cgﬁ‘? l'e@igﬁéjmay' be assigned a

hmcbpdﬁh;c ifde® oamherbesiac 1t$31ydmp1®)b®1tnmdml;arggq:k@yc@r;st@s,@s follows Tle
(&'E‘),r\?aé? A quLen 5. %g ﬂhea(';& 5}: Cﬁah%é M (“2{; f)e,gfa}(fpsﬁ@'lﬂ% &); Thr
( @Wb Spr (db%)sTlspt(Wrﬁg ofr (-QSSD( PNEBTﬁ) gis (;03 2)TGIUK -3. dNImGSR); Asp (-

n%ﬁjﬁ&b% ognd g@x be del et ed. It is of
Iin’s nbodi frents there s provi ded the

pr O\In glternatiae embﬁé“fp@ﬁﬁ SabeeT RS REICk AR RS B S Gnasle g
arﬁﬁg Hﬁ&] Fe‘gldgé is §ﬁ@:ltlu{3d NG an@cher?n th sddhe o?ass where thd dﬁnﬁ'&tcﬁ @fe

Iment of the invention, there is DTOVI
divised ccrpnaelap aeidici kagic gadreuie C&”’é??ﬁraﬁ &Rgs:aRn aﬂ‘f“h BlanYplgLev.
IS PHL i, Q’r@fl\/{et acidic: Asp, Glu; basic: Lys, Arg, His; neutral: Gly, Ser, Thr, Cys, Asn,
Gin, Tyr. _

In yet other émbodiments, sﬁbstitutions may be made wherein any known amino acid is
substituted at a given position. In some embodiments, evolutionarily non-conserved or weak.ly
conserved amino acids may be substituted with any for example, an amino acids of similar size
but different hydrophobicity, similar charge but different size or other similar types of
substitutions which wi'll‘b'e understood by one of skill in the art.

Thus, analogues of CXCL8¢.74)K11RG31P can be constructed wherein the desired

biological function is retained by insertion, deletion and substitution of the sequence shown in

- SEQ ID No. 6, as discussed herein. It is further noted that exemplary analogues are shown in
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30 XI ELRCX6CIRX10 X11SX13PFX16PKX191
X21EX23X24X231X275PP HCX33NX33El | VI C
LX42X43GX43EX47CLX50 PX52X53X34WQX38X59V
WXBIRBBIEIBAKX66 X6 7TEX63X70X71X72 (SEQ | D No. 4?,§?TfCA2007/000848
wherein: WO 2007/ 131352PC¥/ CA2007/ 000848 18 X4 X70,
X71 and X72 are independently 0-10 am no acids; and
Séﬁ §107§11' X13 X16 X19 X21 X23 X24 X25 X27 X33 X35
P 5 X47 X50 X52 X53 X54 X58 X59 X61 X62 XX66
X67 16 Breferred erlingrd epestrtiaty equiselprs arabepups i X HS 74 G31P are
p afe le%g Q%hﬁa%_"s&% o?ie (jlt@ “EAT“ES frbm s@erél"spel:lcs lor ekam;% ai\bhown

ternatively, X,
méihbﬂe X725 wﬁ]d@peprg@ﬁpd Iyy W&Vf $hill p-the zghﬁqb@tlta@qnoa‘&’ hlgblygartable

an%%gl:@d RCIHRs is 91079, l@ﬂ:]ﬁ@ b@foheRedharuBst@Nion 8t 1B HonSrved amino

( am no aci ds, 0-4 am no acids, or 0-3 am no
acilsi ds, or 0-2 am no acids, or X, may be selected from

t he pgr %pﬁo&% lioﬂ%f ﬂnfe s ce@gv&n  Table leol]Kwed by deletion of
GSMGGSK, | and be. del et ed.

theﬁwbwﬁrf@ma!sammafrwnééubzmﬁw ol aDEPES ooy }YS‘PF] b with
argﬁmeggjtndh%a{ea\g(a%@@ or 10 SA (human) but any other 2
am noaci.ds R

dol SrgCH GRS SRR o R SRR Ao Rt

IS PrROBIWeXOOeX HIFSKISEXNEK (51O 1D et 3)deheetieX il amino acid.
havet e.anm ng-aci d sequence of SEQID No. 6, 7, 8 or
Ingome em d‘mwt%%dfﬁg?turéf?gﬁ #sht of the invention,

t her[sa ahGth@r @iodieenadf itl0inaéntidn, Otherp Uis ipfdvixtid pmpilsdaleted or purified
ri sing an am no,acid sequence of: 15 X | ELRCX6C
°°8‘PS{f1ﬁg WW‘“%W%%@? X21 EX23X24X2a27 SEP

HCX3{3 BXBEECIRK XISX2PXBREBKABEXKXTKERSHCXNXEIIVK LXXGXEXCLX

P RS R R e B 0 "2 o ach ds. 20 XB
wheseif X, BX0K; dnd 3¢ bk indepEndentlyl §- 1Kdrhinp scidHrepiduds;and X is any amino
acid. That is, X, rmay be for example 6 random amino acids long whereas X;, X3 and X may
all be- 0 amino acids long, that is, may be deleted. In other embbdimcnts, Xy may be 2 non-
native amino acids, that is, not MS (bovine) or SA (human) but any other 2 amino acids, X»
may be S or Q and X; and X4 may be deletéd. h

_ Alternatively, X, may be 0-9 amino acids, 0-8 amino acids, 0-7 amino acids or 0-6

~ amino acids or 0-5 amino acids, or 0-4 amino acids, or (-3 amino acids, or 0-2 amino acids, or

X may be selected from the group consisting of GSK, GST, 8, A, T, K, GSMGGSK, and
GSMGGST or X, may be deleted. A

It is of note that in some embodiments there is provided the pmVlso that the peptide
does not have the amino acid sequence of SEQ TD No. 6, 7, § or 9.

In another embodiment of the invention, there is provided an isolated or purified
i)eptide comprising an amino acid sequence of:
X ELRCXCIRX o X11$X13PFX;6PKX15] X2 EX23X24X251X27SPP
HCX;5:3NX35EINTVK LX 45X 43GX4sEX47CLX 50 PX52X53X54WVQX53X59V
X61X62FX64KX66X67EX59X70X71Xn (SEQ ID No. 43}

wherein: . -
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X13is Tor K Xi6is Hor N 25 X19 is F or Y or L;

X21 is Kor R X23is Lor M X24 is Ror T;

X25 iSVor A 30 X27 Dor E; X33 iSVor Aor E X35
WQ20p7ad3138;, X42 is Sor Vor Tor FF' WD PCT/CA2007/000848
2007/ 131352PCT/ CA2007/ 000848 19 X43 Dor N, Xis is R

or Aor Nor Kor Db X47 is L or V;. X650 is Dor N 5

Xi‘éggyo, iX?l a}r<1d %2 a'?'e inéép%mile%tl)l’:'ogﬁ axgng I;'iClJ-S’; ar?854 is Por Nor.

XG,’XIO X, Xiz Xis Xio Xa1 Xazz Xz Xos Xor Xz X5 Kap Koz Xas Xaz Xso Xs2 Xss Xsa Xsg Xso
Xs1 Xs2 Xsa X6 X7 Xg9 are each independently selected from the group consisting of: A D E,
F,G,H LK L M,N,P,QR,S T, VandY.

Alternatively, X, X0, X71 and Xz, independently may be 0-9 amino acids, 0-8 amino
écids, 0-7 amino acids or 0-6 amino acids or 0-5 amino acids, or 0-4 amino acids, or 0-3 amino
acids, or 0-2 amino acids, or X; may be selected from the group consisting of GSK, GST, §, A,
T, K, GSMGGSK, and GSMGGST or X; may be deleted.

In other embodiments, X; may be 2 non-native amino acids, that is, not M-S'(B()vine) or
SA (human) but any other 2 amino acids, X7 may be SorQ and X+ and Xy may be deleted.

It is of note that in some embodiments there is provided the proviso that the peptide

" does not have the amino-acid sequence of SEQ ID No. 6,7, 8or 9.

In another embodiment of the invention, there is provided an isolated or purified

~ peptide comprising an amino acid sequence of:

X;ELRCX(CIRX 16 X11SX13PFX ePKXiol X21EX235X24Xo51X27SPP
HCX33NX3sEIVK LX 42X 43GXasEX47CLX 50 PX52X53X54 W VQX 55X 50V
X1 Xe2FX6aK X 66 X67EX 69X 70X71X72 (SEQ ID No. 4)

wherein -

X, is 0-10 amino acids; :

XeisQ,EorL;

XppisTorl;

X isHorY;

XnisTorK;

XigisHorN;

XwisForY orlL; C

Xy isKorR; '

XpisLor M;

XyisRorT,;

Xasis V or A;

Xazis Dor E;

XszisVorAorE;.

Xssis TorS;

X418 S orv orTorF;
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X58 is Ror Kor I; X59 is Vor |I; 10X61 is E
or @Q X62 is Kor | or Vor A, X64 is L or V, X66 is
Ror K, X62 is Aor T, 15 X69 is S or Nor Kor G
WOE0743165%0r S or K or deleted; X21 is N or DPEH/CA2007/000848
del eted; and X22 is P or A18r S or del et ed. .
Alternatively, X1 may be 0-9 am no acids, 0-8 am no
SACL S, \O- 7 ami no acids or 0-6 20 am no acids or 0-5
am no a¢ids, or 0-4 anino acids, or 0-3 anino acids,
Xaris B-o? AamNro Kawrills, or X1 may be selected fromthe
*AIioUR, gonsi sting of GSK, GST, S, A T, K GSMGEK,
and GSMSGST or X1 may be del et ed. It is of note
XsiaP or pb sone enbodi nents there is provided the
ROk @ that the peptide does not have the amino acid
‘'sequence of SEQID No. 6, 7, 8 or 9. 25ln another
XeribB @ Rehl: of the invention, there is provided an
xiSobatgd-@r purified peptide conprising an amno acid
sequence of 1 Xi ELRCQCI RT X11SX13PFELPKFI KELRVI ESPP
XpdSBINKSIBEI | VK LX42X43GX45EX47CEX50 PKEX54WQX58W
X%8s @2 EX64KRAEX69X70X71X72 (SEQ I D No. 4) 30 wherein
ng' Ls GSK, GST, S, A T, K GSMEGSK, GSMGEGST or
dFECRY: X11 is Hor V;

XezisKorlTorVorA;
XaaisLorV;
X55 iSROI‘K;
Xeris AorT, _
Xeo is Sor N or K or G;
X70is Q or S or K or deleted;
X7 is N or D or deleted; and
X7 1sPor A or S or deleted. . 7

Alternatively, X; may be 0-9 amino acids, 0-8 amino acids, 0-7 amino acids or 0-6
amino acids or 0-5 amino acids, or 0-4 amino acids, or 0-3 amino acids, or 0-2 amino acids, or
X1 may be selected from the group consisting of GSK, GST, S, A, T, K, GSMGGSK, and
GSMGGST or X; may be deleted. ‘

It is of note that in some embodiments there is provided the proviso that the peptide
does not have the amino acid sequence of SEQ ID No. 6, 7, 8 or 9.

In another embodiment of the invention, there is provided an isolated or purified
peptide comprising an amino acid sequence of:
XELRCQCIRT X,,SXsPFHPKFI KELRVIESPP
HCX33NX3sEINVEK LX45X43GX4sEX47CLX 50 PKEX sy WVQX 53 VV
X1 X 52F X6aKRAEX 66X 70X 71 X72 (SEQ ID No. 4)
wherein ' _
X, is GSK, GST, S, A, T, K, GSMGGSK, GSMGGST or deleted;
XunisHorY;
Xp3isTork;
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X13 is T or K, WD 20071131352PCT/ CA2007/ 000848 20
X.33is Aor E; X35 is Tor S X42 is Sor T; X43 is
Dor N, 5 X45 isRorNo D X47 iS L or V; X50 is D or
NO2ZEA31382 N or K; X58 is Ror K; 10 X61 i S E RSIT/Q32007/000848
X62 is Kor V; X64 is L or §;, X69 is Nor K, X70 is Q
or S or deI eted; 15X71 iS D or deleted; and X72 is P
)gr %ﬁ‘f%‘é It is of note that in sone
nts there is provided the provi-so that the
X}Epfricmls does not have the ami no acid sequence of SEQ
%I%r 6, 7, 8 or 9. In other enbodi nents, there is
OV|ded an isolated or purified peptide haV|ng or
Xai)xs@nqer sing or consisting essentially or consisting
)%?E‘ %mb%@p acid sequence as set forth in any one of
E) 6-41 or SEQ ID No. 10-41. For reference,
Xhieser ¥m no aci d sequences are as fol |l ows:
XLEL AN, RTHSTPFHPKFI KELRVI ESPPHCENSEI | VKL NGNEVCLNPI C
é‘kV\X/QWV QVFVKRAEKQDP (Bovine 3-74 KI1IRG3 IP - SEQ ID
Xnois Ngy K25 -
x| L RGREL RTHSTPFHPKFI KELRVI ESGGHCENSEI | VKLI NGNEVCI , NPK
KV’ VQVFVKRAEKQDP (bovi ne 3-74 Kl IR P32G - SEQ
XeDs NoT Q7
X[ Bk RERGE RSPSTPFHPKFI KELRVI ESPPHCENSEI | VKL TNGNEVCI NPKE
KV\X/Q<VV QVFVKRAEKQDP (bovine - 3-74 TI2SH13PG31P -

*sE6l VN0, 8)

XIFE RGEREL RSPSTPFHPKFI | CELRVI ESPGHCENSEI I VKLTNGNEVCENPK

}&%Cgr(g\ér deleted;

X1 18 D or deleted; and
X5z is P or deleted.

It is of note that in some embodiments there is provided the proviso that the peptide
does not have the amino acid sequence of SEQ ID No. 6, 7, 8 or 9.

In other embodiments, there is provided an isolated or purified peptide having or
comprising or consisting essentially or consisting of an amino acid sequence as set forth in any

one of SEQ ID No. 6-41 or SEQ ID No. 10-41. For reference, these amino acid sequences are

~ as follows:

TELRCQCIRTHSTPFHPKFIKELRVIESPPHCENSEIIVKLTNGNEVCLNPKEKWVQKW
QVFVKRAEKQDP (Bovine 3-74 K11RG31P — SEQ ID No, 6)
TELRCQCIRTHSTPFHPKFIKELRVIESGGHCENSEIIVKLTNGNEVCLNPKEKWVQKV
VQVFVKRAEKQDP (bovine 3-74 K11R P32G — SEQ ID No. 7) '
TELRCQCIRSPSTPFHPKFIKELRVIESPPHCENSEIVKLTNGNEVCLNPKEK WVQK VYV
QVFVKRAEKQDP (bovine — 3-74 TI2SH13PG31P - SEQ ID No. 8)
TELRCQCIRSPSTPFHPKFIKELRVIESPGHCENSEIIVKLTNGNEVCLNPKEKWVQKVV

QVFVKRAEKQDP (bovine — 3-74 T128H13PG31PP32G - SEQ ID No. 9)

GSTELRCQCIRTHSTPFHPKFIKELRVIESPPHCENSEHVKLTDGRELCLDPKENWVQR
VVEKFLKRAENS (bhG31P — SEQ ID No. 10);
KELRCQCIRTYSKPFHPKFIKELRVI'ESPPHCANTEHVKLSDGRELCLDPKENWVQRVV
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- PK % VVEKFLKI

30 QVFVKRAEKQDP (bovine - 3-74 Tl 2SHL3PG3I PP32G - SEQ
ID No. 9) GS

| ELRCQCI RTHSTPFI TPKFI KELRVI ESPPHCENSEI | VKL TDGREL CLDPK
VERRIAOIRS NS2EKFLKRAENS ( bhG31P - SEQ | D No. 10) PCI/CA2007/000848
KELRCQC! RTYSKPFHPKFI KELRVI BSPPHCANTETI VKL SDGREL CLDPKE
NWQRW WD 2007/ 131352PCT/ CA2007/ 000848 21

P : 1D No. 11);
EEE%W?&%%&%[W RHCANTEI | VKL SDGREL CLDPI CE
ENPWQRIREY RERFKIRKENSE R CESPPICANTE L' §ECS PORRBCLEPK ENWVORV VE

T | ESPPHCANTE| | VKL SDGRELCLD
KPR & NNERE OAENS {1 B ( ) S0 1D 1
GﬁgﬁLRCQCIRTYSKPFI{PKFIKELRVIESPPHCANTE IVKLSDGRELCLDPKENWVQR

RPYSKPE I ESPPHCANTEI | VKLSDGRE
LCLDPKEN \;&\X%%V $$R§€@N§EBTV - SEQ | D No,

GEMGGSKELRCQUIRTY SKPFHPKFIKELR VIESPP CANTEIVE SDGRELCLDPKEN
@@ﬁ@ﬁﬁi@ﬁ@g&dﬂﬁﬂ&@@d TS HBANTE! | VKLSDGRELCLD

NS (hGBlP K3T SEQ I D No. 15
o BN YRR SRR VOR

V@M@A%@ﬁm QEQ%NB M¥)8H - SEQ ID No. 16);

‘G%EELR% PFHPKFI KELR\/I E @ﬁ@ﬁ&gﬁ é% gKIEEPIé%WV OR

VN@KND,KRhENS (hG31P Y13H - SEQ 1) No 16);

A o B L PR R TR on

VVBKFLKRAENS (hG31P K15T (0) — SEQ ID No. 17);

R AR B BT v

VYBKFLKRAENS (hG31P A35E(0) — SEQ ID No: 18);

o R A R R P AL R R e

VX¥OKFLRBAENS (hG31P T37S (0) — SEQ ID No. 19);

ORRERR el G AR e By Y TP PR v

VY EKFLKRAENS (hG3 1P S44T (0) — SEQ ID No. 20);

@%ﬁ@ﬁﬁ@ﬂ?@ @qﬁk’bﬁ%ﬁh‘@ﬂﬁﬂéﬂé&aﬁ@%ﬁ% WvoR

KEKWOR VWWEKFLKRAENS (hG31P N56K( 0) SEQ I'D No.

- VEEKEL ﬁﬁ@dvﬁﬂﬁﬂw kEﬁE@/ﬂE§PF34GAI\I‘I’EI | VI CESDGRELCLD

G%M&I@Qs%ﬁkﬁé@ﬂ@EEWAWVKQEDGR%E&WQR |

\V&kﬁkﬁ&@NWﬁwm)ﬂWﬁﬁtAma | VI CLSDGRELCLD
- GRKCERVYOR MERVFLIFRABNS KWESEPHKRNYEITPKLSDERE.EONOENWVQK

V&@?‘EE’E&@@EF‘ FASARBEUKR) KEERUP BSPBNCANTE! | VKL SDGREVCLD

" GERKENQRRWEIKPFRRRENE [(RVGE SPPHC ARVEHVRESD GRENOLDEGINWVQR

V@K&Wﬁ?@ﬁ#@%@kﬁ@@%@@%ma | VKLTDGRELCLDP -
GmEMIMQQCWﬁ’fsmmzmlmmsﬁpﬁemm'@(LD)MEVQEDPKENWVQR

VAR RS SR e Rsy - SEQ' D Nor 27)

GYICERO0GE IRILBT PPEFK ERCHL MBS AEENSE VKL TDGRELCLDPKENWYVQR
F ESRPHCENSE! | VKL TDGREL CLDP
VRENER ERETKRERS ORI PS5 S0 1D No.. 26)
GMWWMWWWWQR
VEERMMRAME SHSTA NSy (Rt E35f - SEQ 1D No. 29);
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: VEER@@RRENSWH’R

'Gsmqsmiau@coﬂmﬁgpwm

5 .
GSTELRCQC! RTHSTPFHPKFI KELRVI ESPPHCENTE | VKL TDGREL CLDP.
KENWQR WWEKFLI CRAENS (bhG3 | P S37T - SEQ ID No. 30
WESMOBSTEZRCQCI RTHSTPFHPI CELKELRVI ESPPHCENSEI PUKE 0848
LCLDPKEN W/QRVVEKFLKRAENS #bhG31P (+6) - SEQ I D No.

31);

ORI TR OBKET RS R T Ty o GR 5  VR

VS’E}(FLKRAENS (bhG31P T15K — SEQ ID No. 28);
%EEA k%dﬁmﬂ DR GREREERKERIEEV QR

GSlP éﬂh - SEQ 1D No. 33);
EOENSEI | VKL TDGREL CLDPKE

ltESI(PHb)ENTEﬁE@UI@d}@LCi@PKEmW R
GSI\/GGS EL%TYSKPFHPKH KEL RVl ESGPHCANTETI VKL SDGREL

VEEBPKERAGM KESRERAEREQIRRPt B)( +6) - SEQ I D No.

G3RNGGSTELRCQCIRTHS TPFHPKFIKELR VIESPPHCENSEIIVKL TDGRELCLDPKEN
GSMGGSKEL RTYSKPFHPKFI KEL : 58 PHCENTEI | VKL SDGREL
W BPRER

FRhfORNERS) 1 RIRe 112 YA3SE(+6) - SEQ ID
GAPE BREYCIRTHSTPFHPKFIKELR VIESPPHCENSEIIVKLTDGRELCLDPKENWVQR
GSNGBKEL%E PF%ﬁﬁé}é‘? F%LESPPHCANSEl | VKLSDGREL
VEERBIERABY TRR¥ | RGBI P T37S (+6) -
TEEXGORNGIS TRFHPKFIKELRVIESPPHCENSEIIVKLTDGRELCLDPKENWVQRVV
YSKPEHPKFE RVI ESPPHCANTEI TVKL TDGREL
T PR DI VEKR) RAARNS YL TRL| RGa1P SAAT (+6) - SEQ
ELRCOOIRIBB)IPFHPKFIKELRVIESPPHCENSEITVKLTDGRELCLDPKENWVQRVVE
RTYS | KELRVI ESPPHCANTEI | VKL SDGDEL
K@%@%ﬁiﬁ%ﬁ%(# 1 1R03 1P R47D (+6) -
GSHQUSEENR.CQEIRTY 26PFHPKFIKELRVIESGPHCANTENVKLSDGRELCLDPKEN
VR R RIS HRBACR e L ey
S *L49V - SEQ I D No.
G&ElﬁGS&EGLRCQCIRTYSKPFHPKFIKELRVIESPPHCENTEIIVKLSDGRELCLDPKEN
P TI\IGNEVCL NP
BRI R g T o
ELRYBFPEHEAMSERY K 5D I/CLDPKEN

ﬁvvmmﬂgmﬁé (hmqmssiﬁsvrs%a&sm kb ys7pf as used
t he above f1ned ﬁ&gﬂdes refers to the

O MGG AR GORAR FE R PR H LR KESPRUCHo E R EL LBk

RRENQ (K1 RES 1P Salr (¢ |—@E psNwhysgh do not
V‘Nr(%lg{g‘lmglllali%yl(affectthkgi ( X Q) ﬁe ELR- CXC

oML aar Fe sk BTk s LRV PR R ARyl Sl By
VPRELY VIEK FIK RIARSS gmm{ammmmu eE) enbRdigEnt, the

ok ot LB P8 B TR

NWW?LI&A@ESXH@IMMH&M@E@%NO 4 wan be seen

Ggaagr ef (Sr r ITB’%ITB&H %@%?PP@%&@%L%@V%NPKEKWVQK

VYREVEIR ARM GIDP \(Boved 3-94 Kmmmafzad SEQ ID(BIblPkBO and
hG31P- 1. .As dISC(ﬁfed ynucl eot

pol
e ol e Rt g AL P e SOVE BRIy o g wea m
regi’ré tieebpe defindiipeptidey @fird theefad thaathe b@tldm@flt!‘dllmor example

SRR P Iy L ey s e
EI:MCD@Z demoighd agonmecy agogist sdtimgy @frthhwtl‘ﬂ'@lﬂ lqe@hon
tr arz Fgfe@?&d gﬁlb&{uﬁaﬁftﬁ&‘s&@te%%ﬁ@nﬁé@&pﬁ@ ¥ qus% frk hndﬁ) D No.

are’'a e scope O I nvention as
di scussed bel ow. For exanple, a viral host may be

- genetically engineered to conprise the pol ynucl eoti de

10or an expression vector conprising the

pol ynucl eoti de as descri bed above and bei ng operably
linked to a regul atory sequence that controls
expression O said pol ynucl eotide can be constructed
usi ng nmeans known in the art. Furt hernore, the
pepti des as descri bed above nmay be used in the

manuf acture of a nedi canent for treating a CXC
chenoki ne- nedi at ed pat hol ogy. I'n sone enbodi nent s,
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As Wi Il be appreciated by one of skill in the art,

such nedi canents conprising an 20 effective annunt of

any one of the above-descri bed peptides nay

VRIRMOTIHEBred to an individual in need of suc1‘3(31“-’(3*“‘2007"’0“"848
treat ment. ~ In an altéfnate enbodi nent of the

i nventi on, i s envisioned that conpounds having the

1 ﬁ@ﬁ% bl%z 655 déi%ff?ﬂﬁ' QNAG3 FbH Ak Hén%e%!:entb%l Se il H‘}Qgtﬁést ©, 19 and

S antagoni'sts. Three di nénsi onal

Z%mdlay disaiswfl belnenthesslpersides appear & shew gesaldr relptiveacsy iy gempared to

hé €p gliciypg of active sites, 25including bi nd| ng
ﬂ e ‘?or chenoki nes. Chenical | eads with hi g

t hr o%ﬁghmﬁse@@r%mpwgu%@véeswé@dlnaéfwewe@é%febsﬁ aboyp gre within
the Gﬂhé i)ﬁvéh%h %dzrﬁa%e%%hs%ﬁ&bd/ﬁl RhRBORIBlino@h il th€art. As will
(J Biol Chem '1998:273:10095, herein
bﬁ? ‘HP@ES’F'BT@F‘ By ey 9hykiflan te antepseenic eqllsor ol gy opRERngarhaving been
trils PSR trahBecdanamatith pLatRe AR AONN Withif the Biopk o€y ention
2000, 275: 36626, herein incorporated by reference).
asIPRTSPLOM™-al (I Leuk Biol, 1996,59:53, herein

| NCQispeNafpRa Biyal hedt @1ag BE @naﬁdﬁﬂﬁe@i’mér@d/ﬁd:ompﬁieem’ polynucleotide

neti c resonance ctrosc et ai

OB RGP 1 DUPE P e P ARHIDR 8PN EREEp eI operabl
ke kokic \JatEr tsbyukhdr 1 donro 3 -ekghrE2siGK 6 ahigwbloucieside VihtHe

t hei edNNR info matloq a\é&l |'s et al generated multiple
U Bt HRIpE BRYS ?‘ﬁmﬁ P9 r ecept or binding sites of

VWO J06HHhEE3E2 PGTIGAR ABZHBAICSAHS Ry bﬁukdilqz)ﬂle manufacture of a
BB b AL BB LR
Eitmotsie Reagamgan BLBHPRC clemokibhenefliotetl pythelgey: FheEKE s

VLB ORI ALt Sl SR
repﬁmps haw?rtadmnaa B\dmeé@wfe Eaji@toar ditfess y@jrome, immune
| ation kit
I e ?fgpé_%@fmgﬁto lﬁ%ﬂgﬁp B%Cé%fagéng&%d?a %H)d %ﬂsﬁ% sequenci ng

vectAsrwill B arpsesiatyst by one rEskilHp thepgly 6 PRAICENALS comprising an
RRIVIRIRRG @.ﬁt SRIARURAGoveldsctiBld &ptl(@@ln'afz be adninistered to an

site-directed nutagenesis kit (QuickChahge. TM ;
ingiyishepliim s okah HedWEtanada, Laval, PQ, aprotinin,

benzg Er?alteﬁﬁte@n&b@ﬂﬁ&ﬂmw ifivofidchl 8 Tsa en@-i@i%ﬂédlﬁﬁ Ebrﬂ&)u-ﬁds having the
- cytochal asi.n.B, dinethylfqrmm de, endotoxin .

Sa(rE§larﬁ%<ﬂlmelrﬁ1°&alc%q"wae. %8’581"9%&‘&1‘3‘?3‘ Riesedas Apagnyists. Three
dithbsTd38) analySIOBF dh,BI)‘ﬁcaI SOt iadas ket HhGive sites,

inlgllg iﬁ% En}qhigg FIPCS? Lgﬁcﬂcﬂ%l ihe ngggﬁg {Vo[[;k‘/ég thrmsg?)[e)lﬁtas!:regllllg have

bdh ey kdginkyleSind Elgemidalll bpl@ﬁxlzdese{d?hﬁﬁt)ltagomst of the CXCRZ {J Biol

cﬁ’efgggfésgéﬁjﬁojo% rehf;’l%go‘éﬁora? %&e 42 él apgroach was also used

toleiicrat€ 1 CCR3 atitagdnisn g B«ioltCl(eA[rH]ODmﬁ 38626e1mm1ﬁ ircorpbrated by
re@ oducts, McGaw Pk, 111.), human CXCL1, CXCL5, and
"(R&D Systerrs Inc, Mnneapolis, Mnn.), horse
r adl\ghlspealQJ(LQiI&S?hol( HRP) 59c<Bnharga inecipemted by edidvertce)l hps employed.

RS B PR AR Bl e UM B st o

ligaadsfor GYER| 1ngladteg ba@aELR apd noygilsRk @x@yh@nmtwm their NMR
m(‘dﬁhgﬁmg@@ﬁ&t&l %’:ﬁ&%géd %ie sggétlw?igﬁsapi%rgbhe Mi.e;)tor k@tQin ﬁes of
serum al bum n TBSA Lynphocyt e Separ ation M
(1 CN 20Phar maceuticals, Aurora, II1.).
Generation of CXCL8.sub. (3_74)KI 1R anal ogues. The
hi gh affinity CXCRI/CXCR2 |i gand
CXCL8. sub. (3. 74)K11R, and its T12S/ H13F anal ogue were
generated in accordance with
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and Geaeram of &

t he nmet hods described in Li and Gordon (2001, supra).
The G y31Pro (03 IP), Pro32@y (P320), and G1P/P320
anal ogues of these proteins were simlarly generated
W§32087/1383%3i rect ed 25 nutagenesis using PCR W]gq:;r/pwomooszls
appropriate forward and re¥erse ol i gonucl eoti de
prinmers (Table 1). The products from each reaction
| r specificities.
RS S RREEE S PP Bt AR L B ey R sp
sequences verified commercially (Plant Bi otechnol ogy
BsdilidtBmodaskatoon) . Briefly, the reconbi nant
acteria were |ysed in the presence of a protease -
i nhiRishgeots Scwerlicai Thefallopineprasents yerg grighasert mmsraallyang

lgtatmg/nygeﬁlgrogeeﬂﬁ%Qﬁrbs@)on@é@ortp@xtﬁc Qb s-25 | gArﬁérQﬁm-
proteins in the supernatants purified b

Pharpasiteltioigta BIW d'lsh |Pﬁ?@; Ryt HPFFFfdﬁ%"»e@ew %&s@%kﬂéﬂ fip(Pierce
SEBRE ql@el&@rdvmut) hthk E@luaﬁtnawaorqish@aﬁmeﬂl Ksepfualurbo. TM. DNA

Caswe M ddl et on
e At Firciegriggereis Bt Q“‘#ﬁaﬂge ™M
&X@Lg%(&aﬁﬂktﬁlb&aamalaogu@) Npﬁiditﬁu(; bmmpbafdmmchmomnm

e PGV Al YRt agaehan Brosa e °

: llﬂb@&l@ﬁb@ﬁrl@e@kdrﬁﬁ)e(d?ms) mapm;tyhmm,iglgalammmm;dd ([PTG) leupeptin,

en [ enov ract.eri .
p"B‘érPalfBﬁ" éﬁwcaé"@& m‘é’Fréig(? P glh 121} rOélStetga"ze%}i/&f g (ﬁﬂ Pern
pl{éhy]ﬁlhﬂhﬂg:lfmﬁllﬂuangﬂwﬁmtpihelbd\ﬂm;‘ié -1GXEIa® aaetute (RIH), and Triton X-

GRS 550 3 il ) e P L 6 e

ProdeagHicGed Phyll ) ieman CXCCXALECER amdo@aw R EALSyAEstsdng,

MG o e, LB 3 iy o s
Sapdiramncisco, Calif)] RMEM, EBSSH(Cilise Gratskdabid NrY.), B wicpigyiding Vector
Lxga q%.lrltﬁ‘l Qlillg)(%'[ﬁ f&%rfstchfyrﬁe@hfdhaﬂc (ﬁﬂl%é%y@&qferr?mﬁbso%ﬁwrsburg,

to ne hils and 1251 - | at er
Mét),atgemasglayslbmﬂmr( PabiaydLyrerheptoeramtiorttegumdhdi 8 was

P}Qh{;&{ckﬁ%!&@t;ﬁ%@qﬂ)t he | evel s of biotin substitution
determ ned usi % a 10 commercial kit, as _noted in Li

8 suypyed§ IR pREoBIS Phehigh gty CXCRI/CXCR2
lléﬂH@@kCLﬂ Elﬁﬂg gl |PR Zand s T3R8 1 3 anbib ﬁz'ﬁérep@lhenﬁﬁh ¢h REordance with

CL8 was r adi ed Wt usi
o St e SRR ot e L R kAT P2y
(pdetRhdd GHip/raDd ak6H060f20KId profeiia fndje. slrﬂ'xhﬂyl galedtatby site-directed

RN N R T 1 W—

(T6lb¢). gde @{@c& fdneeaRn tacioneerd digesied S/ith @Ipal, hgzee(blﬁfol tind teytor

gkl i TR o ol Peleb Lt e PR By e

Biteptind)ogy Instltute%kz&()call_/m‘)eﬂi,]tﬁé zactmhlmgzuﬁnabﬂendwng Imed ayba

Cells 5- 93% utro hi. |
Pfebs 0Pt haor s Se QMG E L S iERd S
le(rSainymhd the ﬂacmhbmatt figsion pt@@8s in Wetsupermataatsplurified by affinity

[
D T T g
Casivalb et l. t(GaswelLide it Povh Middleters agtbk By ﬁ?rﬁl@fd 1938- Vet pamunol.
1881& from the GST
In@ﬁ%%@% o7 ﬁgﬁ%@p HT g%?]ﬁg]?{é)géﬁ‘ % a%ﬁ/é&%%fé\ﬁglr: gzgj:énc ubat ed
for 2 h at 4C. with the anal ogue,. washed in cold
DNLEM and then incubated for another 2 h at 4C. with
bl mMCXCL8 (1000 ng/m ). The cell-associated biotin was
detected by incubating the washed cells with al kal i ne
phosphat ase-conjugated streptavidin (1: 700 dil ution)
and then with ARTS enzyne substrate. The 0D405 of the
‘sanpl es .was determ ned using an ELI SA pl ate reader.
25 Mediumtreated neutrophils routinely bound
sufficient .sup.biotCXCL8 to generate an 0D405 of
0. 5-0. 6. “For the in-depth studies with
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WD 2007/ 131352PCT/ CA2007/ 000848 26 determ ned using a
counter. The non-specific binding of 1251 CXCL8 to the
cell s was assessed in each assay by |nclud|n% a
WIS ol ar excess of unl abel ed |igand i nF§T442003/000843
sanpl es. This val ue was uséd to cal cul ate the percent
speci fic binding (Cbllgan J., A Kruisbeek, D

S o?wt& tllfromﬁ?l%Yg% A5 scWaga%s'E %@ﬁhﬂte Joggéfed Qﬂﬁé' @’@S), run

ocols”in Innuno 0gy.

thygiek )commermal enNpigkinapmgVal m@mm mea a@@cmm@omgme
gJ%%c%HB&QQQiAGm%M%&%Ib vaﬁlsda@samts bQﬁﬁJ’CK@ES’ErIﬂ%Qdy

and Gordon 200 supra) Bri ef

(rEgrtidsd by |DasM nMpesey)eack EUfﬁEGtaFfé?ﬁﬁ‘P Ih%d djeleculay éﬁﬁ%ﬁf &dDpoyas
speBifidAIR ol izdd S the¥fabtif Rl AEPES in thb Qs dttiSe frfdeall @ Relative

products assayed calorinetrically for_the enzyne.

Purév oW o i deiemined by g%lt%féme%ﬁ'rygg eldbe ROk gels-per cent
of tmz@eﬁ]r@ of e @dcomBinhi lpaicifd MeaREd "USICE R FbrARtiniy] surveys of

angl et SRR AR P ) SEECK s e ol 25+ Okt papeceptor

amitymjms%b(o&ﬁylmgd iﬁd)theﬂlﬁ@blmliblﬁﬂ sbbtithriicy d&e)minadmd
42+1-6%.r t rbrof
CP RPN SR RRe" PHBHCRIT i APy 1B SRR M BaRa wio

2 0b nales etbilbroRe okl of EXICAS. ttmhgeas‘ rhdioldlﬁle(dBAihliisl fisin@rthe Bolton-

RS e Y SRRRRESh Wl s

palein wefsgaﬂl}rateda"mrm&lb knipeorpaatd '871&1}& by ohesiutdgraphylen Sepbadex

Ggélt i’nl.l ?A a%_lgéFxttLE %&%&ﬁ%@f}% r\ﬁﬁﬂ:o#ﬁﬁﬂyl}og n%&yo%ﬁﬂs and the time

renwmslrt@péﬂdw@ bindi5g e@@ripfil s notad upLednd fdorden y2001, supra}.

dos ; :

end g)g(% N 7| n gbfgér%%gb‘g??(%ﬁ XL%?% r?arbg’?nr% P?épr}rlg?‘)ma F {/)Jur'ﬁed
frpva therbdgsidiof Cii’fféﬁs!p@P@eiaﬂWﬁi th¢ ﬁﬂﬁ’t“iﬁrlé ﬂw@p@)f@aéﬁeﬂ J. L. etal. 1998. Vet.
ISR IR LS aMBEF: S 37 ﬁOWpr{:ﬁ}QMQI%QXMHHCEQ YR d%férrgmecgthht' doe of

of endotoxin or carrier medi um al one 20(saline;
oyrgnalpeaisy affeqted therydabilibaef @P%Qpérims dtermivad braietrap plyg dye exclusion.

F&bﬂle%rsddrangegwexu@@yssmeuasﬂnlaEh B S0. s% ﬁﬁ)\ewéré‘ frchiafcAESS h at 4°C.

were recovered-fromthe cisterns ge Wt

witjsthe anafggue. sgshed ip pisDMEM g fhey H&utraé‘rgtforan%@%rr% %&Ag@] with
b‘ﬁdmmiw;%/xﬁ@ dinaeal-edoditcdmattn wds uaa&tédo@ 1adwatmg the washed

ol ke abeu DRSO oL (BB L ddbag ity ABTS
ertztmae Eub@lﬂﬁem'ﬂ% 0B, 4 oNthe mnrbgs vk H&Amﬁr@x%ﬁg STEIFA POk reader.

MR R OEAEOT D - sewagh Bk B9 i R X EEe B8R pugoes

offfodslén mi cr ochenot axi s chanbers using

pol ol i done- f
Dol LR SR R 3L R :oRR) ROGEL U Bivo sGicLa inbinding
inhibitlon dsasGeigwaldbeled CXELS HEOBEL GaigKi SR/GEI P.1b preliminkey

égﬁgéem]m glriqunﬂﬁ%h ﬂ{aﬁtﬁg blﬁnZlag é«%m IJ;@E Jﬁt?ec(!} n&?ﬁ@fn?g for EB? CXCLS

ers o nt o
wan/ASmiR GaBBanPhphe d- @f@mpatsetdraw ﬂ@lcr:lés:lulglcﬁ'ﬁm mgeptylfs Thus
m%ﬁ.lr &Fa?@,tlﬂn%ﬂﬁ'eé 9 JHaEﬁg we;)’ mQIHJat%& ?dr \4$ m1 g?s‘]wﬂ?ﬂg];(ﬂl hml

results expresse mean nunbe
CKCE$ end(vatyingSpMWentrativas @ﬁéﬂﬁbaﬁe@ PARRCHIT hgamhéﬂhg gl wsenithene
se@fmehééﬁﬁﬂon.%%%mn@ﬂdf@f‘mmmm thNelslof c@pz%kmandlo—hgand

mannhei m 0si s BALF and mastitis |avage fluid

(diluted 1:10-1:80 in HBSS), while the antagonlsts

conpri sed nouse anti-ovine CXCL8 anti body 8Mb

(generously provided WD 2007/131352PCT/ CA20071000848
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27 by Dr. P. Wod, CSIRO Australia) or the
CXCL8(3_74)K1 I R anal ogues. In sonme assays we

prei ncubated the sanples with the anti bodies (5

Y9 aMfLj13520r 60 min on ice (Gordon, J. R 200@CTTA2007/000848
| munol . 201:42-49). In otReérs we generated

CXCL8 specific imunoaffinity matrices with the 8Mo

RAdL6S 2 ANEi PRt 9@9 ﬁ%ggmgngﬁggé%@ﬁe Tt@av?s assessed

€SE i N excess 1o a
Ifa¢ach Y by Idrddiere, 209-folRmolag pxbes, of Inlal@idd|ligandlif 94¢t of samples.

Tﬁ?é Qaiué\@gs usd P cglglngte %ﬂ%@%ém sﬁé&ﬁic%tdﬁﬂt(ﬁ&i al§Cla8 g.ruisbeek D.

epletion was confir Freaf
I\@é?&b‘FSeE Shegrchgad 3. Stigharhl %ﬁ&w*eetd’wpwémn Immuegdesyi ohe Wiley
S| N Bdkprs were mixed directly with the sanples
i medi atelly ]prl or. to testing. CXCL8 ELI SA. For our
EL| S¥CutrRitil -glvprogidase sedegsessay nEnedstaphid -sypuropisidse, assay has been

rd‘p@@fﬂl ih dek&ll @nﬁﬂcﬂ%rﬂ&l Lo8CLsBoraNBlis®y, Bbdhala§R Btk Beutrophils
as the secondary antibody, and

|
Wﬁﬁ#ﬂ%ﬁ%ﬂﬁo Gmingrith the GHb1¢ an gU%fnraeanBr sgerefigipproducts assayed
cAl@iresiidal fos uﬁteﬁmneaaylmmdjameﬁasa wab Expeetsseﬂlas tHe 583k of the
ons ,of gygh sampl e were

“Es‘ﬁ‘ﬁ"%ﬂa&%‘l“é"’“ RETaR Py deleymsdhier-ersd ¢ Ao B Trion X

1 mnwemmpﬁ)(éﬂaae@b il alfechositive/@ntréXinBlnSANAKEA l?é/ﬁiB)JaRd A23187(1
Lo Vi vo. used a

f.
BT ELIEHEE Cp GRRRIER e nsoe,
abi ISam}pleSJﬁ‘OIﬁ)ﬁ(ﬂaﬁ(n&I&ﬂ)eKiﬂlﬂsRﬂh@bbﬁlﬂed) bfmlnﬂmklvecﬂﬂﬂh@gd fluids

ses I,Nn.\u
O DR b Tt RIS D B Pl B B
mﬂmﬁlpladersrfﬁhdwllm Etlh 19971) lagywelhakat xistern wash Bl0idg Fromabtiie h=4) with

e Si, &SN der .| ocal
)%n aes"]fﬁ 8'2101%&2 o ocgghlﬁsg')tlggwg%g’ﬁ%ggs%gd %h ese L frmmunopatbol.
SN@t?ébh{ML%l@gl}lar@ Govectesporm @xi@silents we d@dgminddohdt S\ ng‘cndotoxm
e Ty
eXpRimeBEstilinvisindused hpfugioealousrd §f epfatdxin or carrier medium alone
(s%@%?’vo?ﬁég iR/ t@eﬁ c(s?e’éﬂsjdf gérl(gltat'u{é I-?cﬁitéiﬁ]ﬁ 1r}10|3§19 'Fﬁd 15 h later

chal | enged them a%al n wi th endotoxin, as above.
B fifitteRfes Waksrrecox prad-Framglesch igerediydpvage with 39 mbEBSH { Fhe cells from the

BﬁIJEi efdaxdt Bmteﬁﬂﬁd’%h tﬂhﬁ‘é Wl{% SH:IIIE‘J@'@&.{ ByQ:@ntﬁ FloSriddi 28 §ﬂfﬁ§n% E&unts
pOSt t'r eat ment.

: tal d at
PP Gareted 8 S i1t G TSk MStRessecse o girm
. chﬁﬁbl&ﬁédoﬁteﬁﬂ@tﬂmslﬁ (CXCBS Hag at bhenGtRIBGa$H! Ution, and

exa ned. in a blinded Shl on at 25400- magnification

Btﬁong ahegaﬂta}xlls asspys Mic ‘Hnus gssays wespyrug in duplicate modified

Bd}ddbremg;oCEBnndﬁxrd dinamd g usnigq;@lylzih@rpg:&@l)donahee marpofétgmee rs
40x. .0bj ecti ve

ol B AP SRRl e GoRRE s M hlmsec v
al oD h J. lrivempla pé :$7a65). F(os me sdnhplé, dhe)numbers of gaiielihat led nagaked into

thd l%£+1g]‘léllle§ %—%ﬁ %B)mm were ea I?eéat\e\% l%yedlreﬁt clountg%totéte}w @ﬁanes
Obnmste-ﬂwb 4 Mcsuﬁﬁewrasteé et bd nleemmtmtSr ofitiefld/eariteld (+/~- SEM).
THIhdrRaft RGNt fRkmlg LT Pﬁ;m >¥<?L8t R P ang oxCL1,

compari sons were ma e usi e sftude
pneympgauc agnnbeliniosF A Lfcand magltaﬂfe’a@(fbm@s(éme@@&-héo mgEBeSs),

wh']'l:lle 'the%%omm&%gyci%é% WM&/ &QQ&@%N@ggﬁﬁML@ %rowdcd

Bovi he



10

15

20

25

30

CXCL8(3_74)K11R/ G31P conpetitively inhibits CXCL8

bi nding to neutrophils. W surveyed the ability of

each CXCL8(3 _74)K1IR analogue to bind to the CXCL8
WRE¥HHPE on 5 neutrophils, and thereby conp@?“é’%‘t“?f""“s“s
CXCL8 as a ligand. In our i ti al surveys, we

enpl oyed bm CXCL8 bi ndi ng inhibition assays, :
i AC an

b)rr OF.lf’ga)tooﬁl gjszlgé &SJulaﬁa) }6%&1% gk&fﬁ(? -;éﬁdl(i)ﬂ gﬁﬁ(&g érp%/lnmagsays we
pjeingubate)l the Fhinples mrhe@mlb@xa_(a rafop) ox Pihminean ie&edof.duR £000.

_ Ciel'i]lrﬁrnﬁoi 9H843 Y fﬁetﬁhePsfwé%ﬁ&QtecY\t%iELg %}&%fﬁcqﬁﬂﬁl@éaﬂ“ n1ty matrices

pneunoni ¢ mann el mosi's

with the 86 antibasiids andk prate@i-aSepharpse boadsrn PSEéﬁ'eqﬁwtwea%noamorb the

se{n{bléawés%n B LNOHARNLIAONRE andl) 1RBatR. 105418 St Med. 180:2027-
artnment of Veterlnary Pat h O@@@Unl versity of

2@52%6@%Vﬁﬂx0wemwwmﬁ Sppf Rffmf@swles For

adRS wikh QLB mbRRh 8GRI bSkts, Ae ikhiHeSs rOM1:28 dirdttil Riith the samples
assay (FIG 1), such t hat 10 nem of

Wﬁ@ﬂ%WBPWﬁfK@¥WﬁeﬁlP bl ocked 95% of subsequent
gl t @@@ba&x MI?gU 1;@ &p%%s% 2@%{;3?/[6 Wﬂ%%@edtaﬁﬂie%g%}%faﬁtmoﬂy, éabbit
ose o} y 0 0
BN FGC AR BV ABEPEY. BRoh8 SE Qs hess o Friary ond
HRRRLBuEA aﬁﬂ%’d&ft IQ aﬁmﬂd& 9 tHedietdgion kmdnﬂdﬂﬁdgd)lﬁ Chbwell et al.
into Q.74 | P or 4) K1 P32G.of
(g B A VP & B Er eI DRI, ST 59 AR ytued s
relanlﬁnmlsb@melcatd:m stedudedrve.he ant agonl st act ivities of

: Egt&?(?ﬂééé He B&EL-"? blg%kaij]e ndoq%xu} reSpomfeFll vivol Y8 usedS a sequentlal
M@ 33]214)‘&(314 ERsGBe ity bf @ﬁ@L&s AEMR/G8 tRitodties endotoxin

USSR L ) B BT Ry
Hbisteti cogs ROadskm@KCK®) | junendotoxin éx 100g¢é saliog, tesedé |h| latemieck 6 mm
ol Shkipae i %&%gigﬁ# AR RR o
(@X@.ﬂ@nd Gallif Hivrh Folewin 180 (intqay ] pesitiR/ C8UE) watswabisced cach

aéle)pé%fgﬁcgﬁ.ﬁgoﬁlg@bl BaR s‘cMﬂ% %%@%Juggwlm %)édmg g}g\t ﬁwm (75

ngke)tiheling thes cbqﬂe@e% them agpia VEHIFEEHNIM B %hw die ammals ere

_ cHangngdl § 1089 o DPYmES wikipReben) shgﬁﬁg lbh%btﬂgl iftk ERPdiesWase obtained

M for unl abell ed CXCL8, and

_at@xti éﬁ 319 43 kpaskiregment. Fite ioraist wers B@@@%ﬁdé’ytfﬁ‘g’t“c methods 1o 6

bR RR 4 IbAREEREPwitS GRmYE Nt B bxBAREASH b E)hﬂd@d fashion at
i nhi bi.tor. of CXCL8 bj ndi

@g {0 ne it rQ 51 (lé
Q8 fcata fEerianasd Selio s Seroen Lt 20U, &gy Gin. Immunol
1G6RI001136). ‘6 hatintou@Bers WikduRofbiCh? @3}( obféb)id ﬂlﬂchsé@ BB dwase

d%g%}_r%h ?L%fgﬁ{i%}?% f f mlf?'%l tl!éel(fg %f é)%tllla}r)l;l 8pe§ L opnéfﬁmedlate

arigetis Bt (dop) dermant agonl st. Thus our next experlrrents

addr, sed 30. the potenti on i,es . of
SRR MR Dl Bl GO B Rr S AN A SR Bl fer
prbyectedﬂed:ast Siiifi¢aht Piffetencc(TEAD Bik:4ting,Othik Ines-groog kdrepadsons were
duc e ). .ar t,i
ma(pe us;r;[lg tHe sku%@ 3% to-t%| t éas étaiInE%Bl I’/Tfh? Pe%ﬁl%&%@%ﬂ%sgd %%tfg lglhz%fll dH-CSEM.
Athat even at 100 ng/m, CXCL8(344)KIIRIG3IP was a
poor chenoattractant, inducing 13.9+14% or 5. 4+1-2%
of the WD 2007/131352PCT/ CA2007/ 000848 29 responses
i nduced by I or 100 ng/m CXCL8 (p<0.001),
respectively. At 100 ng/m, the CXCL8(3_74)K11R/ P32G
anal ogue i nduced a response that was fairly
substantial (38.3+ -2% of the CXCL8 response), while
t he conbi ned CXCL8(s. 74) Kl | R/ G3I P/ P32G anal ogue al so
was not an effective chenvattractant. \Wen we
assessed their abilities to induce -glucuronidase 5
rel ease, we found that none of the CXCL8(3_74)K1lIR
anal ogues was as effective as CXCL8 iii inducing
medi ator rel ease. Indeed, we found only background
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20When we tested the efficacy of CXCL8(3_74)KI 1R G3IP
i n bl ocking responses to nore subtl e bovine CXCL8
chal I enges, we al so extended the study to assess
WhIOTI338f CXCL8(3. 74) KI1R/ G31P to bl ock neBFTfo}ﬁ?OWOWS-"S
responses to human CXCL8 a2¥well as to the human
CXCR2-specific |igands CXCL1 and CXCL5. Each of these
Siexpressed in the affected tissues of pancreatitis
ochreiter, W W et al. 2000. Urol ogy.
15@V@@Q§H1029) or ARDS (Villand et 25al., 1995)
pat 'd?{ﬁL% ?éKﬂi'Rl@B ﬁ’gcéompetltwew e dxeals ARNIENS neutrophils. We

neut r op hiTS were responsivé to 1 ng/m hCXCL1 or
SUREyed] the ab&ﬁw oiqagh CEFor4sipBraggigaue fobindtodberk Clhiregpors on

dufrbgils, 3hd tha@b SRR R EINESQ IReReR duolrﬁmtsuﬁ we employed
. ff@é%s of CL8('3.74)KL1R/ GBlPrglon neut r ophi | Sk i

" @%C&érw@gd?hﬂelﬂ%%@swsgawaéﬂng%%‘mfaib ﬁ'?qlogi“%%% Ry for 2h
atur RGAKGh IxREge RCXCHE IWE g/l Uk vl Of 5&%9&1}&0}8@2{@@&056

0. 06 n CXCLS8 4)K1112/ 631P especti vel
fopgip fhe 6ﬂ’§é§f¥'8 PR AL PEVBGoS OBy G ) L
1998/ ﬁX@Béﬁ%ﬂéﬁkm &% ﬂe&rﬁﬁﬁll@lerﬁjattraaihmt?m bavirge Hrovdhaat@sonia.

AW rE R ST RN —

CRELENARD K /158 $P wasCh@¢ris arﬁ@ol{fhﬂcﬁ/mﬂSBmdm gain thedf dseayt(FMe 1), such

o A

cella d¥len italed pintbid dose) GXGLS(gm;ﬁmRJPé%B bbtled only\i8 % wi€&d Sttinding,
@ e unlch!]ed &?E ztseﬁf%om et lvelo Wit {1 nf tﬁ’tC)E(ﬂEg ﬁncﬁllégg g*}froductlon
neu ﬁ f Herroa ract ants expr es
intel &Xﬁuﬁoeoﬁpﬂ Ré643 1ihdr] @fﬂa&@on@il BRI 2Cofeeditianal amind god §ubStltutlons
at]fmﬁ ar 1sﬁ1%§§aﬁt% pédﬁ@eﬁ%%n%%onm h&&tféb@ﬂ%%ﬂ%ﬁf gésl(%l%{] 1).
?’on contri t ng the

neut rop act1 vat rrport ant
Tlgi? dﬁ@ercé@slw ovesetts thateproicialioysf neviepphils with %K@Lﬁpm&l RyGi3 &P

?B&)‘/rme ShSs su\%eqH@dt 'binaﬁgof”'@)(@ﬂsjm oxi n nodel of
Itis (Persson, K ., 1993. Vet. |nmunol .

| nn&wsqtt% Biore fsrplsggamtmﬂzabﬂlty Al GREE$e-wE 1 GH dinkibt thy bmdmg
ofx@RIRtRAXAH {cBot e @éﬁh&ﬁm@mulﬁed&sm&ﬁmd Y 8918 & 'eRCRCLS

ci stern. I\Ieutro’f?8 S CO
(

e pBeP et X v ICRATSP PF BVADERABRGRPrYs fRamd that CXCLE
KAl /G 1 RR db@ut thb %Fcﬁfsﬂ}? mapifuBe bR citdtie Ban WBLype CXCLY in

iy e dRepr 84 T HHBCCALUR SRR Uf TReomearFp

infliBitiG ) S0v0 bakabdl& 1[ARPBINSIeS (ICaNtlad 126 pROW iirlasellaf CXCLS, and 4 pM |

v Q%G{:%a%ﬁé b6 EhisBuniens e RO R it Y 5 e poren

offpelitivaninhibitor &l CXCI8 bihdingiohenirdpaind, the addition of 1
X 4 1P to
PO e R ST Oy S SR E S i e cxcLse.
7081 SRYGE i ad @ﬁdn@fﬂﬂgtﬂﬁﬂ{_nqﬂlga&rbfocﬁb hentmpinbméﬁleﬁl refepooms, it
wour?f ?ﬁl}lﬁ&_y w&fdocs%ta%\%lg %glo{snesé\%rte Vo%n@.f %’guspc{?;ﬁH&Q nxga%nmr:nts addressed

erm osi s ese

: the poentiel agorg st activgtios of ﬂ@lﬁﬁ@@tmd(ﬂ&anﬂiegu% wplgﬁlllesatedamneasured
by tncg g % loQerfau @R fhcs]?é&s%h i edie s ﬂ@ﬁémkﬁlvggm le

elr neutro enotactic activit

‘_ h}’ﬂ@}iﬂm BHBY(RI- gyucmx)ldasermeatrm@#@ 20fWe frandthBgven gd i n@@l

ﬂd}; -,éx@fwégxmém pdk c&%%@l‘ms&%gﬂl 931/94% 8PHIGHGD Y, of the

utrophi | responses -
respectlvely relative to the msdl um controls Thi s
dat a suggests that
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20 CXCL8(3_74)K11KR/ G31P bl ocks the actions of CXCL8
and non- CXCL8 chempattractants in these sanpl es
In order to confirmthese observations using
VED LWPABE strat egy, we next depl eted bacteri BFT’CAZOWO"““S
pneunoni a BALF sanpl es of GXCL8 using inununoaffinity
matrices, then assessed the efficacy of

( t j,d
T T L R S S UL
CROLE:-4B)R/PBRE aniegue atdeebdlaesﬂp@ﬁarha%@ldaﬁwfesﬁal (38.3+/-2% of

t}fé@%ﬁlg}?%ogse)z Rt the g%tébl@@/ Rl 6%} 1RABS 1|Pﬂ)3t2&%nalgggu/c rzﬁlso was

I mmunoaf finit sor bed BALF c i ned 24+1

Qe St e Sehegweagssesed e plylitis o indiperglpmironidase

reﬁe%w%%na that fifae SH6E-BxEER, SHOIR BRIGEuSANRIaS §ffé’<\ﬁ$e as CXCL8 in
4+/ -4% of their responses to the unabsorhed

1@3%% mediatprrelpase  dndsgsh rafapndeonblbackesynd eiase it sy g§them at 10

ng/iill, lah@ata80 A9 eily tikeLBE Y Knmdlpmbmﬁa@en lsxgmﬁcam neutrophil
activities LN gneu

i.m Q
SRS £ GAeReAP PR REL T RO AU (R et opk agonis
dad, fmnztﬂ@q;):mt Mhes Rassed e aftiibB oleRCES L QR 1T R/GIIPENL S

vvere n . renovi CXCL8, there r [ _
o R Sk S B e T Pt e stonitisgs SR PCk  and
CHIORI iz aelk.i The awki pathb @, ef&t‘:ld)f idaﬁarqﬁdlet}ﬂlﬂ?ﬁ ctﬂefmokm&gkpiﬂ:ssmn is

4) Kl | R G3 te
thg &% Ft&)ﬂﬁ:} gxmmgtgfy ceglﬁnkut %)s alk?lr Og% & next tassesse}%he impact of
C00.34-4FU3IBAPCF bLARROALBDDH dﬁpcﬁﬁes lmﬁmmpunplmks &l high doses of CXCL8
d..th CXCL8 R.G3, | P |
ﬁn'af)l A»Rse%n%{:dlctec? ¥r?m ouf 1 E'wg oé erva los I salllg oA z%elek gﬁjgggxg)é;ﬁ??w
nlyh €K€L§ aaples strongly chem})éﬁtas( i@, %4)’:4'@ IEW(BBN tidres of CHQHHy 7
f

o3 dg@gﬁ%ﬁhdrﬁeﬂhgﬁ%{}&o ¢ SAd %B@%&gf '1?% H%ﬁ@xew& oK IR/G3 1P
redugsd Fhervémfsactlwsmesfswcdlhhy 3. IThe ICsofor CXCL874 61 IR/G31P
m?d%) #kde %%s ths Sﬁ&l’lﬁ, ‘gl]‘cﬁ%g:g ?ief%‘b'l o'aﬁHg ﬁﬂhfs M@%Qﬁd was

responses 1 n as wel

a@FWW%M%LSW%HW@N\Bas ef fecti ve The anl mal s

ver ewghald t@srﬂé]ﬁge éfﬁ&afc?g?@ﬁétk(yu)‘ﬂlil@G% PG URREn H'ésﬁt!mses to more
endotoxin 15 h before (internal positive confro

sybglg bwmeéSXCI&chaléengWr wealge ptedetihe fdyge asgess ghe ability of CXCLE.

74§mt11(§:§i<}éﬁp QS ockSHebiedph Pé%ﬁ&ﬁes% hlhrﬂﬁnr@(@mcdsl |v@[l a!: f&ﬂ tﬁ’&ﬁdn{m
of p
CELBp: §P%§{°d1gaffs q&éﬂdai‘ G%C.Ir‘-‘r%’ale ’P‘%ﬁe §|‘3€‘%‘§SS%E’|“éhet gifd tissues

oflfandei (FedchrieRer! WoR. BENI2080 Wrdlbgyl 66:108-18D9) of aRhDsqf\fﬁlﬁfd et

in tlon of i nt.o each nlnal and
alnl],l P@‘GB‘F‘ & ]n ‘F’i‘&’ WW%%“?%E% rbBﬁPﬁ ‘legt“\’/%‘ evHEl c‘é*P?FISP{S&" le"g’ ml
h@¢XChi @ﬂimdﬂd zizﬂshnltuﬂyfr@poﬂshe tPERiginhlaCK LS WPk, B), €d at ) ,

PR 6 QR FEaLEA RathBPEhy PR cpncs o

thee Uignreip! hll“hle |neuttopfull mqpsmkee tyhCXGlploag @S XRS5 evepvtedieeat od0% by
0. g{ and\%}%ﬁ tl\?é?(#e gfﬁ 74 Iiplg% 1%:: %sz)sécr:térgl bv%l? E tl?eilr re%pﬁns(eFlocF‘n‘CXCLS
wgapﬁ%lraiuyed]lfv OclEtrml §XW37¢KHIB/G%P &G AniThabga {ndebtes that
cﬁeLs i3 ‘?é’i"i‘ﬁ/c%ﬁ‘ﬁ e d&.&gﬁniﬂi tﬂ%c‘?%% o‘fﬁ}'u}& iE‘Hi dmrqlfﬁ% EM(Rt C
eprh, |nf anmat 1 on

I ACIE sSki n suc

'Supfwulwméfmmokmml ltration) was observed around t he

bl o
2RISR Ga L sl AP R nfhon ot

i nfl anmat ory responses observed within the 16 h
bi opsi es were 88-93% suppressed, while those in the
48 h biopsies were 57% (i ntravenous) to 97% 20
(intradermal) suppressed, relative to their
respective pretreatnent responses. By 72 h
posttreatnent the effects of the intravenously
adm ni stered antagoni st had worn off, while the
endot oxi n responses in the intradermally and

subcut aneously treated cattle were still 60%
suppressed Th|s data clearly |nd|cates t hat
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We have found that G31P antagoni zes al so the

chenotactic effects of the human ELRCXC cher noki nes
CXCL8/1L-8 and CXCL5/ ENA-78 on human neutrophils.
WEhP87/1313%@ chenptactic activities of 0.1 to S5BEI/KGHI/000848
of either CXCL8 (FIG 6, |18t panel) or 30

CXCL5/ ENA-78 (FIG 6, right panel) were essentially
@%h & Bkl Elﬁﬁgl i nfaliRisALEnt 10w RAedtd t&ﬂﬁmxtéﬁﬁ toQaHﬁch our

nt agoni st t enDt axi s assays Simlarl
mﬁﬁg@@fmulﬂ iocls He noeaeineerashi ehsmpaispciaprosise within i complex

SRR nRR RS Gl ¥i6o. 988, RRRRIsE Bwo HGakBth @ﬁl&%f@mbﬁﬂ@drwm
found that eosinophil's fromatopic or asthmatic

neyitipphil detdvagigpaatbu 6tWP°EE‘F§1YG9<@%’Ff§FFé$&%%f theragigtagy gnastitis and

p%%@ﬁQ&é&&éﬁﬁ&PWe%ﬂw% QERB AR Bdefitnatifs (IP&%%QFI& ey,
to CXCL8 (FIG 7, |left_ panel Llﬂwﬁe che

t
19@?&%@&@%@‘16@%@%“ gl 12 Gt WE ISR Pl Yeoiepin/teat
ciéeésh hdd B0 Rt vagen edtt rclsfehﬁ Neﬂﬁfphm&@hsefdmo.@dd 6%, respectively, of

eSS AL oL 0oLy 50 2 DBLL LSRN,

confpeibing Macrophagdd. Tigy dﬂute@Bl R)tvash i dcingured ﬂb()lng irads@i@itrophil

erlgbs TiopPie s b1 P2 Al SHER K ERS FluBdR e SRRk

reducgmmemgn}f-s*we 4ve)s reihadisié tocthd mexﬂum bcmtnob Sadkes@ler bfind, the

o dtilhi%g St b a?%m??fte (%g(fli 7ﬁgll Ny agéﬁ; {olth 1\?5 %e c% %ﬁl\lﬁ‘ cg§motact1c

acEvitept97ve3%nt agoni st of the bovi ne ELR- CXC chermkl nes
. . ! I |
o SRR Dol 22 DODS il QAL HEEAED G
wigosivergphpriecuEbRe @X@f@ h@mysk iWien tastsd it \diro, thespismples taogvere
&@&%&gﬂc&pﬁ Em}:jr%@%é a!dgiﬁgﬁj& efnﬁ @Mﬁhﬁﬁiiegé%ally |
unmani

oVl ne
regyeprthair ewt@pbwhemewﬁmﬁw@wdﬁﬁéﬁri% (it €] Treatment of these

B&Qﬁpaﬁﬂp‘\f’és RGNS 188L/R0 of @X@LQFJ@KH fR/G3 9 reQQééH e n%d&%lﬂ responses

and t car boxy térm nal human

by 7r5)*/-? sééﬁ ByonsSpegiiely, netiveltofthg e ivm a@ntmls "ﬁlag daéft FigeRgts that

' cﬁ@yﬁg%ﬁh \/CBME BRORIE acBGlsiof T LB And/Adnl@X @DEcHeMoMirkints in

i nde bhG1P may have greater activity than bG31P,
these spleshunan forns of G3 1P. W& al so gener at ed and

ch alhﬁ@ﬂi:l@’ftb &irma ﬂ&lsé §sBhtednt MikBanQiterdéssitdes oy S h dx PR ted

ol b AT GPBB0 P RCKGh OPeEes sy dggressd

thaeﬂgtmpbedxthe@ AK AR Blin Bl6dking thy/reQiflual htraptil e eactic

acgbl ?ﬁlg ﬁf%\é]{’igsg@f(]? \?%bj 3[91(*: ungcagegiélogﬂ?/g%m s)lg/lsuggg g(%: 1nc|a§ 215+/-

27g ep/etl AXIA1G, @hikuh@imminogiimingabsnded BADK cérivgined 24+/-17 pg/ml
C)r(]élﬂ? li]n é?stst:r?ers]; o?ex&?r%é%{&%lg lflleruttrﬂgﬁlrr%spohsesf c%}#&% %%LgBSALF

term na
satnples wes @a4+/—a%tqfvhdryesplmns to e tmalnﬂorbxgl sap1plks. laisdniyer thet(@XCLE

ca{: E&ltrﬂg}l'ieba%)fllx(lle, 8N %],ér(])? he ngﬂlo{qhﬂ Qﬁemglégm cﬁglﬂ{:saig ﬁqﬁeﬁ%‘%ﬂgf

bovi ne- human
mmhtdmloswr’fhﬁ@an@s fremaqmarreﬂometcw@ﬁsev\kﬁﬂsgslhﬂ@f 2001). Whereas

thd £Q8E 5 0l on h@:ﬁm%ﬁ RexYoondealve W?é bX@%S HREAHRGdin

amno a onto the am

~ these S@pIeSénlas@mmmtmf ngetrephil shompaciipedtigitias, faé*t'the pddition of 1

ngmtamtw(g SREOLGB ERfuk1Y abrb B dRdifQuntiile SfecleXfB 4B$ This data

known to carry the critical receptor recognition and
signalling notifs and their associated scaffol ding
structures.
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We thus generated the chaeneric bovine-human G3 I P
protein, bCXCL80- 30 420K | 1R/ G31P- hCXCL85-2)

(bhG31P) (SEQ ID No. 10), then used the cDNA for this
“ﬁ}mﬁmﬁés a tenplate for substitution of th&CT/CA2007/000848
remai ni ng bovi ne- humandi scf'epant ami no acid residues
one- by-one, as discussed above. W expressed and

BB AR L R P BB

L $dkoparsactantsyexprossed inithysbiampleal | ot her anal ogues)
cleauagq,. A0 RAEA qgﬁ@ng éﬁ@acm@md@aekﬁ@%n@ﬁ% ﬁ‘iﬁﬁ’ced
Vestern Brottin 2) . I'soformwas =---8
nquﬁo@pl@enﬂwmah@wwnmhgﬂ %@fwenwmsvmeﬁﬁdm abgigy Ofé%?w(s
74)Rtf &R l§§)7bTOC(( é’é@tc’xg—llh@ucetggl}laﬂlﬁgtggfr tB8p Skl IR WKin of cattle as well

peared to contain what coul be |nte:cﬁret ed as
asflenimmesirasres ane ihsldt wasieEpaive. fTé‘F Apals v a‘ﬁge&s‘n‘éﬁdmally

wﬁl{i‘f’&% bacREiallth@o8O R RbB (ihRmal RkitiPd @nBbledpbnsk))6r at three
es or alternately erha&s related to

dlﬁ@?ltt PRGN oD SWOPBRIHBITSNEIM U ey gpof CXCLEG.
RN AL OYURE s FS &L ll“ﬂliseﬁhn\éll bibpdibis e I3 & éﬁdbﬁﬂm r&RNET ftes et fh@en 15

aci inthis re een, r reV|o S|
miRgfir §<CiHet] Gt P 08 A SERIeBR P et g,
anfi(ﬂiﬂ'}ﬂm‘baabf afiltadlghe(irophils were: determmed ina blmded fashion for the

: 3-41) K11Ft / 1P-h { d. t
pagﬁxﬁ:y el‘é—lﬁlé Rﬁerﬁxécd etaga 6 1cs ?r fgis \c}tlz %a):h l; Spsgolge to tne aq%agonlst

trdathdeints| dtrobg eikkeghilicieflahenet aﬁsbmrsemem @f&tﬂht al &ea:ngkgem

chﬁfgt e e%}naetac mﬁalﬁ,albeéx%itgm tﬁesﬁgp@%? Of %Hgé? the ]Eaﬁlllary
dehumremd:l inlall sniinals |(dwa:ﬂmustmmn):Mé>n®meaﬂrqgrQ3$lmln mblyb marked with

méregsrnlg@kﬁg i, c%t'tgat g@gﬂgggﬁga@gg@g de(e%g@g iequaﬁspggg@gmd

arifmd rsbt blg@)vessedd Bithg @E@ldr Berdas (FI7.)5A) THoBrwih SE® (X5 INo-

74&91?(3%%5&%&&@ L % re%%e?ggs-grvg@ggnh NG b b?’&)sﬂes were
und ese an

at f es real
8813 gmiubpressad, whide thesat m@w 4B hdiopsies WTP 97'561(mtrh‘@ﬂ%)‘9(97%h

(uﬁﬁa&ﬁsng SuppR&ieli OGS B tedfcAWpr@fcatnift RYBhRLURST2 h post-
agoni stic for neutrophils as assessed in chenotfaxis

tr@my@e eifacts of im)integveriopsly adnpgisigred antagenist adrrary off, while the

end&EkiG rd3Bors&i8n aaeslﬁqg@ainﬁﬁy &d@@ﬁcht\éhéoﬁsl?ﬁea&&ﬁcﬁﬁl% @&irebs)ill 60%
chenotaxis inhib ggln i bitl of r

supRrEth This deip AR e oo 1R6B)F isa gy pféeive

" anil@b@d of YRIoRSRASRREH hAnhiPeEispiRedin @w@,&hm\ﬂhdseyefftﬁts can last for

2-d e rend oo e i 9 el s B g AR o s nove

NgSrustl4 13, 11 and 12 respectlvel y) nmeasuring the

ot e Bl R BR bR aR et 85 s Psplabi e fiine pygen ELR-
CRa )éheéﬁgkgﬂgegﬁgmf’ﬁu& dnd (DXCI]:ie’ENm’/{Samlhngaﬂ_wﬁo;ﬂelﬁdﬁnis tthzc
chrglgl?tle{ctlc actév§t168 fof ?Eé éldOﬁIé/r il é)ﬁ Calp'l l‘g Céggl, \AgﬁGa(ptle %Pél)c'(t)r
CEQM/EHP&@I&(F (Fbgighl fianel) Asrewsdehtiable campietely ibdacka l:byhemqlgition of
IOOI\{g{rﬁll%lf oLr &5%;@& toatlilg the ‘r@lta%sqgsgﬁs g?fﬁlﬁgfk%ﬁP fb@ﬁcd the chemotactic

ftons o engt’h "and varyi ng
efignts nﬁCXEL&I for OO IGH G- }muivel e@@OPhJISeWaP@HO’WW hﬂye found that
eSSl K6 r&{o % £ hdtiphdeR @u@éets@pég REENR-EXC AR rB@ptors,
N-t'’er m nal g éﬂtlons of "0-10 random am no aci ds or
0-9 random ami no aci ds or O 8 random am no aci ds or
0-7 random am no acids or 0-6 30 random am no aci ds
or 0-5 random am no acids or 0-4 random ani nho aci ds
or 0-3 random am no acids or 0-2 random am no aci ds.
Taken together, this data suggests that nultiple
bovi ne- humanchaeneric forns of G3 1P are serviceable
neut rophi | antagonists. It should be noted however,
that at about the tine we
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WD 2007/ 131352PCT1CA20071000848 34 were conpl eting

the characterization of these chaeneras, we

deternmi ned that human forns of CXCL8(3- 72) K11Ft/ G31P
WRre748138% f ecti ve as bG31P in bl ocki ng CXCL8-REAIGASH7/000848
neutrophil responses, and t¥at hG1P was also a

hi ghly effective antagoni st of bacteri al

S0 ST O, PR, B 220 g

mﬂd)umtthedf(:}ﬁbhlgan&ﬁﬂm t/eotdxtn, ow pwiffed ipbrypheral blood eosinophils of

g%li Iggo?nrcl nzolnpagthw{’l% %OF?P g'§9‘? g)grsing #'%rte %%r&éétel@%g% ate%gg}}: the additiop
oBlOotgénMEﬂilPag;he Chempotdad dssays (FPRC, traddds/pentlp SVhee tegted against

purggﬁ éﬁlﬂ}%gfﬂsn%%g%g Céfg%‘??%g% ? %ﬁﬂﬁ% ’aﬁ@lpg&%( coﬁ%s
nemdlszed Thvi @ppr@@iﬁ@ﬂ@t@s eDRthe(a6CLigb B erLXCh B dBe

for '
Sth;E(l&L 9% Kll 5{31&?10%%% :@%@P gs r?g Qg%zz%g(gﬁrﬁé mst of the bovine

E Ei@ﬁqi‘ﬁﬂ@w %@Seﬂ vawmf%ﬁnonﬁer%en@esw@g@@wgasbu@qo can fully

b BPnRHHE] 418 BRbR ELRLEE Biérloh ORI L $AKEGE CXCLE and
u5|n st andard eratl ékgroce ures. As wt

)?’Wﬂ\lltéa“&éfﬂiirb%é‘&@ FadiGREE- of reconbi nant GB

1P reI ated nol ecul es that were preceded by either six
Ser Met - GI -Ay-Ser) or two (A y-Ser) extraneous
’6)‘2 oyee BéFerred to as 15 hG3 1 P+6 (SEQ I D No.

14) WE g&%ﬂe@ﬁ%o@ﬁ%ﬁ (ﬂi‘ﬁemelﬁ)prot@ﬁl tcompSsingBelarhin® Rethinal half

ot SRR TR Sy B Cri btk A R PR AR D SCR No. 10)

aﬁtﬂbﬁﬂdﬁﬁdt itdhas efong néun@phloﬁlaigbﬂ,nst aOBAL 3 Firo @fid zQ?vﬂvamﬁaced \B&G3 1P

o introduced.in 4 t he _bovi ent
PG SR TLE S B P P BT S obG? (Al i fgreted and
cl&ﬁ})ctertﬁeﬁ N dBkfRate Borda .of Bli}?g 1P481E(Q 8EQol 28-10p in Bld¢h hudnan @BlQacids

E t
' Er(f)‘ )gtlt;ugegé’ rgge rﬁmram%lg%gvme aOmmP] 3"#%% t«réornggpta PL.9 ein eﬁ%ﬁ

alamgdnmugtymf ldeatnbloggs, aﬂd;sqmeahcbn@dugmasthanbwpnaysecﬂxcathe
singl e d of -81cD that was reactive with

argérﬁglglft&@@' anti bodi es. Bi ol ogi cal characterization of
t he /GXGk 8prarmh dygrasrativin luwed doigewpaiiteckabsiaymmiaption of

bW F&ﬁm@mﬁlﬁ%@%ﬂmé‘&%&%'}éﬁd %aﬁ"so?@ﬁ(%ﬂsh?m&%‘?rﬂb%%nﬁ@.d

CXCL8 antagoni st activities of each construct

19
CXg}.8’s bbtngicel B{igityyhyn ihe sRbEknd; pRy because drRathgey terminal ‘half” of
Cﬁbﬂ@ l:éﬂteﬁ@s”lto' of iy rﬂth@crulésol%%ot/i'ng h@tﬁ&ﬂ dﬂct'éf)ar(t %%ragﬂg 'wle first

henot axi s assays t han human 8, such

&aﬁmeég@ﬁuhgr veholpsalp ligation agibe chr@wmb?ﬁ hCWdi gt enfscrf’m amnino

adid¥@ 5124 M6 th UREHD HalFSEDES 1P c. Téﬁue%mg A RiEOUA5 whRd affect its
used in clinical situations cal %for augnent ed

aghixity- ?Rg:ﬁﬁ'l'cqxllyr the ppinodeiof QEELS g,tktnewn carry the crltlcal receptor

reBGaK{EloR Grd S @alihk Rl SR (R (FaddBY iared Q3B dmE G ckrst i ON
within hK11R+6 essentially 30elim nat ed the agoni st

act i VF s ginepier Shefppemaiic BOViR a5 P Restp b “at

4JKEARIG3AB-heXICRR L4 ¥R bIREB IRN{SEYOINI 164. 10, thexGded tHrcDWRNfor this protein
neutro

asm_t?rgplﬁtlp E%Slllgpplule{l af(tbg reapmf{%olgnaﬁﬂnaéﬂrsgl‘ggan%/ %émo acid residues

orﬁkhj'Ldmg,lasa[SClﬁﬁddla\bbﬁQ{ of the anal ogues, such that
P+6 and h 1P+ eared to b rior
At A6 RIPER AR extied Shdhontoe ind SOR B FrieRbbe (BRSEHE
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35 chemotaxis, while h03 1Pand hG31P+2 possessed
significantly | ess chenotaxis antagoni st activity

rel ative to bG3l P+6. "I nterestingly, when conpared for
WHI0/1HB32l i ties to inhibit CXCL8- induced ROFCT/EAHIA00843
from human neutrophils, thé various Ntermnal

sequences had nuch | ess effect on the anal ogue's

SRR § e it el e el of Bl foen o
SBOPAGE| 08 9@t Ulkﬁﬁ@(:ﬂ‘grﬂ) ioh Isbferaehs +4 lﬁy irxén‘lzerl\ltﬂig?lrgh r?:t
opPA S Y 6 BhenreRlam B 85 b R

a}fp@ztred theortitRhat could be ianﬁﬁ‘eibdihsi low dvels HOanatdgee dimbfsefoamtd
Ct | ven e. i
pE F sl of e EisHTRESR oD boleliiR The Pb 8t 3 ST Uhos

regited 16 psmchaem afithdsEBdrRei3 o@thesmB% 1P Rnategpesl Bsdcigtgdheth dimerization.

red RS ' i
SEERLF Tt R E Bl bt P B by P oD
dinierizhtipmeidmman CXCL8] n order to further docunent the

abi Iy |y 3 2k hG3 ?llP ikOLEREPHL kbﬁa/@%%ck@m&; LN R taindPthe

assesse I ts abi |es toIn

ELRIX Crabpmaldpegngreanistietinity b i} 1 Pe fish#abik blocked g dpemegadiic ot
resefcB8xy er%ﬁenﬁ&fxat%{@g H releatRE€SbiskCof i feurBHE B fiman CXCL8
antagor%l zed Its chenbtactic activity in a

(Fisdbse- dependent fashion (Fig. 14). W al so assessed

whetgdh Jeerivd ﬁmﬁaﬁze&hﬂlﬂdﬂne%mamia&a&%r&em hGatRBducing |
G%Etssessed signi ficant onist activity, relative to

igng R an-pRR AR PO 7 S|m @ﬁ@@éﬂlgﬂi‘%’%’é Lyiduggdies L (FEQ ID
NBQ6$ IHJBYf(SE@m NoESHONSESSEN Ib AB. 78rB35af(SEQED No. 29), and $37T

neut r ophil s of the alte N-terman ..
SR ) Sy Shese daden Sl B e e i o the activiy
oSSt S0t Bhtch@GraVhéitheNrehdeRid arytf dle ahdegubiiamnistiofor faitrophils as

di scr.epant aym no i uld au nt.this hG31P' s -
oS ONE B PO = W) TR BT LT A bt o snagonisic
adtia31 22/ A3 55k bh@BiBak # MMibita3it By RaibDionlod BaEivE4diigen irgermediate

2 #E 'Iiag)s and found that all were ineffective
agont $t'<> 1 ntroducti on of bovi ne-equi val ent ani no

aci ds ﬂotﬁimmsﬂstddolmsmﬁ&t oﬁth,e adkiyjty 4f7bhgi3 1B Of varying the amino

S B TR BB PR S YRRy 2 151 o

1 aRgleaieBs nﬁﬁﬁlﬂiﬁg tHe ety e erich inheheracthiiy inhibitoh a@Keh@ive oxygen

at h n. i nhi bi I 35 9V, an
gF aéeth 5‘83 gssayfss(gllggg)ég&hﬁlg wselfgur:]]id Ia(t: ?ﬁn mathnéi §3 & ncg:d to reduce
thic adiviay vf WhiG34R, tthevantagonist activitieg\ef the ethircmalbgued mrs:rreughéiohquwalent
(Ft’ 3 g?pog%llfbecaggﬁegiat%?B)agnoergrfélglégx{mI %? gﬁlu a?ﬂnblrcabt% tlc':lat -texc':mmal
additlpnoefi veryfr@Hgngtiadnid emg@md@ragldlcnlgpmwevquw beS@erated without
< R R O P RS A A K el b SE D0 o amino
achdstor 019trar@19mprnelm¢tds oh0-8 pamdermamingreriga ey &7 rasdey pmingiapids or 0-6
ra%&bn; mggcqgsrd?b% IQHHD%) amiBEXElsBr 02T omWniRFIRRSLOL3 random
ut also frompatients with unclassified .
antine-géidstps O randeBiRERIAR &15n=2) . or severe (n=2)
br Oﬁﬁlaénetg%g&k $hiSBHA ﬁ‘ig ési%rﬂld@&hlt 15yl AGRASEEEBHE Rorms of G3 1P
ast hma ) 007/ 13]B€\é2PCT/ CA200Q7/ 00084 36
ar@é%@?ﬂ&bleélﬁwgw P‘%?%SP'&HCIH?IPF'Q piad Bgveeyery At Hebgyt G time we
wi t hout hG31P+6. Wth the exception of the one
control asthma patient, all others were
culture-positive for various bacterial species (e.g.,
Haenophi | us, Pseudononas, Staphyl ococcus). Each
sanple was titrated in prelimnary experinents to
determine the optimal dilution for use in the
chenot axi s assay. G31P was '
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Seffective to narkedly effective in blocking the
neutrophil chenotactic activities present in all

sanpl es, except those fromthe advanced CF patients.
Wﬂﬂﬂﬁwﬁl@j@ests that an alternative etiol ogy nﬁ(}T@ﬁ?‘@?’OOOMS
for the pathol ogy observed3#n advanced CF patients.

hG | P anatgoni zes neutrophil inflammation in vivo

'w%\f c&‘ﬁlﬁ lt‘l’?’el c%alq&glﬁ%ﬁgi %‘ha%?%a F’Jﬂérké by d&tf:mﬂ@g :h%t b@nan forms of

ot oXI n-1 10 neutro lic
CKﬁW(&ﬁﬁﬂftllleG%l Ravesd aswipcten a0 B i @Ofﬁfalg Q)‘ggydﬂ"m paytrophil

n&? )%I’ld @gﬁﬁ%ﬁ?%ag Bk, Qﬁfghl\ff 'eﬁycthé aﬂﬁ%@ﬂia of BadiRE Bdndo®tin-driven

ot oxem a. Muse ITD el al rway endot oxeni a

nwﬁqgmmdﬁlaaawm andypagholqgy[in vigh This %t thhBpiRtp Emcyg ntpved most of

o&%ﬁwsr@m%%n)amak@{ehymg 88 hGERH RukdaR. gui nea pigs (our
standard éﬁﬁépb irst tested the protective
n

efféct}%‘“’éFGﬁt% 15 neutrophilic inflanmation in
M Caye dontrithd with Tkt Bi@Sdhiows Cetmmiia, PR tb Baithesizd PHI1l-length

B BAMBAS RS o R AT LB oY SperD end ¥

(FRLR N RAdsPTIPS pGRRGIONULZ DI K uedd ds R&niphakifoe siteadistedng

e AT B PSS I B

KN EYGE3 NP (W03, Prmeeh mreeexgnessem aﬂm”ﬁ fuaomprotbﬁ@ an®pified by

OO PSS E&aﬁdaaada%pgﬁnyg e T N
gegasted vasthindiss af rememaJnPGB l(PlvaaterYgMcgl)lcs tlﬂétt\@re pr&ctal by jther

sué){bq}/] %nrl—l&atl av aglgG%e)? s %hg% S’;%‘:lﬂ(; Q: i %lﬁ:gr%jto as

hG318¥ L(éEQ\I\l@M t%behGﬂ aY* GRAIDNos 13)\/nit hleo aidgioastifguidies of
(ﬁ%tl'ugfs \Jnﬁ] ex&k@goétﬂ% §Efa§‘ G3]1§9’ P@Hz lp)(@%ﬂ%t had ﬁlrther

ect In a ton |s nmodel ,” hG31P+6
th‘gwrfym@fqe@@ﬂl(@e@ W Galﬁ: b ﬁlgG?dIP P e alsetingrodyged fngo b@%’é’ the

bl eqtﬁﬁﬁen@ Qd-ﬂnﬁ QBibL 4t ahnitd chdrp%&h&ﬁ 35 R@ﬁ Y56), 37 (SEQ ID No.

arench 25neut rophi I 1a and esser and

B BB D Slet St 7 GFEOTDTRe 52,304 GRBEDGNC. RGBS Fertin s

expfebded, dunﬁ&%d %hir&@ééﬁeé 5 gasﬂ)sa a@maan mcgnﬂgoﬂebreax&ed each
alrway en dot oxemni gul nea

copipgssdGdaIsiegrnd pk v%? th a3t B’i‘é'r‘(f’ gﬂh Fr“‘t ﬂ%‘é&s asthadihent s.
I N GRRegitdd ChatddicnBtfon\WEHE CROLS mnaogslusp IWeQIQEd cﬂ‘ﬁinoﬁﬂs ssfs with

i
e ﬁ%ﬁl@g&iuwpﬁsg@ﬁgﬁs&hwan% o CAR Y SR T s
confridt @@ kpy, but with G3 1P delivered at varyl ng

S B0 SR R B DB TR ] STl S L vy

(nbthtbplslammbtaﬁig a¥ay ) tHa hiEnarRCX €l nuch thar 8 rdpadsents 4 dnech stronger

acri.ficed hei | bl o
o oo PRSET n H E poR BE BEELR ot 26l i
sﬂ%ﬁioaﬁ)W@%ﬁgﬁﬁ&@@%ﬂﬁl@ﬁ@ﬂﬂ&ngﬂmmme rs,

dift, | aI Rga@g}ﬁ}ggé {153 9'2‘,'3'11) %'vﬂ{huﬂﬁ(ﬁg@ﬁéﬁ&uany

| eve I Ssue neu vvere assesse
elabw@l the agomst activity of thls rnolecule such that hG31P™ was at least as effective an

antagonist of CXCL8-driven neutrophil chemotaxis as bG31P _
The various N-terminal structures of hG31P did affect the biological activity of the
analogues, such that hG31P™® and hG31P*? appeared to be superior antagonists of CXCL8
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Hi gh (norbid) dose LPS chall enge experinment At doses

of ? 50 ug/ kg, LPS causes severe pul nonary damage in

gui nea pigs, including 5 severe bleeding into the

VED 2O@Y39352al t hough at these doses neutrophil PCT/CA2007/000848
infiltration of the lungs B8 blunted, relative to

that observed with +/- 5 rig/kg LPS. W found that

even w t.h R Qg@q .
cheP‘tP{f]ix V{"/helle?lgB#Igg and. dﬁ ?h gvlas%ls A hf(l:ce %S@l&é"t\%ﬁax\fse agonist
aqtieity reaRBGp biiA 1#'h énta]egtmggy ‘(vh‘qngzomgz)red fPhtheiGabilifies to inhibit CXCLS8-

CHESHATE e 4 G TE LN s s s

eﬂfﬂg@]l the anglogie’ mgaggm@;@pmm \att}pg@plh@;]ag)@ye dlsplaym Mghly significant
' U 86 ﬂ‘hka. Q&Rz of NADPH oxid

eecﬁ:ha%] Ggst %_t%ﬂ_vﬁ} ﬁt&r%_i@a%ﬁz @le?%l t me & g% I oxidase in

nquneplw@mm & hp repmreported tht BIAM@S%I@WS urglsT the cppaee! ot the CXCR2,

vahRead €4ckp be highly effective in vitro against
human CXCLS8 deggndent neutrophil recruitment, Again,

we deFrajienaeiiopthe diffegsmk dperes elftiicitgasss pidarraHqupN-temiinal

SLQEtQMQﬁ aRflogbd xﬂ%abthaﬁ%e(e&tr@ two dis&)res@emm@l 1PEngad3 iB° may
hemvia airway wt en 15 h

fq“é%fé?d“é%‘lhﬁ aﬁ?r%@bf% wg E&Pn 1?93? Qg anes 5’5&5%%@“ t“i’ltg jthe

 CReRipixenrel pé@ﬁa@@ﬂyﬁ@i&tmmﬁmd a, and ai rway neutrophil

d | evel the. | £
o e B S B a3 b A Rhosons, we

adxabddne phitities1®ingiba M&ﬁﬂﬂ@-fﬂ)ﬂemdﬁemeﬁtraﬂﬂ chemotaxis; CXCLS is

< REERET P CRARL BRBEhat iy P oA APy i

mmsﬂﬁﬁmﬁﬁthﬁ&kﬁﬁu£598ntla||y ablated the infiltration

utro n O the Al
o PR G B 05 Rl PP bk 9EHE L PR
siprafitaof appmistractivity, WBV&]p@B‘S)@lCdassi nentrohd cBALot{d aysay9We found
| £
R TR R A SRk s i
angloguesal | paraneters are taken into account. The
th?\ﬂ‘t? ne&pgsgg%%h er ﬁdﬁﬁn{l &% 1ﬁﬁtl§(rsfvﬁ§1¥n' HC%IPﬁ ok hk%uman-bovme
systemin terns eac par aneters assessed.
diggepabaimiies] asigy wwe@taggment this hqﬂrlglﬂaﬁﬁaswsyaqﬁéﬁr iYigewerated and
teQE@ﬂ(% 1PRGsg s 1PAI9DEREs 1Pﬁi4f79f K p/J28T by 1930 S3dd Found
0 pg/kg) to three guinea pigs in a-tinme-frame
hafeaéluvger@a aStRREPHPLS-dnTasueting of Badnerqayiplprminogicids fintg ppsitions

Sffr@{] Q8 W 7or W8 (1 RTe AR A THRREPNY athgdnBOicti BT ehedd Whalogues, such that
observabl e fluctuations fromnormal .in_3Q the

thp 89 8P E¥44 pplomrs PP GapEERtEAHEY OB kb gabrgghan
inGiBARE @Swhilk tRATSH, Lpehand 1975 Qhaloxies @bplayb@ab ifniiednechemotaxis
I]ggserved FurthernDre prelimnary histologic’
Higa afivils of heart, kidney, lung, liver, gut, and .

fromwé ﬁ@ﬁ@us@fﬂdﬁﬂh&ltd’d&mﬂ alGeup mlfﬂﬁﬁé&ﬁﬂﬁh@ﬁeutrophll chemotactic

i .nfl anmat ar |nf l[trate $ E% i.S, or
R R g e R st e L
exate@batii o @ﬁthﬂ:)BihS’ﬂﬂEGﬂ’é AT Alﬁﬂ@%ﬂmﬂﬂ? wrhlockthe neutrophil

an_apat at hol o t

R ERAERR Seu SFRLATh FrfRl J0h Hla b motspete 5. severe
(1=0), detdenicediinsZ)alH) bin adsol fewmepsiens wiln taclds@34d (R=Zrbhéth odylerate

assay nployed are not p ry sensitive
i nportance to the generation of hG31P or bG31P using
a prokaryotic (ie, bacterial) 5expression system we
found that the preparations are significantly
contanmi nated with bacterial endotoxin. Wen passed
over conmmerci al endot oxi n-renoval colums to reduce
the endotoxin | oad of the drug, we found that the use
of the endotoxin-renpoval colums resulted in
unacceptably high loss of G31P. In vivo, treatnent of
guinea pigs with the levels of endotoxin found in
therapeutlc doses of GBlP did not mmc the

(nt %28 seyé.ré éx %ﬂ) {)Jl:ﬁmgtg&y @p&g ﬁ%pl?tﬁefngs"q%ﬁbs%d %%&WQ%O&D or
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10 Efficacy studies. I n one experinment we
enpl oyed hG1P+6 at 50 jig/kg (ie, 20% of the optimal
dose for bG31P). Cuinea pigs were challenged with 5

WO gI0R[G31852 LPS and treated with this | ow doseP8F/CA2007/000843
hG31P. W found that hG31P#2 and hG31P+6 ret ai ned

only nodest effi cacy in terns 150f reducing

ge[}l%ru Srlrcl)LB,n s}brolﬂlnlﬁ é‘@tdll (? F:m wtfi!ﬂr é \Q}ﬂgo#ﬂn%% 1(1)3 ?Efel&%é e\fige)galtlgn of the
or(etdoetrutea}mnm petisfit, dlhithkers wwel wiglrwosmye fog mariouebagtagiplesaecies (e-g.,

HQ%#IO ED%yP&HWO%ES tSE(gh éill-)' @Ach tsegﬁ Ié/ v%ﬁs tﬁﬁ%ﬁ lﬂﬁgrelﬁﬁggr?e
mplexity In amsrrsb whi ch this ]&)gwas

e)a)@tugynts to determme the optinag) ﬁ@{tm forjupe WFWhWFﬁYu@3
eitfééﬁveaib %&d@%ﬁ@&f% %1&klﬁ%@ﬁé neuiféphit @@rﬂoﬁﬁﬂ@&t@lﬂbﬂﬁ%eﬂt in all

s wth a“"dose LPS Known to i nduce severe

e SyOPaeDy theefpnn rbﬁgévaﬂ%f—ﬁ ¢ Frnatientse iz oreesrbriaiph plteprgve etiology

' mg% Lkd G ﬂaﬁrolog? oRENM fnf QUanREAYE Piemet udi es that at

Is el evated dose of LPS neutrophils are only poorly
r ec i3l Banatgasieey prutropiidl drflamatien #4168 t he ai r ways. '

| N ORE pR¥ipEdY RO BERIRY SebtIEB 16 Bloc en88otih-GHdked dermal |
se for bG31P). Gui nea %S? ihe

(ie O%ofthe timl do

R A LT e o
a&xhltﬁoﬂl@ﬂlﬂ%ﬁodﬁisd’f@h@en\&&oidﬁumd that hG31P and hG31P

ret aj ned 0,? nodest effi cacy in ternms of reducing
25n3‘6‘6%f5’ﬁ AUV EPBETER but was still effective in

r edUusash@ch S&anibé ﬁredmﬂeddnnm gfdaliiis wnuld Riqird shlestamumts G31P than

.t he, neani of this findi oL.en
sl g saaELP e BRE TS PR SENE R B2 o
n@tropjohfthﬂammgnoinm tnfve. Inmdhanmasnisstdowe dﬁmrmhleﬂ thatsa msugase of 1.5
mgﬁ([g \R%owded an %pgn rla cﬁa : régle%oglel %PI?}R?IF/E %&hthﬁﬁ% ﬁ%gwgﬁ%atsrast to
gwetarplﬁowwmg u@dkg QFEPS ladld:aseestﬂong)wway@emtrm#hi@e, pyeyerand a

PSR R 50 R SIS 525D i
wsne lgmewtmhart 10@1 250hpr$08 u@ﬂm% HPfoste thsh omv@unm thep Mietes
clﬁﬂ@ng@@inyraﬁgﬁfyl Yoo hws&ﬁgwrn%yamﬁm&e%w@tstu@ fgn&gry After 16

t he airrways. vert el ess di d 'have si cant
haars, therasimgls wasierthianiged wgrﬂ@hthpre@lewd bpneyal ala avegr(BAL)

13f, B%ank Fﬁgs(ﬁest \b&e ﬁi'kéﬁ/\ﬁyangtﬁ@ Rk d ﬂ?eﬁ@ﬂs Tﬂ&"ﬁtxz{l 8 #wn that 150
hi 'gh dose S- chal q@é ani mal s
/

oS3 T8 b3 CABHO M GO GaEmGomacs CaRE it b Sy eftive in
rekiftSn oo AR Yord) SUitE 8RB Lelll 88 RS Bhi Rl RG] ﬁhﬁél@k‘y 0Kk mal

neut rophi | nobilization associated with t
n%lﬁgqﬂ]ﬂéq,@g t() plquser ftgs variphle gxtent, alsq thae@WBff-sqf F%i’t%‘&?d ceIIs in the
aifedye (Mg tilpt CXCL8(3.74) KI11R/ G1P is a high affini ty
ant agoni st of ?%{n‘ul ti pI ELR— CXC chenoki nes. In
vi t rgereaRiasmods f’%ﬁ” fF&%¢i vel y bl ocked al | of t he

neutwegik ém;ﬂbb%ﬁﬁtgﬁ@éa g avotidl of ditves eaddpiembafl thrde eﬁpdr@hents In

t. fl t t hi
oo AT PRBREE (1 ger AR Graies” CanERapHE §ysccond
arkl tiniedki@ely mrel cliablkngad with theadndand LRSiet of yugles pmrvaﬁsﬁj iR o
de\flverf:%at vary m qevcisf ineagc %écgceLr{smeta E e arr{%* e(r:é'] %HE aﬁtg%({ 1% fan apatlly with

monia an 'S “sanp
Lﬂ%mdnsbueas et thh atm35h6 with GRE’. ;ﬁlftecn/hcm;s later thehamimals were

sapﬁﬁgeg Etélc?ﬂheir peripheral blood (WBC differentials) and pulmonary response (BAL WBC
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10 pneunoni a sanpl es was due to non- CXCL8
chenoattractants that were also effectively

ant agoni zed by CXCL8(3 _74)K11R/ G31P. Based on studies

Wb 2fiBigsemat ory responses in rodents (Tat eda PEIT/GA2047/000848
2001; Tsai et al., 2000), cdttle (Caswell et al.,

1997) and humans (Villard et al., 1995), it is clear

l?er% Q{ffie]rentla? a E'PA neuﬁgé%ili él% gr%r?u gt%&&o@?&?gvglg Sangllqgé %&gophilia)

wm.ﬁsadm tsbbwe/ G31P has an antagonistic 15effect. WO

2007 P REFERENCES 1.

Bag gllé%ﬁ ﬁd%fdﬁ Jsggggg}yg’g%%%ﬁ’gma nd | eukocyt e

trafdg @SGS NAT 69 pe/k8dPSEEmesE8ere pulmonary gamage ki gidnea Rigs, including
%Ere:\\ggéé gﬁu:o aiﬁgiﬁ%ﬂgrdgh ai\{ﬂé%@ Bbépheuﬂgphlm%‘%}f t}é'}ﬁl‘lgs is

eventil on of Ung reper usi on
bluniedrstative to hpsibsesvasyvith Hohse/kohaS. Werfbmsohif cxqpaifisi0 ne/ke LPS
chd'lEr?grel lﬁﬁiﬂ)ﬂ “Was v&%aﬁ'éc%vc %%du@ﬁéﬂ@@&ﬁa ance of red’%olood E():ell (RBC) in

er Pastore macher,
ﬂmmyﬁx (F%l 8) 3R CBdR troatgmellop redyfrg the mqan “NPE?S&IOf negigaphils in the

B&RO al pha and interleukin-8 in Pneunbcystis carinii
or bacterial pneunpnia and adult respi rat(?ry di stress
syndli:fg?ﬂéyo,&iﬁﬂﬁ an 1P in @irpqy engofpxemiqigghy
152 %é&néb@'a‘%hﬁa relagve therdpeulibli@it A of NG31PT, hmymwﬂ and
ra

hF%H’ bt VElEsdhe X mehEAR &aﬁaﬁfwgﬁ@ﬁ?’acﬁﬁléh Ptk aPRrckp Bpishly _
effajfnruf ¥ vixp aghingd mtmnkaodxclag aépasdent [ﬂilﬁcﬁdhﬂ wdcniitndknd, lAlgaiB) we
In es.. 4 ppl.. 3):S151- 5,
d‘ﬂl’a‘(?‘ﬁgg%ﬁ 'ﬁﬁfg %Pa%éi?‘d%ﬁﬁraﬁé g‘i%“"ﬁ\?&tg‘éﬂ%arﬁ‘%s ¢-{ By and challenged
tHefitved disvak with 8 patke®. ndVEPS, tkhas g dﬁlerfeﬁthamnﬂ are\mhﬁalmd assessed
: Qiérgﬁ&ﬁggo%c neat?oplhqf l aar\%? Loy Xcu&op an f\‘fd b\/\)/od cea1ETn els asl.well as

th levEls aﬁmnfmﬂmhthgraMIe Btarkeest bctpfeamc{a &:utrbphllqj’rg(aeiule speclﬁc

' m]ag(%ﬁ éf%e%%da? §ut%}hlpﬁcﬁgﬁﬁ[%asggcxﬁ%+rﬁmtt Hi¥ dose of 250

ugfbwtemmﬁ thle C‘r3éE naqfctrmewstetémscmid}t abllatadythe ipfikrgaen Oﬂnnmtmnhils into

ét&%%ngﬁ‘iénm@lsE ani?lslglglﬁ%ﬁﬁrv d% %ase& thel\%k)%g%’%e O&BC lactoferrin

ngers sen nson

artdfrpreﬂqpam@assﬁn e BALop e 193 1t appeded 3 HNGIYR N sy bavsgiven greater

p%gegﬁcﬁl t%%%’@ﬁﬁr§ bRARk @gﬁlﬁkdnﬁ? !sc?wl'léﬂ aﬁ %hr‘éﬁéters%?@ %k]en in{& hecount.

The %33&’ elwemsa vas alsphighl, effsm’ae n th‘RSYS@B‘r’aéfﬁms 9fiepgh of the
pdE4RE6S 8ds@B8a0f the neutrophil chenpattract ant _
interleukin-8 in the | esions of bovine 25pneunonic
-pasteurellosis. Vet. Pathol. 35:124-131. 9.
T&aEMyltestsJ. L., D. M Mddleton, and J. R Gordon.

2001. Th ta t I ki trophil
2 Dol pank FRRE o RCS Hotor s B Gronetomedy PE e E T @50

. ppRotethkel glumsa Iﬁgs ﬁaﬂ'ﬁtﬁefralne déﬁ@ned@@&pﬂnﬁf& ihhQAma Sedisitization (ie, if

-10. B B. 9 Bl oc
g Sl B et B o e S erop e gdR0s 1 nomal in
tht $eruAaviia of ﬁpanlﬂ, of liaadin®@kdhesMuryings. Nd &abges Thanita Gehavior or
\@C h&%l ekllthn\ge&%f Fr ﬁlgeﬂl ?)%e q’el?n%%gr? %{5, é) ) H:gasgessn%é)lg éi)’fEeart,
kidney, lepg, tike] uland Blotn thkesr bniels mevetledophivideaetol dlamngtory

inﬂﬁ:%eis,%? ]OZ:Q B gpo%ﬁ)tsﬁ i proliferation, or histopathologic abnormalities. We are
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WO 2007/ 131352PCT/ CA2007/ 000848 41 agoni sts for the
type B, but not the type A human interl eukin-8
receptor. J. Biol. Chem 271:20545-20550. 12.
woatsakwsz P., M Seitz, |. Cark Lewis, M PCI/CA2007/060848
Baggi olini, and B. Mdser. $894. Both interl eukin-8
recept ors independently medi ate chenotaxis. Jurkat
cells transfected 5with | L-8R1 or, IL-8R2 migrate.in
e e G 0L 5, A TR R TSI gt [ isls. We
wak hoildbletd Q2ect discernible 16els WM]SJ,GMP antiBod)Hﬁ:mStty m&he derum of
Lenaer Bar uch
crf’é“mﬂisgglgmuﬁ tﬁ? %Srg%"ﬁteing‘oyfi‘flsaéegré‘)t ?[29% &Eg Gnem)k| ne |
rec e(pihmp&-ta]ncanehezgehmmdﬁtoé hG &Pk bG8IP wingraprdaptbodc (ie, bacterial)
r&%g% % teTn ‘Ig otufur? lg%m t%c ?rgpd/aéa Etal?'ee Sl%ﬂl% cg%t?l c[;]onga%ma\lg with bacterial
eRBBHXB7WhE) passed over comeRiat Fral@sDATMARA] coBimIBItY e theBndotoxin

!(ﬁé‘%}# tﬁ@g’rld VE foéldl that mq.lsg%}f tﬁ’ﬂ%ﬁqgt[ngﬁ p%mo%ﬁl%%lumns esulted in

er ent’i cross-regulation uran chenoki ne
unqgge@@bkyﬂlgh@)@ﬁﬂﬁéﬂa IOX{ERIeatprit degwinsa pigs with the levels of endotoxin
ub %f%@ﬁl’dg%%ﬂﬁdtﬂpth edpeufh Rlrivit P
¥kt 238 0- 238 305 : : NECol | W‘%
. Cark Levvls 1999. Inh|b|t|on of rrurlne neutroph|I
15r gl tlRits. i n vi vo by CXC chenoki ne recept or
antagonists. J. Immunol. 163;2829- 283
Jones, ~ SIn gme expprimgp e enployeg RO IEH pt 50W&ga(y= 2% af tm optimal
d@@%'b@l_’, ) Gulﬂ&%gs rd éiﬁﬂﬁ‘@&d s L ' 1fP@rand BBated w1th this low

i nterl eukin-8 receptors man neutr

P PoUR b B R e BHIEBEN Lot ey in terms

oﬁﬁcﬂdc}h@fnaﬁrobﬁl ﬁhﬂﬁ:ﬂtt]bﬂn— H8RdasRti effRtived tddudiiiZred BIoB# cell migration
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Table 2

Chimeric protein activity results{% suppression)

1st 2nd - 3rd 4th Mean
bG31P 56 : 72 51 53 58
hbG31P+7 11 36 66 - 46 39.75
" hbG31PIS37T+7 -2 104 73 82 12.25
hbG31PITIK+7 -9 -35 34 19 -7.25
hbG31PIT15K+7 16 -24 80 -38 8.5
hbG31P+6 ' 70 20 ‘ : 45
hhG31PIS37T1+6 -61 -32 71.5
hbG31P/E35A+6 35 -132 . | -48.5
hbG31P/H13Y+6 52 -244 -96
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CLAIMS

1. An isolated or purified peptide comprising an amino acid sequence as set forth
in SEQ ID No. 13. '

2. An isolated polynucieotide sequence cbmprising a nucleotide sequence
encoding the amino acid as set forth in SEQ ID No. 13.

3. A transgénjc cell comprising the polynucleotide according to claim 2.

-4 A viral host genetically engineered to comprise the polynucleotide according to
claim2.
3. An expression vector comprising the polynucleotide according to claim 2

operatively linked to a regulatory sequence that controls expression of said polynucleotide in a

~ suitable host. _ _
6. A host cell comprising the expression vector of claim 5. 7
7. Use of the peptide according claim 1 in the manufacture of 2 medicament for

treating a CXC chemokine-mediated pathology.

8. The use according to claim 7 wherein the medicament is for treating an ELR-
CXC chemokine-mediated pathology.
9, The use accoiding to claim 7 wherein the medicament is formulated for

- Intravenous delivery, intradermal delivery or subcutaneous delivery.

10.  The use according to claim 7 wherein the CXC chemokine-mediated pathology
is selected from the group consisting of: ischemia-reperfusion injury, endotoxemia-induced
acute respiratory distress syndrome, immune complex-type glomerulonephritié, bacterial

pneumonia and mastitis.



