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A 6-oxo0-1,6-dihydro-pyridazine derivative for the use for the

treatment of hepatocellular carcinoma (HCC)

FIELD OF THE INVENTION

This invention relates to 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-
2-yl}-benzyl}-6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile or a
pharmaceutically acceptable salt and/or solvate thereof for the use for the

treatment of hepatocellular carcinoma (HCC).

BACKGROUND OF THE INVENTION

The invention had the object of finding novel pharmaceutical compositions having
valuable properties, in particular those which can be used for the preparation of

medicaments.

Moreover, aim of this invention are new compositions for the prevention and

treatment of hepatocellular carcinoma.

It has been found that 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-
yl]-benzyl}-6-oxo-1 ,6-dihydro-pyridazin-3-yl)-benzonitrile according to the
invention or a pharmaceutically acceptable salt and/or solvate thereof has very

valuable pharmacological properties while being well tolerated.

HCC is the 5th most common malignancy worldwide, with 667,000 new cases
worldwide and 17,500 in USA. 80% of patients present with advanced or
unresectable disease at diagnosis. In Western countries, approx. 40% of
patients are eligible for a potential curative treatment (resection,
transplantation, local ablation) whereas approx. 20% are eligible for
chemoembolization. In well-selected patients resection and transplantation
provide 5-year survival rates of 70%, 50% of patients relapse within 3 years.

Here we demonstrate that 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-
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pyrimidin-2-yl}-benzyl}-6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile or a
pharmaceutically acceptable salt and/or solvate thereof is active in HCC

tumors with signs of active c-Met signaling.

Before the approval of sorafenib there waé no effective systemic treatment
increasing survival in HCC: conventional cytotoxic agents given as
monotherapy or in combination regimen had low response rates and did not
lead to survival advantage (Thomas MB, O'Beirne JP, Furuse J, Chan AT,
Abou-Alfa G, Johnson P; Ann Surg Oncol. 2008 Apr;15(4):1008-14).

However, although PFS times have been improved by sorafenib, PFS and
overall survival remain limited. Secondary resistance occurs after several
weeks of drug exposure. After progression there is currently no other
therapeutic option. Due to the high unmet medical need in HCC
alternative effective treatment options are needed.

PRIOR ART

3-(1-{3-[5-(1 -Methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-oxo-1,6-
dihydro-pyridazin-3-yl)-benzonitrile has been described in WO 2009/006959
A1l.

3-(1-{3-[5-(1 -Methyl-piperidin-4-yimethoxy)-pyrimidin-2-yl}-benzyi}-6-oxo-1,6-
dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate has been described
in WO 2009/007074 A1.

SUMMARY OF THE INVENTION

The invention relates to 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-
2-yl}-benzyl}-6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile or a
pharmaceutically acceptable salt and/or solvate thereof for the use for the

treatment of hepatocellular carcinoma (HCC).
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Moreover, the invention relates to 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-
pyrimidin-2-yl]-benzyl}-6-oxo-1 ,6-dihydro-pyridazin-3-yl)-benzonitrile
hydrochloride hydrate for the use for the treatment of hepatocellular carcinoma
(HCC).

Moreover, the invention relates to 3-(1-{3-[5-(1-methyl-piperidin-4-yimethoxy)-
pyrimidin-2-yl]-benzyl}-6-oxo-1 ,6-dihydro-pyridazin-3-yl)-benzonitrile or a
pharmaceutically acceptable salt and/or solvate thereof, wherein the
compound is administered to a patient in an amount of 100 mg to 800 mg per
day.

Moreover, the invention relates to 3-(1-{3-[5-(1-methyl-piperidin-4-yimethoxy)-
pyrimidin-2-yl}-benzyl}-6-oxo-1 ,B6-dihydro-pyridazin-3-yl)-benzonitrile or a
pharmaceutically acceptable salt and/or solvate thereof, wherein the
compound is administered orally.

Moreover, the invention relates to the use of 3-(1-{3-[5-(1-methyl-piperidin-4-
ylmethoxy)-pyrimidin-2-yl}-benzyl}-6-oxo-1 ,6-dihydro-pyridazin-3-yl)-
benzonitrile or a pharmaceutically acceptable salt and/or solvate thereof for the
manufacture of a medicament for the treatment of hepatocellular carcinoma
(HCC).

MoreoVer, the invention relates to the use of 3-(1-{3-[5-(1-methyl-piperidin-4-
ylmethoxy)-pyrimidin-2-yl}-benzyl}-6-oxo-1,6-dihyd ro-pyridazin-3-yi)-
benzonitrile hydrochloride hydrate for the manufacture of a medicament for the
treatment of hepatocellular carcinoma (HCC).

Moreover, the invention relates to the use as described above,

wherein 3-(1-{3-[5-(1-methyl-piperidin-4-yImethoxy)-pyrimidin-2-yl]-benzyl}-6-
oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile or a pharmaceutically acceptable
salt and/or solvate thereof or

3-(1-{3-[5-(1 -methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-oxo-1,6-
dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate,

wherein the compound is administered to a patient in an amount of 100 mg to
800 mg per day, preferably in an amount of 200 mg to 700 mg per week,
particularly preferably in an amount of 250 mg to 350 mg per day.

Moreover, the invention relates to the use as described above,
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wherein 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-
oxo-1,8-dihydro-pyridazin-3-yl)-benzonitrile or a pharmaceutically acceptable
salt and/or solvate thereof or
3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-y]- benzyl}-6-oxo-1,6-
dihydro- pyrldazm -3-yl)-benzonitrile hydrochloride hydrate

wherein the compound is administered orally.

The therapy with 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl}-
benzyl}-6-oxo-1 ,6-dihydro-pyridazin-3-yl)-benzonitrile or a pharmaceutically
acceptable salt and/or solvate thereof or

3-(1-{3-[5-(1 -methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-oxo-1,6-
dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate may include
optionally further treatment with radiation. The invention relates furthermore to
a new therapy form comprising the start of the administration of 3-(1-{3-[5-(1-
methyl-piperidin-4-y|methoxy)—pyrimidin-2-y|]—benzyl}-6-oxo-1 ,6-dihydro-
pyridazin-3-yl)-benzonitrile or a pharmaceutically acceptable salt and/or solvate
thereof prior to radiotherapy for the treatment of hepatocellular carcinoma
(HCC).

The invention also relates to the optically active forms (sterecisomers), the
enantiomers, the racemates, the diastereomers and the hydrates and solvates

of the compound.

The invention also relates to the solvates of the salts of the compound e.g. the
mono- or dihydrate of the hydrochloride.

The term solvates of the compound is taken to mean adductions of inert
solvent molecules onto the compounds which form owing to their mutual

attractive force. Solvates are, for example, mono- or dihydrates or alcoholates.

The expression "effective amount” denotes the amount of a medicament or of

a pharmaceutical active ingredient which causes in a tissue, system, animal or
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human a biological or medical response which is sought or desired, for
example, by a researcher or physician.

In addition, the expression "therapeutically effective amount” denotes an
amount which, compared with a corresponding subject who has not received
this amount, has the following consequence:

improved treatment, healing, prevention or elimination of a disease, syndrome,
condition, complaint, disorder or side-effects or also the reduction in the
advance of a disease, complaint or disorder.

The expression "therapeutically effective amount” also encompasses the

amounts which are effective for increasing normal physiological function.

Pharmaceutical salts and other forms

The said compounds according to the invention can be used in their final non-
salt form. On the other hand, the present invention also encompasses the use
of these compounds in the form of their pharmaceutically acceptable salts,
which can be derived from various organic and inorganic acids and bases by
procedures known in the art. Pharmaceutically acceptabie salt forms of 3-(1-
{3-[5-(1 -methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl}-benzyl}-6-oxo-1,6-
dihydro-pyridazin-3-yl)-benzonitrile and N-((S)-2,3-dihydroxy-propyl)-3-(2-
fluoro-4-iodo-phenylamino)-isonicotinamide are for the most part prepared by
conventional methods.

If a compound contains a carboxy! group, one of its suitable salts can be
formed by reacting the compound with a suitable base to give the
corresponding base-addition salt. Such bases are, for example, alkali metal
hydroxides, including potassium hydroxide, sodium hydroxide and lithium
hydroxide; alkaline earth metal hydroxides, such as barium hydroxide and
calcium hydroxide; alkali metal alkoxides, for example potassium ethoxide and
sodium propoxide; and various organic bases, such as piperidine,
diethanolamine and N-methylglutamine. The aluminium salts of the
compounds are likewise included. In the case of certain compounds acid-addi-
tion salts can be formed by treating these compounds with pharmaceutically

acceptable organic and inorganic acids, for example hydrogen halides, such as
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hydrogen chloride, hydrogen bromide or hydrogen iodide, other mineral acids
and corresponding salts thereof, such as sulfate, nitrate or phosphate and the
like, and alkyl- and monoarylsulfonates, such as ethanesulfonate,
toluenesulfonate and benzenesulfonate, and other organic acids and
corresponding salts thereof, such as acetate, trifluoroacetate, tartrate, maleate,
succinate, citrate, benzoate, salicylate, ascorbate and the like. Accordingly,
pharmaceutically acceptable acid-addition salts of the compounds include the
following: acetate, adipate, alginate, arginate, aspartate, benzoate, benzene-
sulfonate (besylate), bisulfate, bisulfite, bromide, butyrate, camphorate,
camphorsulfonate, caprylate, chloride, chlorobenzoate, citrate, cyclopentane-
propionate, digluconate, dihydrogenphosphate, dinitrobenzoate, dodecyl-
sulfate, ethanesulfonate, fumarate, galacterate (from mucic acid), galacturo-
nate, glucoheptanoate, gluconate, glutamate, glycerophosphate, hemi-
succinate, hemisulfate, heptanoate, hexanoate, hippurate, hydrochloride,
hydrobromide, hydroiodide, 2-hydroxyethanesulfonate, iodide, isethionate, iso-
butyrate, lactate, lactobionate, malate, maleate, malonate, mandelate,
metaphosphate, methanesulfonate, methylbenzoate, monohydrogenphos-
phate, 2-naphthalenesulfonate, nicotinate, nitrate, oxalate, oleate, palmoate,
pectinate, persulfate, phenylacetate, 3-phenylpropionate, phosphate,

phosphonate, phthalate, but this does not represent a restriction.

Furthermore, the base salts of the compounds according to the invention
include aluminium, ammonium, calcium, copper, iron(lll), iron(ll), lithium,
magnesium, manganese(lll), manganese(ll), potassium, sodium and zinc
salts, but this is not intended to represent a restriction. Of the above-men-
tioned salts, preference is given to ammonium; the alkali metal salts sodium
and potassium, and the alkaline earth metal salts calcium and magnesium.
Salts of the compounds which are derived from pharmaceutically acceptable
organic non-toxic bases include salts of primary, secondary and tertiary
amines, substituted amines, also including naturally occurring substituted
amines, cyclic amines, and basic ion exchanger resins, for example arginine,

betaine, caffeine, chloroprocaine, choline, N,N'-dibenzylethylenediamine
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(benzathine), dicyclohexylamine, diethanolamine, diethylamine, 2-diethyl-
aminoethanol, 2-dimethylaminoethanol, ethanolamine, ethylenediamine,
N-ethylmorpholine, N-ethylpiperidine, glucamine, glucosamine, histidine,
hydrabamine, isopropylamine, lidocaine, lysine, meglumine, N-methyl-D-
glucamine, morpholine, piperazine, piperidine, polyamine resins, procaine,
purines, theobromine, triethanolamine, triethylamine, trimethylamine, tripropyl-
amine and tris(hydroxymethyl)methylamine (tromethamine), but this is not

intended to represent a restriction.

Compounds of the present invention which contain basic nitrogen-containing
groups can be quaternised using agents such as (C4-Cs)alkyl halides, for
example methyl, ethyl, isopropyl and tert-butyl chloride, bromide and iodide;
di(C+-Cgs)alkyl sulfates, for example dimethyl, diethyl and diamyi suifate; (C1o-
Css)alky! halides, for example decyl, dodecyl, lauryl, myristyl and stearyl
chloride, bromide and iodide; and aryl(C+-Cg)alkyl halides, for example benzyl
chloride and phenethyl bromide. Both water- and oil-soluble compounds

according to the invention can be prepared using such salts.

The above-mentioned pharmaceutical salts which are preferred include
acetate, trifluoroacetate, besylate, citrate, fumarate, gluconate, hemisuccinate,
hippurate, hydrochloride, hydrobromide, isethionate, mandelate, meglumine,
nitrate, oleate, phosphonate, pivalate, sodium phosphate, stearate, sulfate,
sulfosalicylate, tartrate, thiomalate, tosylate and tromethamine, but this is not

intended to represent a restriction.

Particular preference is given to hydrochloride, dihydrochloride, hydrobromide,

maleate, mesylate, phosphate, sulfate and succinate.

The acid-addition salts of basic compounds are prepared by bringing the free
base form into contact with a sufficient amount of the desired acid, causing the
formation of the salt in a conventional manner. The free base can be

regenerated by bringing the salt form into contact with a base and isolating the
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free base in a conventional manner. The free base forms differ in a certain
respect from the corresponding salt forms théreof with respect to certain
physical properties, such as solubility in polar solvents; for the purposes of the
invention, however, the salts otherwise correspond to the respective free base

forms thereof.

As mentioned, the pharmaceutically acceptable base-addition salts of the
compounds are formed with metals or amines, such as alkali metals and
alkaline earth metals or organic amines. Preferred metals are sodium,
potassium, magnesium and calcium. Preferred organic amines are N,N’-
dibenzylethylenediamine, chloroprocaine, choline, diethanolamine,

ethylenediamine, N-methyl-D-glucamine and procaine.

The base-addition salts of acidic compounds according to the invention are
prepared by bringing the free acid form into contact with a sufficient amount of
the desired base, causing the formation of the salt in a conventional manner.
The free acid can be regenerated by bringing the salt form into contact with an
acid and isolating the free acid in a conventional manner. The free acid forms
differ in a certain respect from the corresponding salt forms thereof with
respect to certain physical properties, such as solubility in polar solvents; for
the purposes of the invention, however, the salts otherwise correspond to the

respective free acid forms thereof.

With regard to that stated above, it can be seen that the expression "phar-
maceutically acceptable salt” in the present connection is taken to mean an
active ingredient which comprises a compound in the form of one of its salts, in
particular if this salt form imparts improved pharmacokinetic properties on the
active ingredient compared with the free form of the active ingredient or any
other salt form of the active ingredient used earlier. The pharmaceutically
acceptable salt form of the active ingredient can also provide this active
ingredient for the first time with a desired pharmacokinetic property which it did

not have earlier and can even have a positive influence on the
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pharmacodynamics of this active ingredient with respect to its therapeutic

efficacy in the body.

The invention furthermore relates to medicaments comprising at least one
compound and/or pharmaceutically acceptable salts, solvates, tautomers and
stereoisomers thereof, including mixtures thereof in all ratios, and optionally

excipients and/or adjuvants.

Pharmaceutical formulations can be administered in the form of dosage units
which comprise a predetermined amount of active ingredient per dosage unit.
Such a unit can comprise, for example, 0.5 mg to 1 g, preferably 1 mg to

700 mg, particularly preferably 5 mg to 100 mg, of a compound according to
the invention, depending on the condition treated, the method of administration
and the age, weight and condition of the patient, or pharmaceutical
formulations can be administered in the form of dosage units which comprise a
predetermined amount of active ingredient per dosage unit. Preferred dosage
unit formulations are those which comprise a daily dose or part-dose, as
indicated above, or a corresponding fraction thereof of an active ingredient.
Furthermore, pharmaceutical formulations of this type can be prepared using a

process which is generally known in the pharmaceutical art.

Pharmaceutical formulations can be adapted for administration via any desired
suitable method, for example by oral (including buccal or sublingual), rectal,
nasal, topical (including buccal, sublingual or transdermal), vaginal or
parenteral (including subcutaneous, intramuscular, intravenous or intradermal)
methods. Such formulations can be prepared using all processes known in the
pharmaceutical art by, for example, combining the active ingredient with the

excipient(s) or adjuvant(s).

Pharmaceutical formulations adapted for oral administration can be adminis-
tered as separate units, such as, for example, capsules or tablets; powders or

granules; solutions or suspensions in agueous or non-aqueous liquids; edible
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foams or foam foods; or oil-in-water liquid emulsions or water-in-oil liquid

emulsions.

Thus, for example, in the case of oral administration in the form of a tablet or
capsule, the active-ingredient component can be combined with an oral, non-
toxic and pharmaceutically acceptable inert excipient, such as, for example,
ethanol, glycerol, water and the like. Powders are prepared by comminuting
the compound to a suitable fine size and mixing it with a pharmaceutical
excipient comminuted in a similar manner, such as, for example, an edible
carbohydrate, such as, for example, starch or mannitol. A flavour, preservative,

dispersant and dye may likewise be present.

Capsules are produced by preparing a powder mixture as described above
and filling shaped gelatine shells therewith. Glidants and lubricants, such as,
for example, highly disperse silicic acid, talc, magnesium stearate, calcium
stearate or polyethylene glycol in solid form, can be added to the powder
mixture before the filling operation. A disintegrant or solubiliser, such as, for
example, agar-agar, calcium carbonate or sodium carbonate, may likewise be
added in order to improve the availability of the medicament after the capsule

has been taken.

In addition, if desired or necessary, suitable binders, lubricants and disin-
tegrants as well as dyes can likewise be incorporated into the mixture. Suitable
binders include starch, gelatine, natural sugars, such as, for example, glucose
or beta-lactose, sweeteners made from maize, natural and synthetic rubber,
such as, for example, acacia, tragacanth or sodium alginate, carboxymethyl-
cellulose, polyethylene glycol, waxes, and the like. The lubricants used in
these dosage forms include sodium oleate, sodium stearate, magnesium
stearate, sodium benzoate, sodium acetate, sodium chloride and the like. The
disintegrants include, without being restricted thereto, starch, methylcellulose,
agar, bentonite, xanthan gum and the like. The tablets are formulated by, for

example, preparing a powder mixture, granulating or dry-pressing the mixture,
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adding a lubricant and a disintegrant and pressing the entire mixture to give
tablets. A powder mixture is prepared by mixing the compound comminuted in
a suitable manner with a diluent or a base, as described above, and optionally
with a binder, such as, for example, carboxymethylcellulose, an alginate,
gelatine or polyvinylpyrrolidone, a dissolution retardant, such as, for example,
paraffin, an absorption accelerator, such as, for example, a quaternary salt,
and/or an absorbant, such as, for example, bentonite, kaolin or dicalcium
phosphate. The powder mixture can be granulated by wetting it with a binder,
such as, for example, syrup, starch paste, acadia mucilage or solutions-of
cellulose or polymer materials and pressing it through a sieve. As an
alternative to granulation, the powder mixture can be run through a tabletting
machine, giving lumps of non-uniform shape, which are broken up to form
granules. The granules can be lubricated by addition of stearic acid, a stearate
salt, talc or mineral oil in order to prevent sticking to the tablet casting moulds.
The lubricated mixture is then pressed to give tablets. The compounds
according to the invention can also be combined with a free-flowing inert
excipient and then pressed directly to give tablets without carrying out the
granulation or dry-pressing steps. A transparent or opaque protective layer
consisting of a shellac sealing layer, a layer of sugar or polymer material and a
gloss layer of wax may be present. Dyes can be added to these coatings in

order to be able to differentiate between different dosage units.

Oral liquids, such as, for example, solution, syrups and elixirs, can be prepared
in the form of dosage units so that a given quantity comprises a pre-specified
amount of the compound. Syrups can be prepared by dissolving the compound
in an aqueous solution with a suitable flavour, while elixirs are prepared using
a non-toxic alcoholic vehicle. Suspensions can be formulated by dispersion of
the compound in a non-toxic vehicle. Solubilisers and emulsifiers, such as, for
example, ethoxylated isostearyl alcohols and polyoxyethylene sorbitol ethers,
preservatives, flavour additives, such as, for example, peppermint oil or natural
sweeteners or saccharin, or other artificial sweeteners and the like, can

likewise be added.



10

15

20

25

30

35

WO 2014/067610

PCT/EP2013/002998

-12 -

The dosage unit formulations for oral administration can, if desired, be en-
capsulated in microcapsules. The formulation can also be prepared in such a
way that the release is extended or retarded, such as, for example, by coating

or embedding of particulate material in polymers, wax and the like.

The compounds and salts, solvates, tautomers and stereoisomers thereof can
also be administered in the form of liposome delivery systems, such as, for
example, small unilamellar vesicles, large unilamellar vesicles and
multilamellar vesicles. Liposomes can be formed from various phospholipids,

such as, for example, cholesterol, stearylamine or phosphatidylcholines.

The compounds and the salts, solvates, tautomers and stereoisomers thereof
can also be delivered using monoclonal antibodies as individual carriers to
which the compound molecules are coupled. The compounds can also be
coupled to soluble polymers as targeted medicament carriers. Such polymers
may encompass polyvinylpyrrolidone, pyran copolymer, polyhydroxypropyt
methacrylamidophenol, polyhydroxyethylaspartamidophenol or polyethylene
oxide polylysine, substituted by palmitoyl radicals. The compounds may
furthermore be coupled to a class of biodegradable polymers which are
suitable for achieving controlled release of a medicament, for example
polylactic acid, poly-epsilon-caprolactone, polyhydroxybutyric acid, poly-
orthoesters, polyacetals, polydihydroxypyrans, polycyanoacrylates and

crosslinked or amphipathic block copolymers of hydrogels.

Pharmaceutical formulations adapted for transdermal administration can be
administered as independent plasters for extended, close contact with the
epidermis of the recipient. Thus, for example, the active ingredient can be
delivered from the plaster by iontophoresis, as described in general terms in
Pharmaceutical Research, 3(6), 318 (1986).
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Pharmaceutical compounds adapted for topical administration can be for-
mulated as ointments, creams, suspensions, lotions, powders, solutions,

pastes, gels, sprays, aerosols or oils.

Pharmaceutical formulations adapted for rectal administration can be ad-

ministered in the form of suppositories or enemas.

Pharmaceutical formulations adapted for nasal administration in which the
carrier substance is a solid comprise a coarse powder having a particle size,
for example, in the range 20-500 microns, which is administered in the manner
in which snuff is taken, i.e. by rapid inhalation via the nasal passages from a
container containing the powder held close to the nose. Suitable formulations
for administration as nasal spray or nose drops with a liquid as carrier

substance encompass active-ingredient solutions in water or oil.

Pharmaceutical formulations adapted for administration by inhalation encom-
pass finely particulate dusts or mists, which can be generated by various types

of pressurised dispensers with aerosols, nebulisers or insufflators.

Pharmaceutical formulations adapted for parenteral administration include
aqueous and non-aqueous sterile injection solutions comprising antioxidants,
buffers, bacteriostatics and solutes, by means of which the formulation is
rendered isotonic with the blood of the recipient to be treated; and aqueous
and non-aqueous sterile suspensions, which may comprise suspension media
and thickeners. The formulations can be administered in single-dose or
multidose containers, for example sealed ampoules and vials, and stored in
freeze-dried (lyophilised) state, so that only the addition of the sterile carrier
liquid, for example water for injection purposes, immediately before use is
necessary. Injection solutions and suspensions prepared in accordance with

the recipe can be prepared from sterile powders, granules and tablets.
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It goes without saying that, in addition to the above particularly mentioned
constituents, the formulations may also comprise other agents usual in the art
with respect to the particular type of formulation; thus, for example, for-

mulations which are suitable for oral administration may comprise flavours.

A therapeutically effective amount of a compound depends on a number of
factors, including, for example, the age and weight of the animal, the precise
condition that requires treatment, and its severity, the nature of the formulation
and the method of administration, and is ultimately determined by the treating
doctor or vet. However, an effective amount of a compound according to the
invention is generally in the range from 0.1 to 100 mg/kg of body weight of the
recipient (mammal) per day and particularly typically in the range from 1 to

10 mg/kg of body weight per day. Thus, the actual amount per day for an adult
mammal weighing 70 kg is usually between 70 and 700 mg, where this amount
can be administered as a single dose per day or usUally in a series of part-
doses (such as, for example, two, three, four, five or six) per day, so that the
total daily dose is the same. An effective amount of a salt, solvate, tautomer
and stereoisomer thereof can be determined as the fraction of the effective
amount of the compound according to the invention per se. It can be assumed
that similar doses are suitable for the treatment of other conditions mentioned

above.

The anti-cancer treatment defined herein may be applied as a sole therapy or
may involve, in addition to the composition of the invention, conventional

surgery or radiotherapy.

"Treating" as used herein, means an alleviation, in whole orin part, of
symptoms associated with a disorder or disease, or slowing, or halting of
further progression or worsening of those symptoms, or prevention or
prophylaxis of the disease or disorder in a subject at risk for developing the

disease or disorder.
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The term "effective amount” in connection with a compound can mean an
amount capable of alleviating, in whole or in part, symptoms associated with a
disorder or disease, or slowing or halting further progression or worsening of
those symptoms, or preventing or providing prophylaxis for the disease or
disorder in a subject having or at risk for developing a disease disclosed

herein, such as cancer,

The term “therapeutically effective” or “therapeutically effective amount” refers
to an amount of a drug effective to treat a disease or disorder in a mammal. In
the case of cancer, the therapeutically effective amount of the drug may
reduce the number of cancer cells; reduce the tumor size; inhibit (i.e., slow to
some extent and preferably stop) cancer cell infiltration into peripheral organs;
inhibit (i.e., slow to some extent and preferably stop) tumor metastasis; inhibit,
to some extent, tumor growth; and/or relieve to some extent one or more of the
symptoms associated with the cancer. To the extent the drug may prevent
growth and/or kill existing cancer cells, it may be cytostatic and/or cytotoxic.
For cancer therapy, efficacy can, for example, be measured by assessing the

time to disease progression (TTP) and/or determining the response rate (RR).

USE

3-(1-{3-[5-(1 -methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-oxo-1,6-
dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate is suitable as
pharmaceutical active ingredient for mammals, especially for humans, in the

treatment of hepatocellular carcinoma.

Experimental

Evaluation of 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yiJ-
benzyl}-6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate in
the HCC xenograft model MHCC97H
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Summary: 3-(1 -{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl}-benzyl}-6-
oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate displays a
greater activity than sorafenib in a hepatocarcinoma xenograft model and in
HCC primary explants, all of which are characterized by high c-Met and/or
HGF expression. While sorafenib led to substantial body weight loss in most
HCC explant models (8/9) at all doses tested (50 mg/kg/5 out of 7 days and 60
mg/kg/qd), 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-
6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate was well
tolerated in all mice as indicated by the lack of substantial weight loss of

animals.

Data from pre-clinical in-house studies highlight the role of c-Met in
maintenance and progression of HCC and indicate that c-Met inhibition might
be an attractive treatment option for HCC. The MHCC97H cell line has been
established from subcutaneous xenograft of a metastatic model of human

HCC in nude mice (LCI-D20) and has a tendency to metastasize to the lungs
(Wu FS, Zheng SS, Wu LJ, Teng LS, Ma ZM, Zhao WH, Wu W, Liver Int. 2007
Jun; 27(5):700-7).

MHCC97H cells co-express c-Met and HGF and also secrete alpha feto-
protein (AFP), a fetal-specific glycoprotein antigen that is used as a tumor

marker in the management of patients with HCC.

Treatment of established fast growing subcutaneous MHCC97H tumors with 3-
(1-{3-[5-(1 -methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-oxo-1,6-
dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate completely inhibited
growth and induced regressions. In comparison to 3-(1-{3-[5-(1-methyl-
piperidin-4-ylmethoxy)-pyrimidin-2-yl}-benzyl}-6-oxo-1 ,6-dihydro-pyridazin-3-yl)-
benzonitrile hydrochloride hydrate treatment of subcutaneous MHCC97H
xenografts, administration of sorafenib resulted only in marginal anti tumor
activity with no tumor regressions. To evaluate the effect of c-Met inhibition
under more physiological conditions, MHCC97H cells were engrafted

orthotopically in the liver of mice.
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Oral administration of 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-
yl}-benzyl}-6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate
starting one week after tumor fragment implantation exhibited significant anti-
tumor activity, resulting in complete regression in all mice at the end of
treatment at day 35. As a surrogate endpoint, body weight was followed
throughout the study. Body weight loss in the vehicle group could be observed
from day 18 onward, probably caused by increased tumor burden in the liver
and/or lung metastasis. In contrast, for mice treated with the c-Met inhibitor, no
body weight loss could be detected. At the end of the treatment period AFP
levels in the circulation were analyzed. Whereas in the control group high AFP
levels were detectable, no AFP was measurable in the mice treated with 3-(1-
{3-[5-(1 -methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-oxo-1,6-
dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate.

Subcutaneous MHCC97H tumor model - comparison 3-(1-{3-[5-(1-methyl-
piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-oxo-1,6-dihydro-pyridazin-3-yl)-
benzonitrile hydrochloride hydrate and sorafenib monotherapy:

Method: Male BalB/c nude mice (6-8 week old) where subcutaneously injected
with human MHCC97H liver tumor cells and were divided into treatment
groups (ten animals in one group) after the tumors were established (ca.
500mm?). Respective groups were administered orally with the 3-(1-{3-[5-(1-
methyl-piperidin-4-ylmethoxy)—pyrimidin-2-y|]-benzyl}-6-oxo-1 ,6-dihydro-
pyridazin-3-yl)-benzonitrile hydrochloride hydrate at different doses (10, 30 and
100 mg/kg) for 5 days on and 2 days on or daily with sorafenib (50mgrkg). At
the end of treatment T/C values were calculated and tumor regrowth was

observed.

Results: All doses of 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-
yl-benzyl}-6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate
showed significant anti-tumor activity inducing tumor regression with T/C ratios
of -57%, -93% and -93%, respectively and a tumor growth delay (TGD, time to
reach a tumor volume of 1000mm?) of 24, 53 and more as 53 days,
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respectively. Treatment of sorafenib showed less anti-tumor activity compared
to MSC2156119J with a T/C value of 27%.

Orthotopic MHCC97H tumor model - 3-(1-{3-[5-(1-methyl-piperidin-4-
ylmethoxy)—pyrimidin-2-y|]-benzy|}—6-oxo-1 ,6-dihydro-pyridazin-3-yl)-

benzonitrile hydrochloride hydrate monotherapy:

Method: In male BalB/c nude mice (7-8 week old) MHCC97H tumor fragments
(2-3 mm3) where orthotopically implanted into the left lobe of the liver. After 1
week of intrahepatic implantation animals were divided into treatment groups
(ten animals in one group). Respective groups were administered orally with 3-
(1-{3-[5-(1 -methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl}-benzyl}-6-oxo-1,6-
dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate at 100 mg/kg/5 days
on and 2 days off for 5 weeks. At the end of treatment, tumor size and tumor

weight were measured, plasma AFP levels and lung metastases analyzed.

Results: Treatment with 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-
2-yl]-benzyl}-6-oxo-1,6-dihyd ro-pyridazin-3-yl)-benzonitrile hydrochloride
hydrate induced significant anti-tumor activity resulting in primary tumor
regression (p<0.001) and reduction lung metastases (p<0.01). AFP levels in
plasma of mice analyzed at the end of treatment were also significantly
reduced (p<0.001). Treatment of 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-
pyrimidin-2-yl]-benzyl}-6-oxo-1 ,6-dihydro-pyridazin-3-yl)-benzonitrile
hydrochloride hydrate was well tolerated.

Evaluation of 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-y!J-
benzyl}-6-oxo-1, 6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate in
primary HCC explants:

Summary: To study the therapeutic potential of 3-(1-{3-[5-(1-methyl-piperidin-
4-y|methoxy)—pyrimidin-2-y|]-benzyl}6-oxo-1 ,6-dihydro-pyridazin-3-yl)-
benzonitrile hydrochloride hydrate in HCC patients, the activity of 3-(1-{3-[5-(1-
methyl-piperidin—4—y|methoxy)—pyrimidin-2-yl]-benzyl}-6-oxo-1 ,6-dihydro-
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pyridazin-3-yl)-benzonitrile hydrochloride hydrate was evaluated in a preclinical
phase |l type trial (PP2T trial) with human primary HCC explants. Treatment of
nine subcutaneous, established primary explants resulted in 1/9 complete
responses (CR), 2/9 stable diseases (SD) and marginal activity in one
additional model. The activity of 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-
pyrimidin-2-yl]-benzyl}-6-oxo-1,6-dihyd ro-pyridazin-3-yl)-benzonitrile
hydrochloride hydrate correlated positive with the activation status of the c-
Met receptor expressed in these models, as indicated by c-Met and HGF
expression levels. None of the models with no or only low signs of detectable
c-Met $ignaling (c-Met, phospho c-Met and/HGF levels) responded to 3-(1-{3-
[5-(1 -methyl-piperidin-4-y|methoxy)—pyrimidin-2-yl]—benzyl}-6-oxo-1 ,6-dihydro-
pyridazin-3-yl)-benzonitrile hydrochloride hydrate in monotherapy and no

enhanced activity in combination with sorafenib has been observed.

Method: Male BalB/c nude mice (6-8 week old) where subcutaneously
transplanted with a primary HCC tumor fragment. Animals were divided into
treatment groups (12 animals in one group) after the tumors were established.
Respective groups were administered orally with the 3-(1-{3-[5-(1-methyl-
piperidin—4-ylmethoxy)—pyrimidin-2-yl]—benzyl}-6—oxo—1 ,6-dihydro-pyridazin-3-yl)-
benzonitrile hydrochloride hydrate at 100mg/kg for 5 out of 7 days. At the end

of treatment T/C values were calculated and tumor regrowth was observed.

Results: 3-(1-{3-[5—(1-methyl—piperidin-4-ylmethoxy)-pyrimidin-2-yl]—benzyl}-6-
oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochioride hydrate (100 mg/kg/5
out of 7 days) significantly inhibited the growth of 4 out of the 9 models
(LIM612, LIM801, LIM1098, LIM941; T/C values of 49% to -97%). Sorafenib
(50 mg/kg/5 out of 7 days) displayed an anti-tumor activity in 7 out of 9 models
(LIM348, LIM612, LIM941, LIM752, LIM1098, LIM801, LIM1081 with T/C
values of 45% to -8%). 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-
yl}-benzyl}-6-oxo-1 ,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate
exhibited better anti-tumor activity than sorafenib monotherapy in LIM801 and
LIMB12, two models with strong signs of c-Met signaling. The combination of

sorafenib with 3-(1-{3-[5-(1-methyl-piperidin-4-yimethoxy)-pyrimidin-2-yl}-
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benzyl}-6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate
enhanced anti-tumor activity of best monotherapy in 2 out of 9 models
(LIM1098 and LIM752 with T/C values of -32% and 4%, respectively).

Determination of c-Met phospho c-Met and HGF protein levels in primary

explants:

Method: c-Met, phospho c-Met, and HGFalpha expression was studied with
IHC in satellite animals of human primary tumor explants and xenografts
(Table 1). The xenografts were excised, sectioned into few pieces, fixed in 4%
buffered formaldehyde solution during 48 hrs at RT and embedded in paraffin.
Sections of 3um of formaldehyde fixed paraffin embedded (FFPE) tissue were
mounted on positively charged SuperFrost®Plus slides (Menzel-Glaser,
Braunschweig, Germany). The immunohistochemical staining procedure
starting with the deparaffinization of sections was done with the staining
instrument Discovery™ or the Discovery® XT (Ventana Medical Systems, Inc.,
Tucson, USA). After deparaffinization sections were heated for epitope
retrieval in Tris-EDTA buffer pH 8. Endogenous peroxidase was blocked by
incubation in 3% hydrogen peroxide (part of OmniMap™ Kit, Ventana Medical
Systems). Sections were incubated with in PBS diluted antibodies. and then
with the secondary antibody, the HRP conjugated polymers of the OmniMap
Kit, for 16 min at 37°C. Horseradish peroxidase (HRP) catalyzes the 3,3'-
diaminobenzidine tetrahydorchloride (DAB)/H202 reaction to produce an
insoluble dark brown precipitate that can be visualized. Sections were
counterstained with hematoxylin. Slides were washed in tap water, dehydrated,
and mounted with glass coverslips in permanent mounting media Entellan®
Neu (VWR, Germany). The detailed run protocols, generated by the staining
instruments, are stored at Merck Serono, Darmstadt, Germany.
Immunohistochemical stainings were scanned with the help of the MiraxSCAN
(Zeiss) with a resolution x/y: 1 pixel = 0.23 x 0.23 ym2. The scannings were

analyzed with the image analysis software Visiopharm Integrator System (VIS;
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V 4.0.3.0; Visiopharm A/S, Denmark). Viable tissue area was outlined avoiding
obvious necrotic areas and connective tissue. For the determination of the
amount of antigen present, positive brown stained area was calculated as
percent area of the viable tissue area. Antibody staining (arbitrary units) is
calculated as Antibody staining (AU) = Positive area (%) * (255-Intensity)/100
of the brown colour.

Results: In explants of human hepatocellular carcinoma (HCC), high c-Met,
phospho-Met and moderate HGFalpha expression could be detected in single
explants with the help of immunohistochemistry (IHC). Out of 9 HCC explants,
8 were positive for c-Met. Two of the explants (LIM1098 and LIM612) showed
high pTyr 1234/1235 Met and pTyr 1349 Met expression. Additional 3 explant
tumors showed low to moderate pTyr1349-Met expression. Due to high
background staining with the detection system for the HGF antibody clone B-3
(mouse IgG) in several explant xenografts, the tumors could not be analyzed
with the help of image analysis. A semiquantitative scoring was performed (C.
Wilm) by comparing the specific anti-HGF staining with the mouse IgG isotype
control staining.

Scores are:

0 = negative
1 =low

2 = medium

3 = high

Two out of 9 HCC explants exhibited low to moderate HGF alpha expression.
LIM612 with low HGF expression was highly positive for phospho-Met. LIM801
with moderate HGF expression was negative for phospho-Met.
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Patent Claims

3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl}-benzyl}-6-oxo-
1,6-dihydro-pyridazin-3-yl)-benzonitrile or a pharmaceutically acceptable
salt and/or solvate thereof for the use for the treatment of hepatocellular

carcinoma (HCC).

3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-oxo-
1,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate for the use

for the treatment of hepatocellular carcinoma (HCC).

3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-6-oxo-
1,6-dihydro-pyridazin-3-yl)-benzonitrile according to claim 1 or 2, wherein
the compound is administered to a patient in an amount of 100 mg to 800

mg per day.

3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl}-benzyl}-6-oxo-
1,6-dihydro-pyridazin-3-yl)-benzonitrile according to claim 1, 2 or 3,

wherein the compound is administered orally.

Use of 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-
6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile or a pharmaceutically
acceptable salt and/or solvate thereof for the manufacture of a

medicament for the treatment of hepatocellular carcinoma (HCC).

Use of 3-(1-{3-[5-(1-methyl-piperidin-4-ylmethoxy)-pyrimidin-2-yl]-benzyl}-
6-oxo-1,6-dihydro-pyridazin-3-yl)-benzonitrile hydrochloride hydrate for
the manufacture of a medicament for the treatment of hepatocellular

carcinoma (HCC).
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7. Use according to claim 5 or 6, wherein the compound is administered to a

patient in an amount of 100 mg to 800 mg per day.

8. Use according to claim 5, 6 or 7, wherein the compound is administered

orally.
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BRI IT 5 (U BR B A SR 3B RO, 11 K 29 20% 18 A& 197 i ZE R FERS O Pk (1)
B, VIR AR R AR A T0% 1 5 A AFIE 28, 50% MR HTE 3 FNE K. TEUL, RATIESL
3= (1= {3~ [5—(1— F 2k — WRWE —4— FL IS0 AE ) — mimE —2- Bk |- 2k ) -6- %R -1, 6- & -k
e —3— 2k ) — RGBT H A/ B RIA e B A TEER c-Met Eﬁ%%ﬂl%ﬁ’] HCC J
A
[o006]  FEZR hi dEJEFRAL BT, WA A RN FE & HCC 4405 R 2 7 ik AR AR —I7 %
BRAEIR & 77 = 4 T A% G 4 B 50 B AT IR B 2 9 HORA R AE IS L % (Thomas  MB,
0’ Beirne JP, Furuse J, Chan AT, Abou-Alfa G, Johnson P ;Ann Surg Oncol. 2008
Apr ;15(4) :1008-14),
[0007]  {H;Z, R REf AR O 4 ks PFS W 1H), {5 PFS ML 7GR IR TEZ5 54T
A Ja Ik AT 241 . fESE RS, H BT HBRy ik, BT HCC s BE RN A2 1 R ST
oK, T BN A s T ik .

MBEFAR
[0008]  7£ WO 2009/006959 Al 1 & Hliik T 3- (1-{3-[5-(1- H % - WRIE —4- & H 4
B - mEnE —2- Kt ] I -6- AR -1, 6- A - WARE -3- 3t ) - B,
[00091  #F WO 2009/007074 Al R E & 7I<T 3-(1-{3-[5-(1- H 3 — WRAE —4- JE H 44
B ) - mEnE —2- Kk ]- I ) -6- AR -1, 6- A - AR -3- ) - ERESRER ALK AW
[oo10] & EHMEE

AR W e 697 40 s CHOC O F 3— (1—{3—[5- (1— H 35k — DRI —4— JE FR 45 35 ) — %
e —2- 3 J- %3 }-6- AR -1, 6- & - MkE -3- 3 ) - FMEE AT A / BiA A A
Yo
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[0011] B4, AR B K T 97 FF 4 f g (HCC) F) 3— (1-{3—[5- (1— B3 — WRiE —4-
FRADE ) — memg —2- 26 ] %0k 1 -6- AR -1, 6- &0 - mhiE -3- 2% ) - FliE#: ‘*iWKA%
[0012]  MeAbh, A KB B 3- (1-{3-[5- (1 3 — WRIE —4- L B4 0L ) — msng —2- 3 ] %
B b-6- A -1, 6- A - WEWE -3- 5L ) - RREECH AT B A/ BUERIE Y, oz A
YILLEER 100 Z 58 5 800 Z A2 T HiE .
[0013]  pbAh, AR F 3-(1-{3-[56- (1- HI & - WRHE —4- JEH A AL ) - ming —2- 2L ]- ¢
B b-6- A -1, 6- A - WEAWE -3- 5L ) - R AT B A/ BUERIE Y, ozt s
YIRS 2 -
[0014]  pbAh, AR K 3- (1-{3-[56- (1- HI & - WRHE —4- JEH A AL ) - ming —2- 2L - ¢
) -6- AR -1, 6- & - WA -3- 3 ) - FIEEI AT A A/ SUARI A TS T
69T 40 AR CHCC) BIZ5H i & .
[0015]  MbAh, A KB B 3- (1-{3-[5- (1 3 — WRIE —4- L B4 0E ) — msng —2- 3 ] %
B F-6- AR -1, 6- A - AR -3- 3 ) - RIE IR EL K S T & B TR T I 40 e e
(HCC) M54 FH s
[0016] AN, A B Kot b ik ) FH i

Fop 3-(1-{3-[6-(1- H 2 - ok g 4~ %ﬁﬂ%%)—ﬂ%}%—z B ]-RE -6 A
-1, 6- =& - WhR -3- 3L ) - BRI AT 25 H A/ B R Sk 3- (1-{3-[5-(1- H
B - WRME —4- FEFASE ) - mEng -2- 3t - RS -6 SR -1, 60 AL - kR -3 R ) - RN
K &Y,

HApriR i &P LR 100 =7 & 800 £ 7 [ &, it ik LLAEF 200 = 7 & 700 2 5 1)
&=, Rl ik AR R 250 =50 & 350 =M ESe A T .
[0017]  BbAbh, AR B K dn b ik i i

Fop 3-(1-{3-[6-(1- H 2 - W mg —4- 2% &0 28 ) - mmg —2- 2 - N 25 ) -6- &
-1, 6- =& - WhR -3- 3L ) - BRI AT 25 H A/ B R Sk 3- (1-{3-[5-(1- H
B - URME —4- FERASE ) - mEng -2- Ot - RS -6 SR -1, 60 A - kR -3 R ) - RN
K &Y,

Hrpprid b &I RS 2
[0018]  FH 3-(1-{3-[5-(1- W J& — WR mg —4— JE FP R0 0 ) - mimg —2- 3 ]- N %k 1 -6- &
-1, 6- =& - WhR -3- 3L ) - BRI AT 25 H A/ B R Sk 3- (1-{3-[5-(1- H

B - WREE —4- FEFAEE ) - mEng —2- ] Rk 16 AR 16—:%—%%—3—%)—%‘?

i SRR ShK A IR T P FE AR IR B — DRI . AR BRI J—Fh FH TR T I 40
(HCC) MI#ria T 3, HAREE M T A2 w645 T 3-(1- {3 [5-(1- HHE - WRIE —4- 3
FHAE O ) — msg —2— 3 ]— 0% 1 -6- A0 -1, 6- & — WAME —3- 3 ) — S AT 25 B 2 AN
/ BUETIED
[0019] AR BHIEES K AZAL & P e 6T 30 GLAR A A ok LA | A1 T8 e A Xk g A
IKEIRER G o
[0020] AR BHIEW Kz A &M EL ARG, Bl i SRR ER M — K G E — K EW.
[0021] R “ZWAVIIER G 28 B TE S A 7 51 0E Y A B 5] 77
TE RS o InG Bz &Y L& . ERIE 2 I —KEWE K EWEL

4
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WAL o
[0022] /R “HRE” RIGEAL KRG s N b sl ao it 7e N 52 55 I8 >R 5%
RO (0 £ P B T TR 9L P 245 4 B2 0 T S o3
[0023]  pbAh, RIB“IEITH MR TR S M AREAZIX PP R (A R SAH LB A T8 5 R
TP ZEAE VPRE AN IE B RS BRI R I SSCE KR T T T TR B B, BUA kAR R
I3 ~ AN 32 B R A P 3
[0024] KR “IHITH MR BEIEE 83 & IE AR 2.
[0025]  ZHERAHEIE L

AR R TR AP DL R eSS . 55— 7 T, A% IR A4 DA
A F A% R AT LA T ML R RN el o A 45 b L 0 (0 R 2B B AT R AT 24 R 30
XU AW, EE I T A% 3- (1-{3-[5- (1- I 3% — MR g —4— k4R 3 ) — s
WE —2- F% ] FHE 1 -6- AR -1, 6- A - WAE -3 ) - FIEAN-((S)-2,3- ZFRHE -
B ) -3-(2- B —4- B - SRR ) - MBI R mT 25 H 2
[0026] WAL B EH LR, B H A Y-S A3 BB S = A A N B80S K
TR EE 2 — o KPR 1l a5 8 S A, BFE S A S AR A A AL
SR A E Y, S E U S E A 14 R I AL, G0 £ B R T R A s A%
FRA PR, WIURAE  — LREREAT N- RS A . e E A G sEL. R EY)
(RS, R B AT 24 F A LRI EHLER, 9 an & < R, an 2R IR W SR IR Bk AR , e .
MUER B FLAH B £ W R 25 RS R 3h B R 3h 46, AN e 2k — AR 0% LML 2L, 40 2 TR 4
FH R I R R R R &, A1 L B A LR S LA R 3h, i R 3 =3 AR 3L VA R 3h . 5
SRBR EE  BRIAMR 38 T AR IR £ R R 8 L K IR 5 - DU I R 8 5 b B X 64k 5 W SR TE iR
IsER . AN, A IR 2R ISR B T AR B O RV ER B A
PR Eh R A Z R R IR b L AR R 2h IR ER A 3h L R BR L h IRk . T R 1 AR I R 26
FE AR 25 7 IR 26 A GUOR IR £ AT R 8 PR TR 31 - AR 28 . — S
e TAHERHIRER T T RIR AR ORI L E DR L AL R 3k (galacterate)
CR B R « Y- FUVE IS 2 8 75 B IR 38 R IR 28 - R &R 38 B o B IR 6 PR R 6 )
TR BRER AL . CURR Eh B IRIR #h  Eh IR Eh SRR £ SRR £ . 2- FR 2k TR 1 L T AL
2 OHEIR L TR B ALER B ALME AR 2h SR R IR B L TR IR AR T R Eh L kR £k
PR 5 R 3 L FR RSO R G 28 B IR — & 3h 2 ZE MR R IR 28 i IR 1 L TR 26 il
IR £k« palmoate . IR EGIR 2h I W IR 2h AR IE 2B £h . 3— FRFE IR 2L L IR £ B iR 6 L AR K
THERE:, (HIX AR R
[0027] B4k, AR BHEIAL S AR S B AR AR EE B B S R VA B LBk (TTD) #. 8k (TD)
hVEE CBEER VER (TTD) #h R (D) #hVEREh b Aer 26, (HIX T E AR IR £ ik b,
eIk i Rk ol 4 8 ShANER AN 2, FIh 1 4 2hAS sh AN LR AT H AT 2 Rl A WL G B
TR AT A A5 2 P A 5 A1 e e AR AUl B s 0 B8 R SR A7 A 1 B« 2 Ml RO i 2k 9
FAZHAG G S 5 R ZUR SR e R L S S R R IR NN - SRR L TR CREE
FH2) ORI, O 2- T ORERE O 2- T HIREIE AR L.
T N= IRk N— ZFEIRIE 3 R R Z (glucamine ) 2L A1 FE (glucosamine) 4l
R VA Chydrabamine ) 55 P i A1 22 % DR =02 81 FE flae N- B L —D— 7870 e« 1l b i

5



CN 104768553 A Ww B B 4/10

B2 R IE SR et i L M R R NS A AT = R = 2 = R =R AT = (R
) WEM & T =8 13, HIX LSRR

[0028] & A Wtk 7 S0k A () Ak B AL G40 mT DL 4o DL 550 2R 4L < (C-C)) etk
A, B R 20 SR R SRR T B ) A AR M AL ) B ER — (C,—C,) etk
B, 7 anfm iR — F R L B R — SR AN IR — IR 5 (Cy=Cg) i di pe A0, 5 i 28 2L -+ — 0t
He A RERE VOB e 2 ) S A IR AT L) s A B (C-Cy) b2k i Ab 4,
B an-RFE AT IR IR o A B () 7K 1 A A PR A A 0 #mT DAASE XA 1 )
e

[0029]  PRikff) Bk T 25 R U308 2R 2h . =M MR 2h R IR E AR Eh . & SR E
PERR h P IR £h . BRI #h SRR 3k EUIRIR 8 8 SR IR 28 - i Mk R 3 1 P i i TR
Eh TR EE L RIR ER R R 3L B IR A BE IR IR A L BRIRR B L i K A R B T A R AR BRARSE
B ER S ORI R ShA & T =, (HX o B ARR PR

[0030]  HFAIALIE A2 SRR h . — ShER 3h SRR £ L E R IR h . FH A TR 26 L W G 28 B R 6
FIBRHIR L

(00311 JE kA i B % 25 A2 5 1A i R M DA S LA B 7 =0 s 3 S ) % a1tk b &
VIR N R o ]l gt A2 SR % XS WA fish I DA R 320 B 2 MR g A T B el Vi S
T P QA i 6 5 T, 7 S e 3 SO, A R s ) i e T T AN (R T A S ) R
3 SERT A B H BT S %678 He 07 A 24 T 3% B i S o .

[0032]  4nfrdR BT, 48 Bk, Wtk am Am - 4 JE B0F HLIGE B0z A6 & P ] 245 H
B AR L . DL )& JE 2 AN B BEANES . RIEM A ML NN - 2R TR VA
RIS — B . £ i N— 3 -D— B i i e A

[0033] sk )i B R T 5K 5 A2 1 10 T 7% Bl 2 Al LA 350 DA 5 60 7 =0T 1 38 Sk ol 4 A R B 1Y)
BRI P RN B 3 o P RIS A 12 6 T 25 R4 ik 5 DA L X0 0 Vi o Tk 7 2B i
SR o W S IR AR B 7 TH] , 78 S S B 5, G0 e MR Y 7] PP R A R T TS TR A
LR ERTE s IEN AR K B B H T 5 5 1% 378 e 77 A 24 T H % B i s i e =K

[0034] R4 FSCATRLE H, RIBR AT AR L fEA 2 fa i & Hh 2 — e &9
RO T B » R A A SR o 5 T S5 120 e B 0 8 T B Ao P P d P s 23 1
AT e ER Y A R 1 B 0 2 A 28 adt iR 25 A B0 7 S ol 00 o 1263 1 2 1T ] 245
R OB ] R IX TR 14 0 R 22 A R L 2 AR IR T RO S X X R
PR 83 1 25 330 2 B A AR ARz e 1 B 75 25 A3 1 P

[0035] AR EHIOYS R ALE B/ —Fb ST / B AT 25 H 3h HRIE Y B AR S R R
SEAR SRR, BFEEATRI TR R TR G, AUTIERR I / B Bh A 1 2457

[0036] 24 filFRI AT LA LA 511) & B A A0 55 FE B v PR o3 B ) B A T aUh 2 o XM A
AL AT AR HEIE T BIPIE 25 25 75 1A RN BB 3 I AR e AR EE AR U &40 0. 5 = 28 1 38, flLik
1 2% 700 =50, FERIRIE b = e 2 100 =5 A K B AL &4, B2l 7 vl LA DL
B T S E VRO R R A R g 2 . e A E AL R A ERE R
H 71 5 8 23 751 5 B LA B 3 H0 3 P s 73 R IS o ik &b, mT DA A i) 245 Al e A SR 1) 5 v
il £ X PP R AL 25 71 o

[0037] 2G50 o] 3& T @ AT AR BT 75 1 A 3& 7 VA4 2, W s g & O LG O s B

6
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TOVEW G5 R CHE D S FEE RO B TE S E A CRLHE R VUL Bk A B
D Jrikgs 2. R] LA ) 24 450 b LR BITAT DR 8 I 400 AR it R Rl oy 5 — b el 2 Fi ik
FEET B 5 2 il B3] 45 R Bl e SRR O 51

[0038] G I R4y 245 B 25 i 70 A A D g ST B s, ) s 38 B 7R 5 R BRORORE 771 5 4
KA BRAR KA F (R T BB 5 mT B PR IR R R B i 5 BB AR A 7L 7 il 7K
AR 2 o

[00391  [lutk, 9, 75 DAy 75 B 3 % X D IR 45 25 A DL, v DR vE MR 250 5 1
H s e EE AT A] 25 RIS VEIRE A, B0 288 H il oK S5 I o il Rz A SR 2 5 i
2R JEE S L 5 LA SCAITIAE ) 25 P G HE 511 49 4l 6 OB KA & 00 9 e A B
PR A, AR IETTREAEAEARL B JE 77 2 WG AN kL o

[0040] i N b ffridk il 5540 AR VR S P I FH IR Te O W e, MG e . AR FeRIEZ
R R LIRS BRI T8 770 451 G ] 4 20 v 20 FSCRER PR T A B AR PR B L RE R R P B3R &
TS INENZR AR S o BT DA AR R B A T B G B TR G BB IR Y A X
TR 3 i 24575 AR T =R

[0041]  LbAb, QiR o BB 2L, 0 n] DURE & 38 (RURG 5 77 T8 7R A ) DA K e HB N %
REVIT . GRERR G EIETER W RIARE, Gl Un & ek B - FUBE, i K6 R il
WRTN AR B AR 451 Bl 437 A AR 3 P BB IR B P P B 2T 43R IR L B 55
X650 R e T P PR 8 75 B 5 ol R Y A A R Y A R R R R LR AL S
SRR (HANIR T, Sk FP IR 2P 43R Bl S R S RS o ) Gt ) b ARV 5
W A BT s 2% Y 5 20 YA O A 7 S YR 45 s R SRR S AR Ay 77 JEE
K L@ 7 ORI AL 590 5 0 8 R R R 771 S ARl R e 50k 557 491 8 PP R 21 4
B PRI A WY B BER 20 e i Y ) FELYA 77 451 A e, Wi 2t 51 490 dn 2 ik, AT
/ BORAGR), Bl A e BB ARG, B AR A . A RS S 7R, Bt
B TE R vacadia mucilage BREF4EZ B S VAR IR A AR S 70 K e i
T ARMA Z R R G AERLAL, AT A2 KRR A2 [ AL, AP AT ARAN S 5
PRI, g S TR RIURE o AT DAoL VA5 0 S0 R R S0 I PR ok VA B 0 ik DA v L A
B LR 286 A b SRR R FTR S SR 7). AR WAL SRl LA B i
2N EE PR G IF, SR R EANBATIG R BT I B BRI TG O~ B s s 77l Al AAFAE
FURSE B R SRR A 6B R A E W BN IE W ORI R . a] LUK Bk
XL IR IR T LUERE X 20 AN 7] [ 77 5 FA

[0042] AR, B A 0 SRR mT DA DA B 7 2 3] o AR i O BB 5 19
BRZAEY) . LB R A S VT AL S AT G G A B 7KV P R ) 258 5, 1T B 77
il I EF B RN W) 25 o W] DLUE IR AL &40 70 BUE C 35 B P PR BC 1 Sl ]
IAR S 326 70 A FLAL TR, 91 40 £ S8 i Al A T T R 5 2 2L 0 1L BRUBE TR 18 15 JE5 771, B Rk is T
7R, ARy 5 BIOR AR SH IR B A » B e N R TSE

[0043]  WIRFEE, HF FARES 25 (0 5n) B A2 il R n] B AE e o thn] DLDARE K BAEIR
R 5 28l e 2 1) 771, 51 3 IR o A R AR B A RS S

[0044]  iZALEWD I I L TG AR S A RN SLAR S AR A8 ] ARG A s 48 &
Blin PR FER KR A 2 R MG 25, AR5 A nT RA % Al g g, 497] i fH [

7
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Mt )\ bt 22 g 1 s e IELAR T ok o

[0045]  ZALEY) S H B G AL e A A R0 S7AA S e A4t AT DAASE R B we R AR A
NMST AR GZAL BP0 PR R FDiRI% . 1240 & W0 m] DU I BIAE A 1) 24 575 2 A 1)
AR REW) Lo IXRE BRG] B 45 I8 2008 FH nk e S T Lt g 1 SR R A 2 B TR s Pk
N LW SRR LR AT NG 3 1 B R M LS SR R, H AR AR I S B . A& Wik T
KRS & SEIL 2B 0 — R A B S & B, IR ILR B ¢ - TRV &
ST IR SRR BRER SR 4 e 3R — 32 B neg | SR Ak A s 1 i AR 7K 5k g ) 52 16 B o ik BB 3
M.

[0046]  J&E G4 B 25 25 I 25 AT AR N SE B 2545 25 UL 5 3252 3 1 3R B KN Ta] 5% )
Befol, BRI, 90, B DL—#% 10 = Wl Pharmaceutical Research, 3(6), 318 (1986) Hiffrik
& S B A IR T R

[0047] & & Rl 25 B2 E T BC T N BCE 2B TR TR BT R 75 VR A7)
Tt S 5% 25 591) L AR 25 R B

[0048] & & E Mss 25 25 57 mT LA LA 77 BB R ) R B 2 Neh 2

(00491 HC P gAKMo A2 [ A4 (1) 0 A 22 S 4 245 B 25 W i ) L ok B2 949 Gn 20-500 oK (1)
FHokr, H UL SR 7 eh 2, RIS I 48 B sl i M\ eI BB 1 2 A R 7 0 25 28 b PR IR
W o CAVBARAE 9 AR J5 ()38 B A Dy St 7] 3G s 35 7110 25 24 B ) 710 955 6 7K Bt v 7y vt
S T o

[0050] & &3k RN 45 24 1 25 0 i ) 6 2 R pl 5 A 2R R 1) 5 AR R IR N s 43 BE 2% e 2
AR A3 A B AR RLIR R 5SS

[0051] & & M1l A1 25 245 1) 24 P il ) B0 43 A0 5 P el A 7]« 82 v 7] 490 7] A0 o 1 7K 1 R
7K TG BV ST A5 AR 0 5 B VR T A 32 3 I IR S605  A AT AL 3 B o A G A
F BT PE R E 7K TG B &I Mo 21 77U AT DAAE B B 22 R 25 2 , 491 8 2 S B i b 45 24
FELAA VR T8 R TOIRESAEAT, DL 75 28 i 48 FH A S 0 B 300, 9 i 5 7K o T BAER
G TR K 751 RIORE 7Ry 75 88 B0 77 1) A v S A YRR = T

[0052]  JC % Ui B, B b SR B B (1) 123 A1, 12 a1 351 3 T A A A s AR i i 7R ) R e
AU H LA H B R s BRI, 4, &S T IR 24 B R0 T AL A kL

[0053]  AL-EWIIIGIT A EI R TV 2 R &, WHEE W sh Yo i o8 e Fl 4 = L 77 29597 1)
WU IE S H™ SRR BT L i A B M AN 25 25 775, e A BT IR AR BB R e . Hag, A
KPP EYIEREIE TN 0.1 2 100 25 / A GEILED AR E /R, Rl
WL R0 =5/ ANTRE /R Rk, R 70 2 B REER LR R 1) SE bR 2 IE
970 700 2w, Horp o AR R OR BT 4 2 B0E R DARE R — R 8145 E (B 2.3,
4.5 8 6)%525, LAMEE HAEA A« ATVE A K W 46 S48 B B8 R 1 7 E0ifi @ H 2R
BREY AR SRR STAR AR A R . BRI ER A & TR EoCR 2R H
[0054]  ASCHE X BB IT V2 AT AR o ME— 7 v it FH BB AN Uk B 20 S W) 40 e mT B HE AR
GEAMEFF AR BRI T2

[0055]  ASCHTHII“IRYT” 248 58 2 BGER rIRR 5 A Bl A S IREIR , BRI 508 15
X LR 3 — 20 ke B0k, BRAE A R A2 1% 3 B s 1 RS 1R G b 177 B0 1 1% %

8
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T3 B R
[0056] R TALEWIIARTE “H R0E” R 48 RENS 58 S B0 40Tk 5 R s BB A S HREIR
B ek 12 B 151X BORE R B — 2P R R B, BRTE BB B UG R AR A ST R A T R
PRI (K G H TR BRSH L 1% s BB A P
[0057]  RIE“VRIT A 8B IRIT A RUR 7 R FE A RUA T I LA B B RS R 2 i
I T 5 VAT A RCE RZ 250 mT Js e A I 0 5 BRI RS s i) (R AE — 2 72
FE b8 R 3% 45 10D S A MR B A0 A 28 B s i) (RIAE — @ F2 B OE IRk 4s 1)
IRE 648 S 7E — e R PN R AR K A/ BRAE — e R LR SRR A R AR
ANER o RIZ 29T BE P LE g 20 AR AN/ B K IR e 4 I T 7 5 L AT BB 0 2 P A
KR/ SRR . XTI RE TV, AT DAG) G 3d s YA 52995 12F J B 18] (CTTP) A1/ B
SE M BN 2 (RR) SKIE 217
00581 Hi&

3-(1-{3-[5-(1— W& - WRME —4- FEHIE AL ) - Mg —2- & ]- 2 }-6- HiR-1,6- =
A - WA -3 ) - NG EL R LK S W& A I FLBh A, IR N R I A g iR 9
253 P
[0059]  SEEG

7 HCCSEFE FEFE BT ZEY MHCCOTHHIEF I 3— (1— {315~ (1-HH —heks —4-F HFH ) 1
W —2-F J-FH J-6-51C ~1, 6- A ME -3-F )-FhEBEAKEY

MEIR :3- (1-{3-[5-(1- H 2 - WR g —4- & B 4 28 ) - mBmg —2- 2% ]- 2L ) -6- A
-1, 6- & - WA -3- 5 ) - G LR Sh/K A WTE I P RS A R B 2R R RN HCC AR
HMEPR (primary explants) H CEATERLLET c-Met Al / 8L HGF 3Rk HRE) RILH LR+
Ak R w0 . R B AR AE AT 2277 & (50mg/keg/ — A 5 K, Fl 60mg/kg/qd) F7EK
ZHHCC AMAE AR (8/9) Hhid pl i 38 IR B8, 117 3— (1-{3-[5- (1- H & - WRIE —4- 3
HHAEU B ) - g —2— it 1- 53k ) -6- AR -1, 6- =4 - WhEE -3- ) - RIS
YR E A B E R TR CEFT A /N R R 52 R
[0060] K [ s PR BT P BB AIF 55 () 098 5 c—Met 76 HOC ) 2 43 A0 33k J& v (1 4 FH 3 22 9
c-Met I AT BE A W51 JI#0 HCC ¥RITk$E. ©& i A HCC MR B 1 B T 5+
P2 (LCI-D20) % 37 MHCCOTH 40 il F I H A e #% 2 i i i [a) (Wu FS, Zheng SS, Wu
LJ, Teng LS, Ma ZM, Zhao WH, Wu W;Liver Int. 2007 Jun ;27 (5):700-7).
[0061]  MHCCOTH 4 3L [F] 1A c-Met A HGF F-t9. 20 Wh H iR 2K (1 (AFP) —— A HCC B
L PR AR IE I — R R LR S R R R
[0062]  FH 3-(1-{3-[5-(1- W J& — WR mg —4— JE FP R0 0 ) - mimg —2- 3 ]- N %k 1 -6- &
-1, 6- & - WhRE -3- 58 ) - RIS R oK G TE T O S A PO AR K 1 B2 MHCCOTH Ji
I SE AN T AR KIS RISIE . 5 T MHCCOTH SRR MR 1 3- (1-{3-[5- (1- FH 3L - R
Mg —4- 5 B AR 3L ) — g —2- 3k 1- 3 1 -6- AR -1, 6- A - mEkmE -3 3t ) - RS RS
SRAKEWIBIT AL, RRL AR S 45 24500 RS PP R wE ET A IR R . O T P
c-Met $HI7E 56 2 A HR L N AIAE T, 45 MUCCOTH 4 AR JE A R AR 1) /N BRI T A o
[0063]  FEMIIR F BEREN 5 — R IR 46 1 AR 25 25 3- (1-{3-[56- (1- H 2 - WRiE —4- 2 H 44
B ) - mEnE —2- FE - R ) -6- AR -1, 60 A - AR -3- ) - IR EUK SR B
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B PO IR Y, FERTE /NP TESE 35 RIGIT S RN IE e 2R . MENBARIEZA S,
TERE S A FRIB R R . MEE 18 R ] IS B GEN P4 AR EL I8, ] e Bl AN/ Bt
T T 1880 () R AR AR I B e AH S, X% e-Met FHI FTE T I /N BRI 5, 38 A% I 21 4 28 gk
B TEIRIT HAGE AT, S0 MT G IR R 16 AFP /K-F . FEXSREZH Hh, a4 I 31 /55 ARP ZKF, 1 78
3-(1-{3-[5-(1— FHJ& - WRME —4- JL R AL ) — memg —2- 2L ]- Rk ) -6- X -1, 6- —& - Wk
W —3- 3 ) - MG ERIR E K G WiaTT /N B A T IS AFP.
[0064]  FZ MHCCOTH Mgt — LLAR 3-(1-{3-[56-(1- HIJE — WRHE —4- FEH 0L ) - s
e —2- 2 J- %3 }-6- AR -1, 6- =& - Mk -3- ) - R EK A AR L IEE R
—ITik

J7i% HEME BalB/c #RER (6-8 FWE) Bz TN N MHCCOTH HF 98 41 Afg - 7E ke 2 57 K
Y1 500 ST EK) JEANIEITH (A 10 R . &4 IR 25 A [F 71 & (10,30 F1 100
2/ AT 13- (1-{3-[5-(1- FIHE — WRHE —4- JE AL ) — msmg —2— 8k ]— R0 }-6- %
R -1,6- & - MAHE -3- 3 ) - EIEERMRELKEY 5 K, £ 2 R (5 days on and 2 days
on), BRI ARZEFIEJE (50mg/kg) . TEVARYT &5 RIT, THE T/C 1B I M L2 8 4
[0065]  ZEH FTAFIEA) 3-(1-{3-[5- (1 F 3 - RNE —4- FL &AL ) — ming —2- 3 ] %
B b-6- A -1, 6- A - WARE -3- 5L ) - R SRR K AR I B PR iE Y,
RIHEETEIR, T/C L2 58 —57%—~93% A1 —93% LA A% fifgg A= K SE R (TGD, i #1] 1000 5777 2=k
PR AR AR BRI D 23 331 2463 12T 53 Ko RHiARJE ¥Ry R I H t MSC2156119] (R HL
T, B 27% I T/C 14 .
[0066]  J&i fii MHCCOTH Jif Jg3 #% A — 3—(1-{3-[5-(1- W %k — WR WE —4— B B 4 4k ) - %
e —2- 3 - A3 ) -6- AR -1, 6- A& - WAME -3- 5 ) - M ERR B K AW Ry

J7i% AEREVE BalB/c #RER (7-8 JEIE) H1, 44 MHCCOTH e v B (2-3 ST 7 2K JE A A
AN TERF N AEAE | BG B shP i NG (—24H 10 Rah. 4R 25 100
250/ AT 3-(1-{3-[6-(1- H 3k - WRAE —4- & F A0k ) — momg —2- %k ] - R 08 16— %
-1, 6- A& - WhWE -3- 3% ) - RIE SRR SR KA 5 RoAF 2 R, R 5 il o fEIRIT A WA,
DN i ROSE FH e B, A0 BT IR ARP KT R £
[0067] 255 :F 3-(1-{3-[5—(1- HI 3k — WRME —4- JEFH AL ) — i —2— Ok J— Rk | -6- %
R -1,6- & - mkEE -3- 3k ) - RS SRR Sh K & WA T 5 K 3 I BUOR IE 1, i R
R IRE TR (p<0. 001) MR ER Ml 72 (p<0. 01). {EVRYT 45 I 43 #1970 BRI 2% o 1) AFP
RSPt W 5 B AR (p<0. 001)o K1 32 3— (1-{3-[5-(1— B & — DR IE —4- FE FH 4 3% ) - %
e —2- 3 ]- A3 ) -6- EAR -1, 6- A& - MR -3- 2 ) - I ERIR B K S WIIIEYT
[0068] 7 #J 1€ HCCH 15 14 A7 3F 15 3—(1-{3-[6-(1-F F# R lE ~4-F H 7 H ) IE
hg ~2-F J-FH J-6-FIC -1, 6-—F WE -53-F )-FhEE B ALY

BEIR 8 T B FC 3- (1-{3-[5-(1— H 2 - MR mg —4- S HF 4 0 ) - ms g —2- 2 ]- ¢
B b-6- A -1, 6- & - WERE -3- 5k ) - R ShER ShoK & A HCC B R AT 7, 1R
I R AT 1T BA 2 3058 (PP2T 58 A A A #I A HCC M 1R ¥ Al 3- (1-{3-[5- (1- A 2k - IR
Mg —4— 5 H AR 3L ) — g —2- 3k 1- 3 1 -6- AR -1, 6- A - mkmE -3 3t ) - RHE RS
EAREMRIEME . LR B IFARSMER R TT 32 1/9 584 R (CR)-2/9 Jith
Fa s (SD) FIAE S — A Th (R 4 95 E P o 3- (1-{3-[5-(1- W3 — WRIE —4— 3k F 4203 ) — 1
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e —2- 2 ]- %3 }-6- AR -1, 6- =& - Mk -3- 3 ) - MG ERRR B K A i M S ix i
PR FR I c-Met SZARKTEAIRZS (T c-Met AT HGF FRIEAKFAr~) IEAHK. EAH A
AR TR H c-Met {5545 F (c-Met. phospho c-Met F1 /HGF 7KF-) 8 G A5 284 o — el |8
3-(1-{3-[5-(1— FHJ& - WRME —4- JL R AL ) — memg —2- 2L ]- Rk ) -6- X -1, 6- —& - Wk
I -3- 2 ) - EE IR KA R Ik, I BAE 5 R B AR R B A I A W %2 2138 0 1R g
PEs
[0069]  J7 ik : e P BalB/c #1 B (6-8 J& #4) F N HE N\ #14X HCC i 88 F B 75 i e 22
SLIEBEI O NG H 12 REiWD. K4 A5 ROARS 25100 Z 5% / AT K
3-(1-{3-[5-(1- FHJ& - WRME —4- JE R AL ) — mesmg —2- 2L ]- Rk 1 -6- A -1, 6- —& - Wk
W —3- 2% ) - FEIE IR K EW . TEIRIT 45 RN, TH 5 T/C B W82 ied B A= .
[0070] 252 :3-(1-{3-[56-(1- FHJ&E — WRHE —4- FEH 4L ) — msng —2- 2L ]- 08 1 -6- %
-1, 6- & - BhE -3- 55 ) - FAEERIR EKEW (100 Z 5% / A7/ — A 5 ROBEHH] 9
AMERLA ) 4 A K (LIM612,LIMBO1 . LIM1098 LIMI41 ;49% % -97% [¥] T/C fE). &idk
Je (50 =5 / AT/ — i 5 FOAE 9 AL iy 7 AN R HUR R 1 (LIM348\LIM612,
LIM941. LIM752. LIM1098. LIM801., LIM1081,45% % —8% [ T/C fH). 3—-(1-{3-[5-(1- H
B - ORME —4- JEFAEE ) - mEng —2- gk ] RSE -6 AR -1, 60 AL - mAME -3 R ) - R
EhR /K B )AE LIMBOT M LIM612 (WA HA58 c-Met {55 & FIERIBAD R LE
Fh AR B — A iR iEYE . BivdEe S 3-(1-{3-[5- (1- FH & - WRAE —4- JFEH
Ik ) - mEng —2- 3 ] W HE 1 -6- AR -1, 6- A - Mk -3 3k ) - RSB R K AW R
AAE 9 AMERIFF 2 A (LIM1098 F1 LIM752, T/C 1B 43518 —32% A1 4%) F 4 5 fe 4 P — )7
TP RE T 1
(00711 27/CHFE 1K 71 c—Met, phospho c—Met #] HGFZ& 7 K -FHIME -

T3 AENJGER IR S ME R AN PR A TR I A2 3 (satellite animal ) H THC B
7 c-Met. phospho c-Met Ffl HGF a ik G& 1). VIESMEER, UL, £ =R N E
4% 272 i B S A ] a2 48 /NI R HRAE A e . B 3 K Y B R [ e i A 4 (FFPED
H 23] B 22 B AE 77 1F B ff B SuperFrost®Plus # 3% i (Menzel-Glaser, Braunschweig,
Germany)_F . FH 404 25 Discovery ™ Discovery® XT(Ventana Medical Systems, Inc.,
Tucson, USA) #AT VIR B2 A aa i S UL 2 gL a8 7 . fE R Aisi)s, U1
E Tris—EDTA Z&f77l pH 8 N LMEE Pils R AL . @it 7 3% i LA (OmniMap ™ Kit F
—#4r, Ventana Medical Systems) H§FE , FHWr A VRIS ALY, H PBS kbt
ARG Z 5T (OmniMap Kit ) HRP ZX-& R G YDLE 3TC FREE U 16 704 . BRIt ik
VIl CHRP) {4k 3, 3" — & LR Y #h R £k (DABD /H202 s 87 LA = Az ] WL AN B ¥ IR 4
B . IR RAARREE Y. I A 75 B RAK PP, BiKIFH7E 7K A [ 7] (permanent
mounting media)Entellan® Neu (VWR, Germany) " FH 3% BF[E . Setofy 284 A vEZH
BATRETFAELE T Merck Serono, Darmstadt, Germany. f&HhMiraxSCAN (Zeiss) PAZr#E%
x/y: 1 18& = 0.23 x 0.23 wm2 T RZEHLNEYA AL B EG 5T 84 Visiopharm
Integrator System (VIS;V 4.0.3.0 ;Visiopharm A/S, Denmark) ZrHridftiss 5. #imEE
PR, BT RINFEIX IS0 23, 7 e A P s 2, DUS X B AR E 4 b
THE B B Bty TR o a0 NP PR Gt (ERBAD Pidk gt (AU) = HEpIkH
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PEHAR (%) * (255- 58 ) /100,

[0072] 255 AE NJH4HARIE (HCC) BI4ME A, 7] LA B 5% 20 2140 % (THC) 7E B — A E
A FhAar il 1) 75 c-Metphospho-Met FIH1SE HGF a Rk £ 9 AN HCC AMEAA T, 8 AN c-Met
FHPE. 2 MAMEAR (LIM1098 AT LIM612) FRILH =y pTyr 1234/1235 Met Al pTyr 1349 Met
TKiko Fiob 3 AHMEARMYE R I AL E PSR pTyr1349-Met Kik. H T LAMIMEAK R
FhR A B HGF Bk vl B-3 VR TgG) ARSI 2238 Bl 1) e 75 s e £, A5 B UG 43 HT
TEIES BT IR o B 1 BT —HGF et 5 /N TG [RIFh B0 e e ta LU, 34T 21 &t
43 (C. Wilm)s

[0073]  43ECH -

0 = Btk
1 =1k
2 = g
3=T1E

9 AN HCC AMEARF) 2 NRIE IR E A EER HGF o KA. HA1K HGF FRIAH) LIM612
A phospho-Met EEEFHE. E A 4% HGF #1511 LIM801 & phospho-Met B4 o
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