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Description
FIELD OF THE INVENTION

[0001] Theinventionrelates generally to the in vivo testing of the efficacy of a compound or composition, and particularly
to the testing and biologically functionalizing of cox-2 inhibitory compounds (coxibs) by activity in vivo.

BACKGROUND OF THE INVENTION

[0002] Use of cox-2 specific inhibitory compounds (coxibs) and some NSAIDs has been associated with an increased
risk of cardiovascular events in human including deep venous thrombosis, myocardial infarction, stroke, and sudden
death. The current hypothesis is that some of anti-inflammatory compounds inhibit PGI2 synthesis but not TxA synthesis,
altering the homeostatic balance towards the pro-coagulative/pro-trombotic pathways. Fitzgerald GA. N Engl J Med.
351(17):1709-11 (October 21, 2004). It has been reported that some of anti-inflammatory compounds, mainly cox-2
inhibitors, inhibit PGI2 synthesis only, resulting in altered homeostatic balance towards the pro-coagulative pathways
which in rare cases might lead to the serious cardiovascular side effects in human. Furberg CD, Psaty BM, FitzGerald
GA. Circulation 111(3):249 (January 25, 2005).

[0003] GIANNITSIS EVANGELOS (CLINICAL LABORATORY. 2005, vol. 51, no. 1-2, 2005, pages 63-72) discloses
the use of the BNP gene expressed in cardiovascular tissue as biomarker for early detection of cardiovascular risk for
patients treated with cox-2 inhibitors.

[0004] There continues to be a need In the art for additional information about the cardiovascular side effects of the
use of cox-2 specific inhibitory compounds.

SUMMARY OF THE INVENTION

[0005] The present invention is defined by claims 1 to 2.

[0006] A 2-week analysis in cynomolgus monkeys (Macaca fascicularis) treated with the croxibs COX189 (Lumira-
coxib®, Novartis), refocoxib (Vioxx®, Merck), and celecoxib (Cetebrex®, Pharmacia/Pfizer), and with the nonselective
NSAID, diclofenac (Voltaren®, Novartis) showed that the Vioxx®-treated animals exhibit a specific mMRNA expression
pattern which shows the presence of an intravascular procoagulative/prothrombotic state particularly in venous vessels
of a Vioxx®-treated monkey. The specific genomic pattern includes gene expression changes involved in blood and
endothelial cell (EC) activation, interaction of blood cells with EC, activation of INFy pathway, and release of pro-
inflammatory cytokines and chemo-attractants. These data together with biochemical and histopathological findings
indicate that Vioxx® induces or worsens the pro-coagulative / prothombotic changes, along with the activation of INFy
pathways triggered most probably by a endothelium tropic viral infection (e.g., cytomegalovirus (CMV)) and/or other
vascular INFy/TNF inducing situations (e.g., autoimmune vascular disorders).

[0007] The overall genomic findings show that Cox-2/PGE2 inhibitton results in strong and uncontrolled induction of
INFy regulated chemo-attractants, adhesion molecules, and proinflommatory/pro-coagulative molecules which might
lead to or increase the risk of cardiovascular adverse events. Histopathological results confirmed the genomic findings
showing that the specific genomic pattern is an early signature of vasculitis and is observed only in the animal treated
with Vioxx®.

[0008] Accordingly, the invention provides biomarkers (in the form of genomic information for minimal and early vas-
culitis or other vasculopathies. In addition, the invention provides biomarkers for predicting potential Vioxx®-induced
carctiovascular adverse effects.

[0009] Identification of biomarkers advantageously allows safe use of cox-2 inhibitory compounds in clinics and se-
lection of cox-2 inhibitory follow-up compounds without cardiovascular toxicity. Indeed, the expression of several genes
increased in the vessels of the Vioxx®-treated animal encode for secreted proteins, e.g., chemokine (CXC motif) ligand
10 (CXCL10) and other cytokines, which can be measured in peripheral samples such as blood or urine. Clinical screening
of patients prior to, or during administration of Cox-2 inhibitory therapies should increase their safety profile.

[0010] Monitoring of early changes is predictive of cardiovascular adverse effects in patients treated with compounds
exhibiting cox-2 inhibition or increasing the production of molecules induced by interferons, by virus infections, or au-
toimmune disorders resulting In pro-coagulative / prothrombotic /endothellum changes. These compounds include mainly
cox-2 inhibitors, classical NSAIDs, other anti-inflammatory compounds and direct PGE2, cAMP and PKA inhibitors.
[0011] The data identifies another pathway than the PGI2 synthesis pathway that may be one of the main triggering
factorsleading to the observed adverse cardiovascular events in human. Alteration in this pathway can be easily monitored
in preclinical and clinical studies to avoid such cardiovascular side effects upon cox-2 and/or NSAIDs treatments. Bi-
omarkers or the gene signature identified can also be used to monitor viral infection/INFy pathway activation and some
vasculopathies in diverse human diseases including several autoimmune and neurodegenerative disorders with or
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without anti-inflammatory and immunosuppressive treatments. Some of the biomarker can be used for selection of
compounds without potential cardiovascular side-effects.

BRIEF DESCRIPTION OF THE DRAWINGS
[0012]

FIG. 1. Principal Component Analysis (PCA) of genomic data from six cardiovascular tissues: iliac vein, pulmonary
vein, aorta, carotid artery, heart ventricle, and heart atrium. Only genes encoding for MHC molecules and their
receptors were included for PCA analysis. The Vioxx®-treated monkey #A60055 (circled) exhibited distinct expres-
sion pattern.

FIG. 2. Specific genomics expression pattern in Vioxx®-treated monkey #A60055. The pattern consisted of transcripts
for MHC class |, Il & class |, non classical molecules, their receptors (TcRs and NK receptors), chemokines (CXCL9,
-10, -11, MCP-1). Overall signature indicating strong INF pathway activation together with IL1/ TNF and coagulation
and complement pathways alteration.

FIG. 3. Histopathological evaluation of samples from different tissues confirms the genomic data showing focal
vascular necrosis in the veins of Vioxx®-treated animal #A60055 only. The main findings consisted of EC necrosis,
leucocytes/fibrin adhesion to EC surface, fibrinoid degeneration of the media and medial leukocyte infiltration. (A)
llilac vein from vehicle treated animal. (B) Histopathology findings of endothelial cell (EC) necrosis, fibrin leukocyte
adhesion to EC surface, fibrinoid degeneration of the media, medial leukocytes infiltration in iliac vein of the monkey
#A60056.

FIG. 4. Strong increase of CXCL10 in veins followed by arteries and heart samples from the Vioxx®-treated monkey
#A60055 (indicated by an arrow) only.

FIG 5. Protein profiling in serum and plasma from the monkeys. The monkey #A60055 exhibit a specific protein
expression profile: Soluble MHC molecules b2-m, other chemokines, cytokines (INFy. CXCL10, MCP-1, IL18. TNF
RIl, IL1b), and soluble VCAM-1. Human MAP is used to assess monkey proteins in a Rules-Based Medicine (RBM®)
multiplex assay.

FIG 6. ELISA confirmation of CXCL10 (IP10) protein level in monkey serum samples. The Vioxx®-treated monkey
#A60055 exhibits the highest level of CXCL10 protein expression.

FIG 7. ELISA confirmation of INFy protein level in monkey serum and plasma samples. The Vioxx®-treated monkey
#A60055 exhibits the highest level of INFy protein expression.

FIG. 8. Localisation of PD-ECGF1 protein at the site of vascular lesion.

DETAILED DESCRIPTION OF THE INVENTION

[0013] Introduction and overview. The classical discovery process in the pharmaceutical industry is based on targets
(enzymes, receptors, cellular assays, animal and disease models, etc.). Chemicals or biological products are tested, in
a high-throughput mode, on a battery of pre-selected different targets. The weakness of the classical approach are the
"artificially disconnected" in vitro target models compared to the tightly interconnected and interdependent relationship
of the different targets in a whole organism and the fact that biological activity on all non selected targets is missed.
[0014] By contrast, there is a "non pre-conceived hypothesis" discovery process to rapidly identify and analyze the
biological activity of new products in the whole organism, mutti-organs and whole transcriptome. All physiological inter-
actions between the different organs or tissues are present and any cellular pathway or any potential targets could
potentially be analyzed in a non artificial system.

[0015] The data derived from this comparative multi-organ genomics analysis, coupled with extensive clinical, bio-
chemical and histopathological data, identified a new pathway which may play the major role in the cardiovascular events
observed in human treated with cox-2 inhibitors. The mMRNA expression changes have been analyzed in several tissue
samples from Macaca fascicularis following treatment with the Cox-2 specific inhibitors COX189 (Lumiracoxib®, No-
vartis), Refocoxib (Vioxx®, Merck), and Celecoxib (Celebrex®, Pharmacia/Pfizer), and with the nonselective NSAID,
Diclofenac (Voltaren®, Novartis).

[0016] Administration of compounds. A two-week oral-gavage treatment with the Cox-2 specific inhibitor COX189
(Lumirecoxib®, Novartis) in comparison with refocoxib (Vioxx®, Merck), and celecoxib (Celebrex®, Pharmacia/Pfizer),
and with the nonselective NSAID, diclofenac (Voltaren®, Novartis) was performed. All test items were administered to
monkeys at doses higher than those used in patients to analyse mRNA expression changes in terms of mechanisms of
drug actions and also potential cardiovascular toxic effects. The test items were administered daily at doses of 100
mg/kg/day, except Vioxx® which was administered at 50 mg/kg/day.

[0017] In one embodiment of the invention, the test animal is a vertebrate. In a particular embodiment, the vertebrate
is a mammal. In a more particular embodiment, the mammal is a primate, such as a cynomolgus monkey (Macaca
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fascicularis). As used herein, the administration of an agent or drug to a subject includes seff-administration and the
administration by another.

[0018] In more particular embodiments, the "treatment group” of animals received a substance (test item, compound,
drug) in a vehicle compound suitable for administration of the substance or the combination of substances, while the
"control" (or"baseline") group should receive the vehicle compound only. During the treatment period biological specimen
such as tissue pieces (e.g. obtained by biopsy), or body fluids, such as blood, plasma, serum, urine, or saliva, can be
sampled. At the end of the treatment time all animals of all groups can be sacrificed and biological specimen such as
whole organs or pieces thereof can be sampled. All sampled specimen can be stored as known in the art for further
analysis that include, but are not limited to, RT-PCR, Northern blotting, in-situ hybridization, gene expression profiling
with microarrays.

[0019] In one embodiment, it begins with differentially expressed transcripts in different cardiovascular tissues and
proteins in plasma between normal monkeys and cox-2 inhibitory compounds/drugs-treated monkeys with regard to the
identificadon and validation of potential targets and the identification of biomarkers for cardiovascular side effects.
[0020] Gene expression profiles. After a period of time (e.g., four weeks) of compound/drug administration, the treated
animals are necropsied. 120 tissues are dissected and rapidly snap-kozen for genomics analysis. Organ samples are
isolated for histopathological examinations and for gene expression localizations, such as by in situ hybridization.
[0021] In more particular embodiments, the methods of detecting the level of expression of MRNA are well-known In
the art and include, but are not limited to, reverse transcription PCR, real time quantitative PCR, Northern blotting and
other hybridization methods. A particular useful method for detecting the level of mMRNA transcripts obtained from a
plurality of genes involves hybridization of labelled mRNA to an ordered array of oligonucleotides. Such a method allows
the level of transcription of a plurality of these genes to be determined simultaneously to generate gene expression
profiles or patterns.

[0022] As used herein, a gene expression profile is diagnostic when the increased or decreased gene expression is
an increase or decrease over the baseline gene expression following administration of a compound.

[0023] In one embodiment, the technique for detecting gene expression includes the use of a gene chip. The con-
struction and use of gene chips are well knownin the art. See, U.S. Pat Nos. 5,202,231; 5,445,934, 5,525,464, 5,695,940;
5,744,305; 5,795,716 and 5,800,992. See also, Johnston, M. Curr Biol 8:R171-174 (1998); lyer VR et al., Science 283:
83-87 (1999) and Elias P, "New human genome ’chip’ is a revolution in the offing" Los Angeles Daily News (October 3,
2003).

[0024] Additional procedures that can be used in the methods of the invention are described in WO 2005/045044,
"USE OF FIBROBLAST GROWTH FACTOR", filled November 11, 2004.

[0025] Gene expression profiles have been generated using the Aftymetrix microarray technology. (i) RNA extraction
and purification: Briefly, total RNA was obtained by acid guanidinium thiocyanate-phenol-chloroform extraction (Trizol®,
Invitrogen Life Technologies, San Diego, Calif.) from each frozen tissue section and the total RNA was then purified on
an affinity resin (Rneasy®, Olagen) according to the manufacturer’s instructions. Total RNA was quantified by the
absorbance at A = 260 nm (A,gq,m) and the purity was estimated by the ratio Asgg,/Asgonm- INtegrity of the RNA
molecules was confirmed by non-denaturing agarose gel electrophoresis. RNA was stored at -80°C until analysis. One
part of each individual RNA sample was kept for the analysis of critical genes by means of Real-time PCR. (ii) GeneChip®
experiment: All GeneChip® experiments were conducted in the Genomics Factory EU following recommendations by
the manufacturer of the GeneChip® system (Affymetrix, Expression Analysis Technical Manual (Affymetrix, Santa Clara,
California, 2005). Human U133A genome arrays were used for transcript expression analysis. Double stranded cDNA
was synthesized with a starting amount of approximately 5 g full-length total RNA using the Superscript Choice System
(Invitrogen Life Technologies) in the presence of a T7=(dT) 24 DNA oligonuctectide primer. Following synthesis, the
cDNA was purified by phenol/chloroform/isoamyl alcohol extraction and ethanol precipitation. The purified cDNA was
then transcribed in vitro using the BioArray® High Yield RNA Transcript Labeling Kit (ENZO) in the presence of biotinylated
ribonucleotides form biotin labelled cRNA. The labelled cRNA was then purified on an affinity resin (Rneasy, Qiagen),
quantified and fragmented. An amount of approximately 10 pg labelled cRNA was hybridized for approximately 16 hours
at 45°C to an expression probe array. The array was then washed and stained twice with streptavidin-phycoerythrin
(Molecular Probes) using the GeneChip Fluidics Workstation 400 (Affymetrix). The array was then scanned twice using
a confocal laser scanner (GeneArray Scanner®, Agilent) resulting in one scanned image. This resulting ".dat-file" was
processed using the MAS5 program (Affymetrix) into a ".cel-file". The ".cel file" was then transferred to tan Affymetrix
GeneChip Laboratory Information Management System (LIMS) database, which is connected to a UNIX Sun Solaris
server through a network filing system that allows for the average intensities for all probes cells (CEL file) to be downloaded
into an Oracle database (NPGN). Raw data was converted to expression levels using a "target intensity" of 100. The
numerical values displayed are weighted averages of the signal intensities of the probe-pairs comprised in a probe-set
for a given transcript sequence (AvgDiff value). The data were checked for quality and loaded in the GeneSpring®
software versions 5.0 (Silicon Genetics, Calif., US) for statistical analysis.

[0026] Quality control analysis of transcriptome data: The following quality measures were analysed for each sample:
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Scaling factor, background, percent present calls, AFFX-GAPDH 3': AFFX-GAPDH 5’ -ratio, AFFX-GAPDH 3’ variance,
AFFX-Beta-actin 3': AFFX-Beta-actin 5'-ratio. Biological outliers and tissue contamination were identified using NPGN-
database Gene Expression Tools by comparing the average signal intensity per probe set per treatment group to the
signal intensity in each sample. Attention was paid to the homogeneity of the data. Average and standard deviation of
the background noise level determined the raw data restriction value used in the consequent analysis.

[0027] Principal component analysis of transcriptome data: Using SIMCA 10.5 software (Umetrics Inc, Kinnelon NJ,
USA), Principal Component Analysis (PCA) was performed on all data generated by the microarrays or on genes present
at least in 2 out of 4 samples in at least 1 group to determine general expression differences/similarities among the
samples and identify potential biological or technical outliers. A projection was made on the first two or three principal
components for each tissue. Here, the differences between samples represent differences in the level of expression or
in the correlation structure of the genes used for the PCA model.

[0028] The information was further refined by the use of complementary techniques. In situ hybridization, for example,
can indicate precisely which cell type inside an organ is specifically expressing a given gene. This technique based on
the detection of RNA is independent of the availability of an antibody. Quantitative PCR has also been used to confirm
expression levels of particular genes of interest.

[0029] To obtain biomarkers predicting cardiovascular adverse effect of tested compounds/drugs, expression levels
of proteins have been analysed in cynomolgus monkey serum and plasma from the present analysis using human Multi-
Analyte Profile (MAP) Technology. Human MAP could be used to measure protein levels of more than 80 antigens in
monkey serum and plasma (Rules-Based Medicine Inc (RBM®), Austin, Texas USA).

[0030] The following EXAMPLE is presented.

EXAMPLE
IDENTIFICATION OF SPECIFIC GENOMICS SIGNATURE IN VIOXX®-TREATED MONKEY (S)

[0031] Overall genomics data obtained for 16 tissues from all monkey groups showed that the Vioxx®-treated animals
exhibit a specific pattern of gene expression. This pattern includes significant increases (ANOVA, p<0.05) in the expres-
sion of MHC class | classical and non-classical molecules, MHC class |l molecules and their respective receptors such
as TcRs and Immunoglobulin-like molecules.

[0032] Analysis of genomic data from several cardiovascular tissues by Principle Component Analysis (PCA) on the
selected genes composed of MHC molecules identified a biological outlier (Animal no: A60055, circled in the FIG. 1)
within the Vioxx®-treated group.

[0033] Further analysis of all genomic data by PLS-DA provided a list of the most discriminate genes between the
animal A60055 and the rest of the animals from Vioxx®, Celebrex®, Cox189 (Novartis), diclofenac and vehicle treated
groups (TABLE 1, FIG. 2). The specific gene pattern included mainly interferon inducible genes encoding for Toll like
receptors (TLRs), classical and non-classical MHC class |, MHC class Il, their respective receptors/ligands such as TcRs
and NK receptors, several chemokines such as CXCL10, CCL2, an extensive list of INFy pathways signalling genes
such as Jak1, Stat1, and some IL1/ TNF pathway related molecules. In addition, there was strong and significantincreases
in the expression of coagulation pathways related molecules such as PD-ECGF, coagulation factor Il (thrombin) receptor-
like 1, Factor 13 A1, several adhesion molecules such as VCAM and ICAM, and a number of genes belonging to the
complement activation and other pathways innate immunity pathways. This genomic expression pattern predominant
in the vessels of the Vioxx®-treated monkey (#A60055) indicated development of a potential vasculopathylvasculitis
with strong activation of INFypathway suggestively induced by an endothelium tropic infection or reactivation of a vascular
autoimmune disorder.

[0034] Interestingly, histopathological evaluation of all tissues showed clear sign of vasculitis in veins only of the
Vioxx®-treated animal A60055 (FIG. 3). Thus the specific expression pattern should be a specific genomics signature
of minimal vasculitis (see below).

[0035] The role of Vioxx®-induced cox-2 inhibition in the observed genomic and histopathological findings provide a
potential link to the increased risks of cardiovascular side effects occurring in patients treated with Vioxx®: The majority
of the observed gene expression changes have been known to be directly involved in the pathogenesis of diverse
cardiovascular diseases including atherosclerosis, CAD, thrombosis, autoimmune and neurodegenerative diseases.
Among the INFy inducible gene expression changes, the most striking increase was observed for CXCL10 and other
chemokines, e.g., CXCL-9, -11 and MCP-1 (CCL-2) (FIG. 4 and TABLE 1).



EP 2 287 608 B1

| eyde
0a ‘1l sse|o ‘x8|dwoo
Aynarredwosossiy

'l 9’ 4 o'l 8 191 Sy Jofew LvOQ-VH lesTL/9zle
1 uieyoud

L'l 0'¢c el R4 8 144 Ll psonpul-uocJspusiul 144F| e s egyvie
8 pueb|

8'lL L'l el 8l 88 €l 6L  (4a0w D-D) dunjowayod 8100 e geovie
6 pueb| (jnow

el L'l 7'l 9l €6 (¥4 79 O-X-0) supjowsayd 610X0 18 G16€02
puebi| (Jnow

4 9'¢C L'e Sl L6 S 14 O-X-0) supjowsayd LL LLTOXO e eglole
Z el1eq
Oa ‘Il ssepo ‘xajdwoo
Aynanedwosolsiy

x4 7'l 6'l 'l 80} 98 2¢se Jofew ¢90a-vV1H 18 X"86621L¢C
eqy L6 ‘L uonduosuel)
0 JojeAnoe

€c 7'l LT L'l G¢l 9l 0S  puesonpsues) [eubis LLV1S 1e"s769660C
0l puebi| (now

el 'l L' Ll 86} 0c 122 D-X-0) dupowsyd 0L10X0 18 €€G6¥02
x4
uisjolda|qionpul-eydie

9'G 44 €'e 8¢ 80z cl 0¢ ‘uosaplaiul z pueb XA e L1y20zg

06 9’ €c o'l 6°05) L 9 (0w 9-0) supoWBYd ¢102 18 s 86591¢

|0Jju0o sA sabueyo pjoy bay as BAy
GG009V
inoyum GS009V
u 8JejJoN 6 81X00 X 9.qg9|8D XXOIA XXOIA - [ouo) JNVYNINIO TOGWAS aweN ofews)sAg

10

15

20
25

‘wnijayjopus JenaseA jsurebe ssuodsel sunwij }soy pejetsbbexs ue yum Joy3ebo;
uonos Ul SNJIA umouyun ue Aq peonpul Alqeqoid ‘GGo09Y jewiue sy ul saiyedoinosea jenusjod pajeoipul S)Nsal 9sal | "0BUSJOJOIP PUR ‘(SILBAON) 68LX0D “‘@X8iqeje)
‘@XXOIA ‘BJoIyoA YIm pajes.) sAexuow Jo Sajdwes uieA oeljl wodj Bjep Uoissa.idxs sojuwoushb Buipuodsaliod pue GGOO9Y# [BWIUR XXOIA J0) SeUab JuBUIWILIISIP JSOW 8y |

L 37avL

30

35

40

45

50

55



EP 2 287 608 B1

a|qionput-eydie
‘uolapaiul g syeadal

(4 Sl ¥l e SV €l X4 apidedoouesia) 2dlo 1e"s €8160C
yyum uisjoud paonpul
-uoJapaul | syeadal
80 'l Ll €l Ly 29 891 apndadoolelsa) [ARE] e eos.ie
yum uisyoud
0l Ll 80 Sl 0'S S¢ ool paonpul-uocJsjisiul (ARE] e eGLene
18 VYN GE
eaiL6
‘| uonduosuel jo 6.6WN/VEADSINNH
JojeAloB
0l A €l €l €'s L 66  puesonpsuel) |eubis L1IVLS -X44v
| pueb|
S0 €l S'e Ll v'e 4% €l (Jnow D) supjowsyo 110X 1leTs /96vLe
aseuabAxolp £‘2
¥l 'l 9l Ll g9 9l €§ ajouAd-sulwesjopul OdAdNI 18" 6200LC
puebi| (Jow
0¢ €cC 9l 0l 9'9 6 0l O-X-0) aupjowayd LL LLTOXO leszellie
Le 8’ €l ¥l L2 Ll T4 uuadia Gbio e /6l¢le
e g 6e
eaiL6
‘| uonduosuel} jo 6.6W/VEADSINNH
J0}eAI}OB
[ 6'L A" Sl L2 T4 601 pue Jaonpsuel} [eubls LLV1S -X44v
| B19q
Oa ‘11 sseo ‘xa|dwod
Aynarredwooossiy
9l 8l 0¢ 0l Yy eyl Y¥S Jolew 1904-VIH e X $5911¢2
|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyym GG009V
u SIe}joN 6 81LX0D X 8193|190 XXOIN XXOIA - |ojuod JNVYNINIO TOGNAS aweN olewa)sAg

10

15

20

25

(panunuod)

(=
™

35

40

45

50

55



EP 2 287 608 B1

s ‘| Jusuodwod

L'l o'l 0l el 9°¢ z09 98/l juswe|dwod SO 1S /1/802
Vv Jusuodwod

7' 60 9l Ll 8¢ Lzt 0z2 juswa|dwod \7%e) 1e7ST 161802
€ pueby|

A 60 €l il 8¢ 4 ¥4 (Jnow 9-0) suowayo €100 e sT¥1L150T
G apndadAjod
‘v Alweygns ‘g Aiwey

zl el €l 60 6°¢ L 8z ‘0G¥d ®WoIyo0}ko GVEAAD leTsTyeeyie
| Jojoey

Ll el L'l 80 6°¢ 6v 062 Aioye|nbas uosepeul L4l 1e71£5202
1V Jaqwiaw ‘g

Ll 1'C L'l 0c (184 8¢ GS Aliweygns ‘uiydolhing LVENLS 1TX768%.02
L eleq
Oa ‘1 sseo ‘xa|dwoo
Aianedwooosiy

z'l el 9l ol Ly zel [¥a4 Jofew 1 9OA-VIH 17X 969112
| 8|nosjow

i 60 6l 80 L'y 791l 682 uolsaype ||80 JE|NOSEA LAVOA 187S7898€02
eV Jaquiaw ‘¢

€l L'l €l 9l L'y 8Y vZe Aiweygns ‘uiiydolhing eVENLE 18787028402
L eleq
Oa ‘1 sseo ‘xa|dwoo
Aianedwooosiy

€l o'l 07¢ 60 ey 201 €€z Jofew 1 gOQA-VIH 187X"€28602

eQY 16 ‘| uonduosuely TG Ge

40 JojeAoe 6.6N/VEADSINNH

ol 9l 60 €l e 9l o174 pue ssonpsuel) [eubis L1V1S -X44v
L pueb
(Inow D) sunjowayd

8l L'l 0¢C Gl {0 4 Gl €e  (MGL-IdI8uojo) uiejold 110X 187X799€902

|0Jju0o sA sabueyo pjo} bay as BAy
65009V
noypm GG009Y
u alejop 6 81X0D X 8lga|e) XXOIA XXOIA - |ojuo) IANVYNINIO TOINAS aweN olewa)sAg

10

15

20

25

(panunuod)

(=
™

35

40

45

50

55



EP 2 287 608 B1

61 puebi|

9l 7'l 0¢ 'l (1 8¢ 8. (}now 9-0) surjowsyd 61100 ¥ z/00L2
7'l o'l €l 7'l (1 S0l 8le uingojbo.oiw-z-e1eq Ncd e s716810C
| Jojoe} Aiojewiwejjul
'l L0 Sl €0 (1 122 L yesboje eaygy LdIV 18 X7106602
ewweb
‘e Jojoe} uonduosuely
7'l gl (% L'l L'e €S o paje|nwis-uoispysiul 9¢49SI 18 Z88¢0¢C
(1 aseusysd
aulles pajeloosse
-91A00ydwA|- |
21X0]0}A90 ‘Z swAzuelb)
8l 80 60 9l ze 0l 6l g swAzuelb anzo e 91012
| Jojoey
Gl G0 0¢C 90 4 29 8. Aojewweyur yeiboje e\ 1eTX"GB0ELL
eV loqwaw ‘g
Sl gl 9’ L'l £t Sl oy Anweygns ‘uiydosing €VENLY 18 128%02
Z usuodwod
'l L' Ll 60 £t 9l S0¢ juswa|dwod [40) 18 Z50€02
(yuspuadapul
-wnioeo YA dnoib ‘0110S0}A2)
o'l 7'l 7'l 'l £t Ll t14 ‘zv osedijoydsoyd 10) 49TAAle 1e"s768/60¢C
(panuap
| Jojoe} -Jo|9)e|d)
7'l L'l Ll 6’1 £t 0¢ 8. Umoub |80 |elfyjopud 14903 18" s78G8¥0¢C
/ lojoey
'l 9’ (4 9'lL Ve L 144 Aloje|nBal uolspsiul 44l 18 sT9€180¢C
| Joydaoal ax-b|
80 L' 9'¢ S0 (X 14 AN pajeloosse-a14003Nna| LIV 18 s71,080¢C
| Joydaoau (y3ow
D-£X-0) supjowsyd
9'lL 'l Ll 0l 9°¢ 9¢ 98 jusuodwooqgns L1 4OEXD 18868502
|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
jnoyum GS009V
u 8JejJoN 6 81X0D X 9.qg9|8D XXOIA XXOIA - [ouo) JANVYNINIO TOGWAS aweN ofjews)sAs

10

15

20

25

(panunuod)

(=
™

35

40

45

50

55

10



EP 2 287 608 B1

uisjoid sueigquawl

9'l 9’1l 8'¢ L'l 9¢ L€ V. pajousal-ploydwA| dNYT e v/9%02
(eseuanuod ‘ejaq
‘L upjnapayul) asesoud
au19)sAo pajelal
€l zl zl 7'l Y4 €l €g -sisojdode ‘| asedsed dSVO leTsT0¢el1e
0l Jegquiaw
‘Awepadns (puebi|)
Ll 'l el 60 8¢ 2ol €.e J0)oe] sisolosu Jowny 0Ld4SdNL 18889202
(poreroosse-uabue
1] sse|o ‘xa|dwoo
Aynanedwooossiy
Jofew jo
apndadAjod jueleaur)
el o'l el Ll 8¢ 61 [443] usbnue a0 7.d0 18619602
G puefi|
x4 60 60 S0 8¢ L 8 (Inow 9-0) supjowaYd §102 11 Govl
0l Jequisw
‘Apwepadns (puebi|)
'l 'l el 'l 6¢ Ll €es 10}0B} SIsOJodU Jown} 0Ld4SdNL }es7/8920¢
| E}8q
oa ‘1 ssejo ‘xsjdwod
Ajianedwooosiy
gl gl L'l 'l 6¢ cle 0S61 Jofew 1940d -V1H e X ¢6l6le
el 7'l 'l 7'l 6¢ 14" 1974 Z9g ulpphko ¢dNOD 18 60,202
eyde
NG ‘1] ssefo ‘xajdwod
Aynquedwooosiy
el 'l 7'l Ll 6¢ 142 8¢8 Jofew YINQ-VTH e s glvlle
9 asejeydsoyd
Ll 60 Al 0l o€ (04 101 Ayoyoads jenp 9dsnd 1e s £6880¢C
|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyym GS009V
u 8JejJoN 6 81X0D X 9.qg9|8D XXOIA XXOIA - [ouo) JANVYNINIO TOGWAS aweN ofjews)sAs
(panunuod)
© 2 2 b & 3 3 S 2 3 3

1"



EP 2 287 608 B1

4
JUBISU0D

A" Ll 9l 0l | &4 €l cl ewweb Joydedai |90 | 209dl le"s 0¢69le
D ‘| sse|o ‘xa|dwod
Ayianedwoooysiy
€l A €l ¥l | &4 6%9 6.EV Jofew O-VH e X 6Svie
0l 0l 'l 70 | &4 44 6€ 187X €18602
V ‘| ssejo ‘xajdwod
Aianedwooolsiy
Ll €l Ll o | &4 L6V vlee Jofew V-V1H 1lex geslie
(Aouaroyepounwuwi
pauiquoo ewweb 91aA8Ss)
A" el 8'c ¥l | &4 X4 88l ‘Jojdadal g unapeul )l 1911102
(proydwiA))
Zz 9dAy Joydaoal
-uou ‘esejeydsoyd
60 'l 4 0l (4 Ll €c auIsoJAy uieyold ¢ZNd1d 1877090902
€ Jaquiaw ‘(sulewop
NILI PUe AL Yim)
g Ajjweigns ‘yoydadal
ayI|-uiingojfounwiwi
€l Ll €l 80 (4 1474 86 a)fooxna| €ayIn e X ggeole
| apndadAjod
‘g Aliweygns ‘L | Ajlwey
60 0l [ 80 (4 4% T4 ‘0G¥d dWoIyo0}ko LdL1dAD e 0e9vie
(91ao0)
J0} 10yd9oas Ayuiye ‘elll
Sl (% €l 80 (4 61 (57 Mo| ‘9B jojuswibely o vEYOO4 18" s 900702
| opndadAjod
‘g Anweyans ‘| Ajjwey
€l €l 0l 0l 92 14 Ll ‘0S¥ d dWOIYo0}A0 Ld1dAD 18 s 9ev20e
|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyym GG009V
u SIe}joN 6 81LX0D X 8193|190 XXOIN XXOIA - |ojuod JNVYNINIO TOGNAS aweN olewa)sAg

10

15

20

25

(panunuod)

(=
™

35

40

45

50
55

12



EP 2 287 608 B1

Jaoueyus
asepndadopus

€0 80 10 G0 F4r4 (K17 €601 -0 uabejjoooid 301700d 17 69%202
(suabopnasd) g ejoq
¥a ‘11 sseo ‘xadwoo
Aynarredwosossiy

o'l el 7'l 'l tAr4 602 L9 Jofew  9g¥Q -V1H e xgoelle
JaAl| ‘Ueay
‘s||90 onaiodojeway

80 o'l 7'l Ll rAr4 €8l G.S ul passaidxa THH 18 020€02
(eseuanuod ‘ejaq
‘L upjnapayul) asesoud
aul9)sAo pajejal

Gl L'l z'l Ll a4 9z 891 -sisojdode ‘| asedsed LdSVYD 1e7X70.6602
4 ‘| ssejo ‘xajdwod
Aynaredwooossiy

(% 'l o'l 'l £¢ [44°) £€88¢ Jofew 4-V1H e xg/8lee
€
uisjoud paonpul-eydie

L'l el L'l 'l £¢ 0S €8l ‘10}0B} SIS0I0BU Jown) €dIVANL 18 s ¥¥920¢
(zed)
apndadAjod

7'l 'l o'l el £¢ (4 (A4 eydie ‘usbpue gao v8ad 18 8G/502
eV laquaw ‘g

A o'l Ll 7'l £¢ 8 9¢ Anweygns ‘uiydosing €VENLY ¥ Lyz8e
eyde
oa ‘1 ssejo ‘xsjdwod
Aianedwooosiy

Ll 'l el o'l £¢ 816 0.2 Jofew vda-viH 18" 68802
V ‘] ssejo ‘xadwoo
Anquedwooosiy

9'lL 9'l Sl 8l £¢ 1474 898 Jofew V-V1H e X 0estie

|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyym GS009V
u 8JejJoN 6 81X0D X 9.qg9|8D XXOIA XXOIA - [ouo) JANVYNINIO TOGWAS aweN ofjews)sAs

10

15

20

25

(panunuod)

(=
™

35

40

45

50

55

13



EP 2 287 608 B1

vl

80
vl

0l

A
'l
€l

60

Lb

L'l €l

L0 (%
L'l €l

0l 80

0l Lb
9l ¥'0
[ Lb

vl A

[ 9l

0l

G0
Ll

60

'l
Lb
Lb

Gl

vl

Le

Le
|4

4
4

14

Sl
€8

G06

ce

ol

A

24

9/l

0¢
€ee

2G6¢

6G
142
€6

4%

19

0¢ uieyoud

8|qronpul

-ewweb ‘uolapaul

| Jaquiaw
‘(surewop 11| pue
INL yum)

g Ajweigns ‘10ydadal
ayl|-ulinqojBounwiwil
91A00)Nn9|

0 uisdayied

(r uieyousdodijode

‘z obessaw

ajejsoid passaidal
-8U0J9)S0}S8}

‘Z U19101d0oA|6
pajejins

‘0¥‘0%-dS “Jonqiyul
sIsA|

juawe|dwiod) ulaysnio
L (Jojoey

Jayojeld)

ewse|d ‘g ulanjiey
eydie ‘| upjnapaiul
eyde

‘J0)dagau Jz upnapaiul
aseuly auisoJAy uisyoud
oly109ds-a)A00ydwA|

| uidjoud

Buipuig souanbas
SNSUBSU0D UOJaualUI

ocLdl

LadI1
OS10

n1o

LM
Vil
vdZlel

MO

1d9S2l

1eTezevioe

187268/0¢
1e7/8¥10¢

18716.80¢

18711590¢
18700280¢
18792650¢

1e"s706810¢

1e /50¥02

|0Jju0o sA sabueyo pjo} bay

as

By

U aJe}oA

6 81 X0D X 8ig9|9)

10
15

SS009V
Inoyim
XXOIA

20

GG009V
XXOIA

25

(panunuod)

(=
™

- Jouo)

35

JNVNINTO

40

45

TOGWNAS

50

aweN oljews)sAs

55

14



EP 2 287 608 B1

A

Lb

0l

0l

0l

Gl

o

gl

Ll

gl

Lb

€l

0l

Ll

¢l

€l

8’

'l

vl

L0

(%

Ll

'l o

Ll 0¢c

Gl 80

'l o

Ll 80

Ll ¢l

60 €l

'l A

Ll 60

Sl 0l

¢l Lb

0Z

0Z

0Z
0Z

9l

Gl

L€

¢0gl

9¢

181

¢l

AR

0¢

(0[0]

0cs

¥9

9¢

601

04.€

6.1

L9

¥8

029¢

8G1L

(374

09¢¢e

Z UBISUOD

ewuweb Joydedal |90 |

| @I-101daoal
(urqwiolyy)

1] J010B} UoEe|N6R0D

€

uisjoud paonpui -eydje
‘10Joe} SIS0Jo8U Jown)
D ‘| sse|o ‘xa|dwod
Aanedwooosiy

Jofew

usbnue 1aod
| @se|qwelos
pidijoydsoyd

(eseuny auisoify

uisyoud

e) | aseupy snuep
V ‘| ssejo ‘xajdwod
Aianedwooosiy

Jofew
Joydaoal

SNJIAOUIYJ UBwny

‘($5a0) | @nosjow
uolsaype Jejn||asiayul

eyde

¥a ‘Il ssejo ‘xajdwos
Aianedwooosiy

Jofew

4 ‘| sseo ‘xejdwoo
Aujgnedwoooysiy

Jolew

¢09dl

11424

€dIV4NL

O-VH

¥1dd

1408S1d

IMVE

V-VH

LAVOI

Vda-viH

4-VH

’XpylLle

18762190¢

1e7s7¢v920¢

1eTX92g91¢

1eev/1L0e

187 9v120¢

lerstevle

e x6eshle

le s 68yGle

le"s"¢g60le

1e X 908+¥02

|0Jju0o sA sabueyo pjo} bay

as

By

U aJe}oA

6 81X0D

10

GG009V
Inoyym
X 8198|8) XXOIA\

15
20

GG009V
XXOIA

25

(panunuod)

(=
™

- Jouo)

35

JNVNINTO

40

TOGWNAS

45

50

aweN oljews)sAs

55

15



EP 2 287 608 B1

g ‘| sseo ‘xa|dwoo
Aanedwooolsiy

A" 'l Ll [ 6’} 8 Lyl C14%] Jofew g9-VIH 187X 0¥1602
(a@8-1) z ueyoud
auelquiawsuel}

9l A 0l Ll 6’} 6¢€l SsolL paonpul uolsysiul ZNLILI 1eTX GLeL0C
€ E}eq
¥a ‘11 sseo ‘xadwod
Aianedwooosiy

Ll el Sl Ll 6° 66¢ 066¢€ Jofew  ¢g¥Qd -VH 187X Z1£602
(xodwod
¢111) spndadAjod

6l L'l A 0¢ 6°L 6€ g8 ejjop ‘usbiue geao aeao e 6esele
ase|AxolpAy
ploe olulwe.InaujA}eoe
-N-9jeydsoydouow

¥l Ll 0l 0l (14 Ll 88 aulpnho HVIND les L/601e
| usjoud

Ll 0L 60 €l (14 1474 9G1L Xljeuw Jenjj@oelxs LINO3 1e7s G9e602
121 usbyue
pajeIo0SSe -euWouloIed

S0 60 0l 90 (14 ¥S 9Ll Je|njj@oojeday LZLVOH 18" X 070022
| SISaU0}AD

80 0L Ll L0 (14 145 A Jo Joye|nBau usjoud 10dd 1e"s 6008LC
(¥909) 1o}
Joydaoau‘e| Ayuiye ybiy

0l 0l [ 90 (14 0¢ LOL ‘O] jo yuswibesy o4 V14924 e xLLsyie
1 ‘L usuodwoo

vl (% 60 60 (14 el 59 juswa|dwiod dlo les /902le
81 puebi|

9l €¢ Sl L0 0Z 0¢ €C (jnow 9-0) suOWSYD 81100 18 26602

|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyym GG009V
u SIe}joN 6 81LX0D X 8193|190 XXOIN XXOIA - |ojuod JNVYNINIO TOGNAS aweN olewa)sAg

10

15

20

25

(panunuod)

(=
™

35

40

45

50

55

16



EP 2 287 608 B1

apndadAjod
ejoq ‘quasuodwoogns
b ¢} jusuodwoo

[ 0l [ 0l 8’ A lz¢ juswa|dwod ga010 18" ¢6620¢
vl 0l vl Ll 8L ze GL 96 uabnue ajkooyduwi| 96A71 18" %85902
g ‘| sse[o ‘xa|dwoo
Aanedwooosiy
A" €l 'l ¥l 8’ G8S 2869 Jofew g9-VIH X LL6Lle
| Buluieyuod uiewop
¥l 0l Sl 0l 8’ €9 98¢ Jull Je[njj@oesxs LaMIX 1e"s 65061¢
60 el [ A" 8’ 14 6G1 sisojewolyoouwsy 34H 187X 98012
D ‘edhy
Joydaoal ‘esejeydsoyd
o Ll S¢c o 8’ S. YA auIsolAy ueyoud Oddld 1e"s 8eel0C
V ‘| ssejo ‘xajdwod
Aianedwooosiy
€l €l 'l €l 8’ ¥9¢ 9918 Jofew V-V1H lexeLesle
(0
uipawojewos) | Jojoe}
A" 60 60 60 8’ §G6¢ ¥Zs UmouB exjij-ulinsul Ld49OI 1" ¥5602
apndadAjod |y
€l Ll 60 60 8’ 1z €8l ‘Il1X Joyoe} uole|nfeod lveld 187 60ee0e
| Jaquiaw ‘(suiewop
NILI PUe AL Ynm)
g Ajjweygns ‘yoydaoal
ayI|-uiingojfounwiwi
A" (% vl €l 8’ 8l L. a)fooxna| LgdIn e x o0llie
¢ Buieubis
vl (% 60 80 8’ 0¢ G6 auojho jo Jossaiddns €S00S 18" s 09902
9 Jaquiaw
‘Apwepadns (puebi|)
'l €l vl Ll 6°) 0l 99 J0JOE} SISOIO3U Jouin} 94Sd4NL 18 698012
|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyym GG009V
u SIe}joN 6 81LX0D X 8193|190 XXOIN XXOIA - |ojuod JNVYNINIO TOGNAS aweN olewa)sAg

10

15

20

25

(panunuod)

(=
™

35

40

45

50

55

17



EP 2 287 608 B1

0l 60 0l 0l L'l 8 8¢ Z &jII-O @sedijoydsoyd 2101d e /1e9le
€
€l 0l 0l L0 L'l 6l 6Ll ewoydwA|170 |190-g €109 1e7s 806102
(Bungns ejeq (1-oew)
| uabnue abeydosoew
‘1 uabljue pajeroosse
-uonouny ajkooydwiA|
‘(ged) 814D usbiue)
0l 0L Ll 90 L'} L€ 1412 Z B1eq ‘uubaul 2ga9oll 1e"s7¢0820¢
 uajoud Buipuiq Jojoey
80 90 90 S0 VA 756 clee UmouB exji|-ulinsut ¥d949I 18805102
D ‘| sse|o ‘xa|dwod
Aynarredwooossiy
'l Ll A €l 8L .60l (4314 Jofew O-VH 187X 218802
aseuny
A" Ll vl A" 8L 9¢ 86 190 opsjodoway MOH 1877810802
apndadAjod eydje
0l 'l A Ll 8L 8l €Ll ‘G¥Z-q dWo1yo0}Ad VdAD 1es7820€0¢
3 ‘| ssejo ‘xa|dwoo
Aianedwooosiy
A" 'l 'l A" 8L 8yl soclL Jofew 3-VIH e X 9Sv/le
A 60 Gl Gl 8L (%4 9zl 9g uabpue ajfooydwA| 98A1 187658502
0l el 60 80 8L €C 09l sisojewolyoousy 34H e X eoglle
g ‘| ssejo ‘xa|dwoo
Aianedwooosiy
A" €l Ll A" 8L G86 896G Jofew g-vVH 18 X62.80¢C
a|nuelb
Aojaloes
[ 60 0l 80 8’ gee €00l ‘| ueof|Bosjoud 1Odd 18 s 8G810¢
60 60 L0 60 8L 6¢ x4} sisojewolyooway 34H e x6zelle
|0Jju0o sA sabueyo pjo} bay as BAy
GS009V
inoyum GG009V
u SIe}joN 6 81LX0D X 8193|190 XXOIN XXOIA - [ouo) JANVYNINIO TOGWAS aweN ofjews)sAs

10
15
20

25

(panunuod)

(=
™

35

40

45

50

55

18



EP 2 287 608 B1

(uisedey)

(% L' Ll 60 9’ 1S 8le urejoud Buipuiq dv1 dadvl 18628802
el L' 'l o'l 9’ 8¢ 9/¢ S uisdayieo SS10 1e"s"20620C
el 80 el 60 L'l 8l 89 | Joydaoa.l ayi|-||0} YL e 9/l10l2
7'l 80 80 60 L'l 9C 00l Z J0ydaoal ai|-|[0} 2yl 18" v26%02
L
9)I|-| passaldxa-siise)
60 60 o'l 60 L'l el Gg8. -pajeroosse-xa|dwoo-} 173101 1877666102
(ueine)
Bojowoy susboouo
BWO2IEeS0IqI}
onoinauodeojnosnw
60 60 el (% L'l 19 08¢ jew-A 4VvIN 18 s"8¥€60¢C
€ laquiaw
‘g Alweygns ‘1oydadal
ayll-ulinqojBounwiwii
7'l o'l Ll 60 L) Zl Ll a)fooyna €adIn 18X 65802
apndadAjod
eydje ‘yusauodwooqgns
b ‘| yjusuodwoo
'l o'l Sl 60 L'} 9¢ (0°]% juswa|dwod vOILO je zezsle
eS| ‘esejeydsoyd
-g-ajeydsoydAjod
'l 'l 9’ 'l L'} ce €6l |o)isoul adsddNlI Je s zeeene
Bojowoy susboouo
palejal [eJIA BWODJES
Ll 8’0 Sl o'l A 514 °1°14 iyonbeweA |-sah-A NAT e s ¥G/01¢C
Z uieyoud
Al [ 6'L 60 L'l 8l €L 011050340 B3A00ydwA| ¢do1 1e s 042502
|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyym GS009V
u 8JejJoN 6 81X0D X 9.qg9|8D XXOIA XXOIA - [ouo) JANVYNINIO TOGWAS aweN ofjews)sAs

10

15

20

25

(panunuod)

(=
™

35

40

45

50

55

19



EP 2 287 608 B1

vl

€l

0l

'l
60
60

o

60

A

'l

€l

Sl

(% €cC

'l (%

'l vl

60 ¢l
'l 60
L' 80

80 Ll

60 80

0l A

'l Lb

0l Lb

60 80

'l

o

Ll

80
0l
0l

0l

60

60

€l

vl

80

gL

g’
9’
9’

9’

6Ll

89

194

28l
14
€l

1214

74

0¢c

6€C

v61

€8

96¢

Sly

Lee

€89
Sl
el

120}

€l

€81

80¢1

1oL

96¢

usbnue £5ao
(s1so1s0SApoudAd)
M uisdayjeo

eleq

NG ‘Il ssejo ‘xajdwod
Aynanedwooossiy
Jofew

a|nuelb

Alojeioes

‘| ueoAjbosyoud
sisojewolyooway
sisojewolyooway
(1 Jojoey
paALIBp-||99 |ewouls)
Z\ puebi| (now
O-X-0) aunjowayd
¢ sjeadal
apndadoouyed;s)
yum uisyoud
paonpul-uoJapaiul
apndadAjod eyaq
‘GYg-q awWoIyo0}A0
3 ‘| ssejo ‘xa|dwoo
Aianedwooosiy
Jofew

(ng-1) € uejoud
auelquiawsuel}
paonpul uoiaualul
Joydaoal
SNJIAOUIYJ uewny

‘($5aD) L 8nosjow
uoisaype Jejn|jeoJajul

€6d0

MS1O

ana-viH

19dd
34H
34H

¢L10XD

IARE]

gadA0

3-VTH

ENLIHI

LAVOI

187911€0¢

18787 05¥20¢

187 2e6€0¢

18765810¢
1eTX998l1¢
rerxeeelle

187/8960¢

1" Ly/¥0C

1e7s7e26e0¢

18" X 60600¢

le"xgoeele

1e"s 8£920¢

|0Jju0o sA sabueyo pjo} bay

as

By

U aJe}oA

6 81 X0D X 8ig9|9)

10
15

S5009V
Inoypm
XXOIA

20

GG009V
XXOIA

25

(panunuod)

(=
™

- Jouo)

35

JNVNINTO

40

45

TOGWNAS

50

aweN oljews)sAs

55

20



EP 2 287 608 B1

ey 16 ‘| uonduosues) lee6e

0 JojeAnoe 6.6WN/VEADSINNH

0l el [ [ vl Ll LG pue Jsonpsuel) [eubis L1LVLS D.EEL
2

[ 0l Sl A" S’ 144 961 urejoud opslodojewsy LNTH 18 €.60C
(ceao)
J0} Joydaoal ‘e|| Ajuiyge

¥l 80 ¥l [ S’ 14 8cl mo| ‘96| jojuswbe o4 V2d904 1e7196¢0¢
eqy L6 ‘L uonduosuely
Jo JojeAnoe

Ll el Ll A" S’ 4% Z6 pue Jsonpsuel) [eubls L1VLS 1e"s™ /88002

Ll 60 60 80 S’k % oLl unaiodowAyy OdiNL 1e7S7€5/602
(uisy01d sueiqWBW

A" 0L L'l Ll S’ A4 144 190-g) usbpue gyao 8¥dO e gL110e
shoo|

A" A 14 A" gL 19 1414 ejeq Jojdaoal |90 | ©adl lexeslele
| wisjoud Buipuiq

0l 60 A 0l Sl (04 1€ D aseuny uisjoud I 490Mdd 1e7s 670602
LZ Jequiaw
‘Alwepadns Joydaoal

A" Ll Sl A" gL €9 L0V J0jOE} SIsolodu Jown} | Z4SHANL 187 96881¢
N 0} ¢9 pue g 0}

A" 0L €l 0l gL 0¢ 68 LD ‘Z8pAd uoisiAIp |92 20ad 18" s 65S0LC
el 6l ‘LI

80 80 (% 90 gL 6¢€ 8l urejold Buipuig 90GM 4 Lidam4d e glLL6le
(1ojoey@suodsal aseyd
-aJnoe) ¢ uonduosuely
Jo Jojeanoe

Ll 0L (% 0l gL ocl 869 pue ssonpsuel) [eubis €1vlsS 1e's 266802
V ‘| sse|o ‘xajdwod
Aynarredwooossiy

Ll 'l €l A gL Lel €L€1 Jolew V-V1H e X Z€6ELT

|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyym GG009V
u SIe}joN 6 81LX0D X 8193|190 XXOIN XXOIA - |ojuod JNVYNINIO TOGNAS aweN olewa)sAg

10

15

20

25

(panunuod)

(=
™

35

40

45

50

55

21



EP 2 287 608 B1

'l

0l

Ll

80

Lb
'l
L0
'l

60

Sl

80

vl

0l

'l

€l

80

60
Ll
L0
Ll

0l

o'l

Sl

0l

'l

L'

'l

60

L'l
Ll
80
€l

0l

€l

0l

0¢

Ll

¢l

Ll

L0

A"
Lb
L0
A

ol

60

0l

vl

vl

vl

vl

vl

vl
vl
vl
vl

¥8¢

14

[44

Ge

44
0291

A]
6 62l

€81

€L

61lclt

€¢

004

6¢

6G¢

00v

0.
96¢8

¢l
0,66

9901

€LS

8,61

6¢

3 ‘| sseo ‘xa|dwoo
Ayanedwooosiy
Jofew

(1el81e(d)

I\ uI101d02A|6

2V Jequiauw ‘g
Anweygns ‘uljiydosAing
¢ uieyoud

auelquiaw |eljpyuda
(eseasip
snojewolnuelb
21U0JYy9)

apndadAjod eyaq
‘GyZ-q aWwo.Iyo203A0
0l e39q ‘uisowAuyy
ea1 6l ‘L1

ursjoud Buipuig 90SM4
uiingojBouoiw-g-eyaq
eydje ‘Jayodsuel;
‘101daoal

‘9Hb) Jo Juswbel) 04
apndadAjod

ewweb oy
J0ydadau ‘| Ajuie ybiy
‘36) jo yuswbely 04
D ‘] sseo ‘xa|dwod
Aianedwooosiy
Jofew

) 9dA) Joydeosl

-uou ‘esejeydsoyd
auisoJA} uisyoud

3-VH

9d9

C¢VZN1d

€diNg

gadA0
0lg9SINL

LldaM4d
Wcd

14904

914304

O-V1H

LNdld

187 %0600¢

1eTsT9ee0ee

1878786250¢

18762.£0C

1e7s7Ze6e0e
lerstegllle

lest/Liele
lersTiezole

lersT1eg8le

R ANA A

e x66LLLC

1e s 268¥0¢

|0Jju0o sA sabueyo pjo} bay

as

By

U aJe}oA

6 81X0D

10

X 8lgejeD

15

SS009V
Inoyim
XXOIA

20

GG009V
XXOIA

25

(panunuod)

(=
™

- Jouo)

35

JNVNINTO

40

45

TOGWNAS

50

aweN oljews)sAs

55

22



EP 2 287 608 B1

| eyde

60 Ll 60 [ t4 18 12513 ‘J0)deoaig | upnapeul LVHELTI 1e"s ¥060L¢
4 ‘| ssejo ‘xajdwod
Aanedwooosiy

¥l 'l 'l €l €l Sl 99 Jofew 4-VIH e g/6lee
| widjoud Buipuiq

0l Ll 'l €l €l 44 9/l D eseuny uisjoud I 490MHd 1e7s" 8¥0602
shoo|

0l €l 34 el €l e 9/l €)9q J0)daoal |90 | o@ayl 1BTX 616012
| @wAzua BuiusAuod

Ll 80 80 60 €l T4 9. | uisusjolbue Eo) 1e7s 6¥.602
2
ajelisgns uA oioads

Ll 0L Sl 'l €l Ll V.l -l180 onelodojewsy LSTOH 18" /66202
Joydaoal
snJiAouUlyl uewny
(¥5@2) 1 aInosjow

0l 0L 60 80 €l ¥S 61 uoisaype JejnjjaoJajul LAVOI e s /€9¢0¢
uabnue

90 60 80 80 €l 16 8l¢e 9oBuNS ||99 L-AyL LAHL 18X 698€LC
V ‘| sse|o ‘xajdwoo
Aianedwooosiy

0l 'l Ll A" €l 78 9oL Jofew V-V1H e X y1501C
(Ls
uisjoud sabuly ouiz) 9

0l 'l 60 0l €l A% S6¢ ewoydwA|/779 |199-9 97104 18" s 066G1LC
3
Joydaoal

€l 80 60 [ vl ¥4 Z8 (Jnow 9-0) suowsyD L1400 187860502
Jo)daoau |90 pal daays

Ll Ll Sl Ll vl 8l L. ‘(0gd) usbiue zao poojq ¢dd 18 1€8602

|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyym GG009V
u SIe}joN 6 81LX0D X 8193|190 XXOIN XXOIA - |ojuod JNVYNINIO TOGNAS aweN olewa)sAg
(panunuod)
© 2 2 b & 3 3 S 2 3 3

23



EP 2 287 608 B1

a|nosjow
0l 60 A" Ll Z’l A vl pajeal-y |- b] o|buis ddI9IS 18 0v62S
€ wlojos|
e uigjold 0\ |lBWOSOSA|
‘Bunlodsues; +H
‘asedlV ‘| Jojeinbau
0l 0l 60 0l 'l A €9l aunwuwi ‘||99-1 LOHIOL 1e s gGL¥0C
apndadAjod
ej|ap ‘onAleleo ‘eseury
€l Ll L'l Ll Z'l 14 09l -¢-apiisouloydsoyd aseid 18 6.8¢02
|0Jju0o sA sabueyo pjo} bay as BAy
GG009V
inoyum GG009V
u SIe}joN 6 81LX0D X 8193|190 XXOIN XXOIA - |ojuod JNVYNINIO TOGNAS aweN olewa)sAg
(panunuod)
© 2 2 b & 3 3 S 2 3 3

24



10

15

20

25

30

35

40

45

50

55

EP 2 287 608 B1

[0036] The strongestincrease has been observed in veins (e.g., 20-fold for CXCL10 in pulmonary vein) and adrenal
followed by arteries and heart tissues. Much less and irrelevant changes were observed in samples from liver, kidney,
GIT, spleen, BM and cartilage. The fact that specific histopathological vascular findings have been observed only in
veins and the genomic data show the presence of the specific pattern in all of the CV tissues tested, suggest that the
genomic pattern (particularly, some soluble factors e.g., CXCL10 and CCL2) may be considered as early biomarkers
for cox-2 inhibition-related CV side-effects or as early biomarkers for minimal (sub-clinical) vasculitis.

[0037] Vioxx® exhibits increased angiostatic and focal inflammatory effects predominantly in veins: The in vivo ang-
iogenic effect of PGE2 is well documented experimentally and in particular by the fact that the EP4 receptor signalling
has a major role in regulating closure or maintaining potency of the ductus arteriosus in newborns with congenital heart
disease. Apart from this expected inhibition of angiogenic effects of PGE2 by coxibs tested in this analysis, Vioxx®
strongly induced the expression of CXCL10, and PD-ECGF (both known anti-angiogenic proteins) mainly in iliac and
pulmonary veins which suggests that a strong angiostatic effect occurred in the monkey #A60055.

[0038] The specific gene expression pattern observed in the monkey treated with Vioxx® strongly suggests the in-
volvement of an endothelial cell tropic CMV-like infection or reactivation: (i) The expression of numbers of genes inducible
by INFy was strongly upregulated in most of the tissues from the Vioxx®-treated monkey. According to the literature,
the induction of INFy pathway is commonly observed during the first phase of CMV infection or reactivation. It has been
shown that CMV antigen-stimulated CD4+ T cells from normal healthy CMV-seropositive donors secreted INFyand TNF
alpha, driving chemokines induction in endothelial cells. The strong INFy pathway induction and histopathological findings
of focal vasculitis in animal #A60055 together with the literature data indicate that latent endothelial cell tropic CMV
infection might induces specific cellular immune responses, resulting in the induction of chemoatractants, leading to
inflammation and endothelial cell injury. Bolovan-Fritts CA et al., J Virol. 78(23):13173-81 (December 2004).

[0039] (ii) In the vessels of the monkey A60055, expression of chemokines, mainly CXCL10, MCP-1 and at a lesser
degree other chemokines e.g., CXCL9 and -11 were significantly upregulated (e.g., 150 fold increase for MCP-1 in
pulmonary vein). It has been shown that atheroma-associated endothelial cells express CXCL10, CXCL9 and CXCL11.
Their secretion from IFNCI-stimulated ECs is increased upon IL-1beta, TNF-alpha, and CD40 ligand treatments and
decreased in the presence of nitric oxide. Mach F et al., J Clin Invest. 104(8):1041-50 (October 1999). These data
suggest the involvement of these cytokines/chemokines in the pathogenesis/progression of inflammatory vascular chang-
es such as arteriosclerosis or vasculitis. More interestingly, mouse CMV infection in an atherosclerosis animal model
andin cholesterol-fed C57BL/6J mice significantly increases atherosclerotic lesion area and aortic expression of CXCL10,
MCP-1, and other INF-gamma induced proteins. Burnett MS et al., Circulation. 109(7):893-7 (February 24, 2004). Sim-
ilarly, mouse CMV infection in the brains of immunodeficient mice, stimulates the production of CXCL10 and MCP-1.
Cheeran MC et al., J Neurovirol. 10(3):152-62 (June 2004).

[0040] In light of these data, our results suggest that an endothelial cell tropic CMV-like reactivation might be the main
factor involved in the initiation of the observed vascular changes in this analysis. Interestingly, human CMV encodes
four chemokine receptors e.g., US28, which bind many of the human CC-chemokines, including RANTES, MCP-1,
CCL3, and CXCL-11. As mentioned above, this class of chemokines contributes to the development of vascular disease
such as atherosclerosis, restenosis, and transplant vascular sclerosis. The increased expression of these chemokines
genes and/or their respective receptors (TABLE 1) in the monkey treated with Vioxx® raises the question whether they
were produced by reactivated CVM virions or by INFy activated endothelial cells as a result of inflammatory reaction to
CMYV infection.

[0041] Literature data also demonstrate that the induction of COX-2 and/or synthesis of PGE2 are essential for efficient
CMV replication in human (Zhu H et al., Proc. Natl. Acad. Sci. USA 99:3932-3937 (2002)) and monkey (Rue CA et al.,
J Virol. 78(22):12529-36 (November 2004)). Interestingly, the rhesus cytomegalovirus (RhCMV) genome encodes a
protein homologue to cellular cox-2 (vCOX-2). Experiments with vCOX-2 deleted RhnCMYV identified vCOX-2 as a critical
determinant for endothelial cell tropism. Rue CA et al., J Virol. 78(22):12529-36 (November 2004).

[0042] The cPLA2, a key enzyme in arachidonic acid (AA) release, is the primary form of PLA2 responsible for the
generation of PGE2, LTB4 and PAF from AA, in response to inflammatory stimuli. It has been established that cPLA2
exhibits antihypertrophic potential probably via signalling pathway of 2-ARs in heart. Pavoine C & Defer N, Cell Signal.
17(2):141-52 (February 2005). PLA2 signalling pathways has been shown to be involved in human CMV infection in
several ways. (i) h\CMV infection stimulates arachidonic acid metabolism associated with activation of PLA2 and a cellular
cPLAZ2, (ii) both mRNAs encoding for cPLA2 and COX-2 are increased in infected cells, (iii) blocking the cellular pathway
of PLA2 signalling inhibited hCMV infection, and recently (iv) it has been reported that a cPLA2 taken up by virus particles
from infected cells plays a role in CMV infection at a post entry step. The inhibition of hCMV-borne cPLA2 had broader
consequences on HCMV infection inhibiting the production of key viral antigens IE1, IE2 and pp65. In this monkey
analysis, expression of cPLA2 was upregulated in most of the cardiovascular tissues from the Vioxx®-treated monkey
only. Since all other monkeys showed no increase of cPLA2 expression, these data also suggest the presencel/reactivation
of a CMV infection in the endothelial cell of the Vioxx®-treated monkeys.

[0043] CMV is known as a strictly opportunistic pathogen, in immunocompetent individuals it is easily controlled yet
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never eliminated since a robust immune response suppresses persistent viral replication and facilitates a lifelong viral
latency. In fact, CMV has several mechanisms to escape diverse host immune responses. CMV encodes for at least
four proteins which interfere with classical MHC class | antigen presentation by preventing their cell surface expression,
by transporting them to the cytosol, where they are degraded and by competing with TAP for the translocation of antigenic
peptides to MHC molecules. However, evasion of MHC | is not perfect, since IFNy activation by CMV can induce the
synthesis of large quantities of MHC | and proteosomes that overwhelm viral inhibitory proteins and "rescue" the CTL
response. Two CMV-encoded proteins also interact with non-classical MHC class | such as HLA-E, which leads to
suppression of NK responses. CMV encode for the UL18 which has homology to MHC | heavy chain and is expressed
on the cell surface. Disruption of UL18 severely restricts viral pathogenesis. CMV also interferes with MHC Il presentation,
which was strongly upregulated in the Vioxx®-treated monkey (TABLE 1). Classically, INF-gamma is a potent inducer
of MHC Il expression in many cell types including endothelial cells. However, some studies showed that in CMV-infected
cells, IFN-gamma is unable to induce MHC Il expression. Recently, MHC class |l molecules expressed in EC have been
proposed as the entry receptor for CMV. Thus, the protein expression of MHC class Il molecules in tissue samples will
be tested whether their increased mRNA expression are translated into functional proteins. CMV infection also induces
alteration in the expression of important cytokines such as TNF, TGF beta and IL1 and upregulation of the complement
control proteins CD46, and CD55. CMV also encodes for a surface Fc-receptor which can bind IgG with high affinity.
Interestingly, expression of most of these genes including MHC molecules, several NK cell receptors, complement
proteins, Fc receptors was significantly upregulated in the monkey #A60055. These results support the hypothesis that
the specific expression pattern is probably induced by a CMV infection in the animal A60055 (TABLE 1).

[0044] The expression of Toll like receptor 2 and CD14 was significantly increased in several tissues from the Vioxx®-
treated monkey. Recently, it has been shown that CMV activates inflammatory cytokine responses via TLR2/CD14
during the prereplication phase of the viral life cycle. Indeed, interferon and ISGs are robustly induced by CMV particles
during entry via activation of IRF3, one of the key transcription factors for INFy inducible genes. Later during the replication
cycle, CMV encodes several chemokines and chemokine receptors that provide potent inflammatory signals. In fact,
many of the pathological processes associated with CMV reactivation (including accelerated vascular disease, and
graft rejection) appear to be mediated by the release of inflammatory cytokines. Compton T et al., J Virol. 77(8):4588-96
(April 2003). Even though other viruses (measles virus, and RSV), also activate innate responses in a TLR2/CD14-
dependent manner, the overall expression pattern suggests that CMV infection/reactivation is probably responsible for
the observed vasculitis in the veins of the Vioxx®-treated monkey.

[0045] CMV reactivationinthe vascular system and use of anti-inflammatory compounds including NSAIDs and specific
Cox-2 inhibitors: A number of infectious agents have been associated with atherosclerotic cardiovascular disorders,
including CMV, Helicobacter pylori, EBV, HIV, HSV1, HSV2, and hepatitis B and C. Rue CA et al., J Virol. 78(22):
12529-36 (November 2004). However, several reports in the literature suggest that the CMV infection/reactivation might
be one of the major players in the pathogenesis of chronic inflammatory vascular diseases. For examples, rare cases
of CMV vasculitis have been described even in healthy individuals, which may be associated with carotid intimal-medial
thickening, or development of extensive mesenteric arterial and venous thrombosis. Other studies suggest that CMV
infection or reactivation is involved in post-transplant sub endothelium / intramyocardial inflammation, atherogenesis,
restenosis, and inflammatory abdominal aortic aneurysm. Koskinen PK et al., Transpl Infect Dis. 1(2):115-26 (June
1999)). Since ECs are one of the major targets for latent CMV infection, CMV induced lytic or inflammatory reaction in
ECs may easily result in adherent thrombi formation in vivo. Thus, infection/reactivation of CMV in endothelial cells may
cause vascular injury and promote the development of inflammation, atherosclerotic lesions, and thrombosis. Therefore,
the observed vascular findings in this analysis might be the early indicators of a CMV vasculitis.

[0046] In line with our current observations on Vioxx® CV effect, Rott D et al., J Am Coll Cardiol. 41 (10):1812-9 (May
21, 2003) found that inhibition of Cox-2 aggravated atherosclerosis in the apoE knockout mouse. The authors studied
the effect of COX-2 inhibition on infectivity of cytomegalovirus and coincidentally showed increased disease burden in
animals treated with the COX-2 inhibitor, including those notinfected with the virus. According to the FitzGerald hypothesis
(see BACKGROUND OF THE INVENTION), this should reflect selective suppression of PGI2 and an unopposed effect
of TXA2, however, the authors suggest an alternative hypothesis indicating that the suppression of anti-inflammatory
PGs, such as PGJ2, and its metabolite 15-deoxy-delta12,14-PGJ2 might also result in this type of vascular changes.
Rott D etal., J Am Coll Cardiol. 41(10):1812-9 (May 21, 2003). Another hypothesis might be that Cox-2 specific inhibitors
but also NSAIDs can also initiate or aggravate atherosclerotic changes by inhibiting the production of PGE2 leading to
the reactivation of latent CMV infection. In fact, it has been clearly documented that PGE2 can inhibit replication of
viruses including CMV and HIV-1 through activation of cAMP and PKA which are the key enzymes in the negative
regulation of immune responses and a potential target for inhibiting autoreactive T cells. Aandahl EM et al., J Immunol.
169(2):802-8 (July 15, 2002). Other reports support this hypothesis showing that PGE-2 suppresses chemokine pro-
duction by increasing cAMP trough the EP4 receptor. Takayama K et al., J Biol Chem. 277(46):44147-54 (November
15, 2002). It has been shown that PGE2 activated cAMP/PKA inhibits INFy signalling pathway proteins (JAK-1 and
STAT1) and consequently decrease chemokine synthesis such as CXCL10. Kanda N et al., J Invest Dermatol. 119(5):
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1080-9 (November 2002).

[0047] More interestingly, a selective cox-2 inhibitor, NS398, potentiates CXCL10 synthesis upon INFy stimulation by
preventing PGE2 production and PKA activation. Wright KL et al., Br J Pharmacol. 141(7):1091-7 (April 2004). In our
analysis, the significant activation of numbers of INFy inducible genes even in vascular tissues where there was no
histopathological abnormalities suggest that Vioxx® has similar potentialization effect on the INFy pathway activation
as described for NS398. Thus, the Vioxx® treatment might lower the threshold for the generation of a chronic vascular
inflammation via inhibition of PGE2 and activation of INFCI pathways triggered by reactivation of a latent CMV infection
in endothelial cells. It is noteworthy that the CMV seropositivity has been reported in most of the monkey strains and in
about 60-70% of healthy individuals. Overall, the data suggest that inhibition of Cox-2 and in particular PGE2 by Vioxx®
might results in an uncontrollable/continuous production of soluble factors induced by INFO pathway activation. The
INFy pathway is commonly induced in case of endotheliallvascular tropic virus infection including some isolates of CMV.
As suggested by the presently observed findings, activation of vascular endothelium and attraction of specific blood
cells by chemokines (e.g., CXCL 10, MCP-1, often activated during a CMV infection) might increase their interaction
leading to cardiovascular adverse effects.

[0048] The histopathological examination revealed marginal vascular changes consistent with the genomic findings
and suggesting that the specific genomic pattern is an early signature of vasculitis and is observed only in the monkey
treated with Vioxx® (FIG 3).

[0049] Soluble proteins present in serum and plasma of the same monkeys have been measured using a multiplex
assay produced by Rules-Based Medicine (RBM®) of Texas. The results were in line with the genomic results showing
the increased level of INFy inducible proteins only in the Vioxx®-treated monkey (FIG 5).

[0050] Increased expression of CXCL10 chemokine and INFy has been confirmed by an ELISA both in serum and
plasma from the Vioxx®-treated monkey (FIG 6 and FIG 7). These peripheral biomarkers might allow safe use of cox-
2 inhibitory compounds in clinics and selection of cox-2 inhibitory follow-up compounds without cardiovascular toxicity.
[0051] Localisation of several proteins (e.g., PD-ECGF1) at the site of vascular lesion indicates the specificity of
changes for a vasculopathy (FIG 8). The genomic and serum/plasma protein signature identified in this analysis predicts
for a minimal and focal vasculitis and may be used for patient’s monitoring of vasculitis induced by different compounds/
drugs (e.g., phosphodiesterase inhibitors) or occurring during vascular or autoimmune disorders.

[0052] Conclusion: Overall genomic data showed that the Vioxx®-treated animals, and in particular the animal #60055
exhibit a specific mMRNA expression pattern which strongly suggest the induction of an intravascular procoagulative/
prothrombotic state particularly in venous vessels of the Vioxx®-treated animals. The specific genomics pattern includes
genes involved in blood and endothelial cell activation, interaction between blood and ECs, strong activation of INFy
pathway, and release of pro-inflammatory cytokines and chemo-attractants. These data together with biochemical and
histopathological findings suggest that Vioxx® may exaggerate hostimmune response during some/specific viral infection
(s) with endothelial tropism, suggestively reactivation of a CMV infection.

[0053] Our hypothesis is that the inhibition of Cox-2/PGEZ2 results in decreased level of cAMP and PKA and conse-
quently in an uncontrollable/continuous production of soluble factors via INFy pathways induced by a CMV infection in
endothelial/blood cells. Activation of vascular endothelium and attraction of specific blood cells by chemokines should
furtherincrease their interaction leading to prothrombotic events and increasing the risk of cardiovascular adverse events.
Indeed, the majority of these changes have been shown to be directly involved in the pathogenesis of diverse cardio-
vascular diseases including atherosclerosis, CAD, and thrombosis. Preliminary histopathological results confirmed the
genomic finding showing that the specific genomics pattern is an early signature of vasculitis and observed only in the
animal(s) treated with Vioxx®.

[0054] Identification of biomarkers might allow the safe use of cox-2 inhibitory compounds in clinics and selection of
cox-2 inhibitory follow-up compounds without cardiovascular toxicity. Indeed, several of the gene increases in the vessels
of the Vioxx®-treated animal encode for secreted proteins, e.g., CXCL10, other chemokines, which can be measured
in peripheral samples such as blood or urine. If a CMV reactivation (or other endothelium tropic virus infection) is
confirmed, a vaccination strategy prior to administration of Cox-2 inhibitory therapies might be an alternative approach
for improving the CV therapeutic and safety profile of this class of compounds.
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[0056] All references cited herein are incorporated herein by reference in their entirety and for all purposes to the
same extent as if each individual publication or patent or patent application was specifically and individually indicated
to be incorporated by reference in its entirety for all purposes. In addition, all Affymetrix identification numbers for each
probe set corresponding to each gene changes cited herein (TABLE 1) are incorporated herein by reference in their
entirety and for all purposes to the same extent as if each such number was specifically and individually indicated to be
incorporated by reference in its entirety for all purposes.

[0057] The description further encompasses the following items (embodiments):

1. A method for the detecting the presence of minimal or early vasculitis or other vasculopathies in a subject,
comprising the steps of:

(a) obtaining a sample from a subject to whom a compound or drug, susceptible to induce cardiovascular
pathologies has been administered or a subject with a vascular autoimmune disorder;

(b) analysing the sample for the presence of a biomarker of minimal or early vasculitis or other vasculopathies; and
(c) determining whether the subject has minimal or early vasculitis or other vasculopathies based upon the
presence of absence of a biomarker of minimal or early vasculitis or other vasculopathies.

2. A method for predicting compound or drug-induced cardiovascular adverse effects in a subject to whom a cox-2
inhibitory compound or drug has been administered, comprising the steps of:

(a) obtaining a sample from a subject to whom a cox-2 inhibitory compound or drug has been administered;
(b) analysing the sample for the presence of a biomarker of cardiovascular adverse effects; and

(c) determining whether the subject has cox-2 inhibitor-induced cardiovascular adverse effects based upon the
presence of absence of a biomarker of cardiovascular adverse effects.

3. The use of a cox-2 inhibitory compound in the manufacture of an anti-inflammatory medicament with a reduced
risk of cardiovascular toxicity, wherein the use comprises the steps of:

monitoring the patient to whom the anti-inflammatory medicament has been administered for the presence or
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absence of biomarkers predictive of cox-2 inhibitor-induced cardiovascular adverse effects.

4. The method of claim 3, wherein cox-2 inhibitory compound is selected from the group consisting of cox-2 specific
inhibitors (coxibs), classical NSAIDs, other anti-inflammatory/immunosuppressive/immunomodulatory compounds
and direct PGE2, cAMP and PKA inhibitors.

5. The method of claim 3, wherein cox-2 inhibitory compound is selected from the group consisting of COX189
(Lumiracoxib®), refocoxib (Vioxx®), and celecoxib (Celebrex®).

6. The method of claim 3, wherein the cox-2 inhibitory compound is the non specific cox-2 inhibitory compound
diclofenac (Voltaren®).

7. The method of claim 3, wherein the biomarker predictive of cox-2 inhibitor-induced cardiovascular adverse effects
is an increase in gene expression of a gene selected from the genes listed in TABLE 1.

8. The method of claim 3, wherein the biomarker predictive of cox-2 inhibitor-induced cardiovascular adverse effects
is an increase in gene expression of an interferon inducible gene selected from the group consisting of the genes
encoding for Toll-like receptors (TLRs), classical and non-classical MHC class | proteins, MHC class Il proteins,
TcRs, NK receptors, CXCL10, CXCL-9, CXCL 11, MCP-1 (CCL2), Jak1 and Stat1.

9. The method of claim 3, wherein the biomarker predictive of cox-2 inhibitor-induced cardiovascular adverse effects
is an increase in gene expression of the gene for a coagulation pathways-related molecule selected from the group
consisting of PD-ECGF, coagulation factor Il (thrombin) receptor-like 1 and Factor 13 A1.

10. The method of claim 3, wherein the biomarker predictive of cox-2 inhibitor-induced cardiovascular adverse
effects is an increase in Ccl10 gene expression.

11. The method of claim 3, wherein the biomarker predictive of cox-2 inhibitor-induced cardiovascular adverse
effects is an increase in the release of pro-inflammatory cytokines and chemo-attractants.

12. The method of claim 3, wherein the biomarker predictive of cox-2 inhibitor-induced cardiovascular adverse
effects is an increase in INFy inducible proteins.

13. The method of claim 3, wherein the biomarker predictive of cox-2 inhibitor-induced cardiovascular adverse
effects is an increase in CXCL10 (IP10) protein levels.

14. The method of claim 3, wherein the biomarker predictive of cox-2 inhibitor-induced cardiovascular adverse
effects is an increase in PD-ECGF1 protein.

15. The method of claim 3, wherein the biomarker predictive of cox-2 inhibitor-induced cardiovascular adverse
effects is an increase in cPLA2 protein.

16. The method of claim 3, wherein the sample is a tissue sample.
17. The method of claim 3, wherein the sample is a cardiovascular tissue sample.

18. The method of claim 3, wherein the sample is selected from the group consisting of blood, plasma, serum, urine
and saliva.

19. A method for the selection of cox-2 inhibitory compounds without cardiovascular toxicity for use in patients,
comprising the steps of:

(a) administering a cox-2 inhibitory compound to a subject;

(b) monitoring of early changes predictive of cardiovascular adverse effects in patients treated with compounds
exhibiting cox-2 inhibition or increasing the production of molecules induced by interferons or by virus infections
or vascular autoimmune disorders resulting in pro-coagulative / prothrombotic /endothelium changes;

(c) selecting the cox-2 inhibitory compounds that do not show cardiovascular toxicity for use in patients; and
(d) selection of sub-population of patients to be treated safely by cox-2 inhibitory compounds/drugs
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20. The method of claim 20, wherein the subject is a cynomolgous monkey.

21. A vaccination strategy prior to administration of cox-2 inhibitor to a subject, wherein the vaccination strategy
reduces cardiovascular toxicity in the subject to whom the cox-2 inhibitor is administered.

Claims

1. Use of a cox-2 specific inhibitory compound in the manufacture of an anti-inflammatory medicament, wherein the
use comprises the steps of:

monitoring cox-2 specific inhibitor-induced cardiovascular adverse effects by analysing a sample obtained from
a patient to whom the anti-inflammatory medicament has been administered for the presence of biomarkers
predictive of cox-2 specific inhibitor-induced cardiovascular adverse effects,

wherein the sample is from cardiovascular tissue, the biomarker predictive of cox-2 specific inhibitor-induced
cardiovascular adverse effects is an increase in gene expression in said cardiovascular tissue, the cox-2 specific
inhibitor-induced cardiovascular adverse effect is minimal vasculitis and wherein the gene is selected from
CXCL-9, CXCL-10, CXCL-11, and CCL-2.

2. Use of a cox-2 specific inhibitory compound according to claim 1, wherein the cox-2 inhibitory compound is selected
from COX189, refocoxib and celecoxib.

Patentanspriiche

1. Verwendung einer Cox-2 spezifischen hemmenden Verbindung in der Herstellung eines entzindungshemmenden
Medikaments, wobei die Verwendung die folgenden Schritte beinhaltet:

Uberwachung der durch einen Cox-2 spezifischen Inhibitor induzierten kardiovaskularen Nebeneffekten, indem
eine Probe, die von einem Patienten gewonnen wurde dem ein entzindungshemmendes Medikament verab-
reicht wurde, auf die Anwesenheit von Biomarkern die pradiktiv sind flr durch einen Cox-2 spezifischen Inhibitor
induzierte kardiovaskuldre Nebeneffekte, untersucht wird,

wobei die Probe aus kardiovaskuldarem Gewebe besteht,

der Biomarker der pradiktiv ist flir durch einen Cox-2 spezifischen Inhibitor induzierte kardiovaskulare Neben-
effekte, eine Erhdhung der Genexpression in besagtem kardiovaskuldrem Gewebe ist,

der durch einen Cox-2 spezifischen Inhibitor induzierte kardiovaskulare Nebeneffekt minimale Vaskulitis ist, und
wobei die Gene von CXCL-9, CXCL-10, CXCL-11 und CCL-2 ausgewabhlt sind.

2. Verwendung einer Cox-2 spezifischen hemmenden Verbindung nach Anspruch 1, wobei die Cox-2 hemmende
Verbindung von COX189, Refocoxib und Celecoxib ausgewahlt ist.

Revendications

1. Utilisation d’'un composé inhibiteur spécifique de la Cox-2 dans la préparation d’'un médicament anti-inflammatoire,
I'utilisation comprenant les étapes suivantes:

le contréle des effets cardiovasculaires adverses induits par I'inhibiteur spécifique de la Cox-2, comprenant
'analyse d’un échantillon, obtenu d’un patient a qui un médicament anti-inflammatoire a été administré, pour
y déterminer la présence de biomarqueurs prédisant les effets cardiovasculaires adverses induits par un com-
posé inhibiteur spécifique de la Cox-2,

I'échantillon provenant d’un tissu cardiovasculaire,

le biomarqueur prédisant les effets cardiovasculaires adverses induits par un composé inhibiteur spécifique de
la Cox-2 étant une augmentation de I'expression génique dans ledit tissu cardiovasculaire, et

le géne étant choisi parmi CXCL-9, CXCL-10, CXCL-11 et CCL-2.

2. Utilisation d’'un composé inhibiteur spécifique de la Cox-2 selon la revendication 1, le composé inhibiteur de la Cox-
2 étant choisi parmi le COX189, le Refocoxib et le Celecoxib.
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FIG. 1

PCA analysis for selected genes

distinct expression pattern.
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Data from 6 cardiovascular tissues. The Vioxx-treated
Monkey #A600055 (circled) exhibited
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FIG. 2

Specific mMRNA expression pattern in the
Monkey #A60055
The pattern consisted of transcripts for MHC class |,

Il & class |, non classical molecules, their receptors
(TcRs and NK receptors) and chemokines
(CXCL9, -10, -11, MCP-1). Overall signature indicating
strong INF pathway activation together with IL1/TNF, and
coagulation and complement pathways alteration.
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FIG.3

Minimal Focal Vasculitis in the
Vioxx® - treated animal only
(A) lliac vein from vehicle treated animal.

(B) Histopathology findings of endothelial cell (EC)
necrosis, fibrin leukocyte adhesion to EC surface,
fibrinoid degeneration of the media, medial leukocytes
infiltration in iliac vein of the Monkey #A60055.
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FIG. 4

Marked increase in the transcript expression of
CXCL10 (IP10) i |n several cardiovascular tissues
from the Vioxx® - treated Monkey #A60055.
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FIG. 5

Protein profilin%in serum and plasma

using RBM™ multiplex assay.
The Monkey #A60055 exhibits a specific protein expression profile: soluble
MHC molecules, b2-m, other chemokines, cytokines (INFy, CXCL10, MCP-
1, IL-18, TNF RII, IL1b), and soluble VCAM-1.
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FIG. 6

Elisa confirmation of CXCL10 (IP10) protein level in monkey
serum samples

The Vioxx® - treated Monkey #A60055 exhibits the
highest level of CXCL10 protein expression.
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FIG.7

Elisa confirmation of INFy protein level
in monkey serum and plasma samples.
The Vioxx® - treated Monkey #A60055 exhibits the
highest level of INFy protein expression.
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FIG. 8

Localisation of PD-ECGF1 protein at the site of the
vascular lesion
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FIG. 1

PCA analysis for selected genes

Data from 6 cardiovascular tissues. The Vioxx-treated

Monkey #A600055 (circled) exhibited
distinct expression pattern.
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