EP 0 506 748 Bl Description The present invention relates to novel
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compounds of the present invention are:- _

65 1. Immune enhancing affects of fatty acid-peptide conjugates. A large amount of research has been
conducted into the potentiation of the immune response using fatty acid-peptide complexes. It is known
that the presence of fatty acids does lead to an enhanced immune response to the peptide (Baschang,
1989, Tetrahedron, 45:6331-6360; Floc'h et al, 1984, Drugs Future, 9: 7683-776; Jung et al, 1985
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O her bi ol o'g@ cal effects noted for this type of construct include the
i nduction of cytotoxic T |ynphocytes: (Deres et al, as above), the rel ease
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fol | owp,pig eyl es and Figures in whi chipeydidnBkyicarb ,,qm@ atime profile of
Z-Ala-Ove pgis TRIS incubated at [err] gjaé.:,dhg(y ¥ DMVF [err] 5

per cent age pMAR Cci ency; [err] percent ageDMMasﬁnmﬁeed after 7 days; Fig. 2
shows substpmt e preference; [err] incubgimemy tbamili® hours, % efficiency
[err] and saibstrate used [err] vary w t Ber2gb@tarboppae and the nature of the
am no wermBzal bl ocki ng group; Fig. 3 sBewsyltenperature profile: Bz-Al a-Ow
plus TRI' S, B DMF pH 8.0 18 hours [ err Jerfeay udykbpepebosyibst rat e used; [err]
percent age ¥ i ci ency); 10 Fig. 4 shiwemepahipgofile Z-Ala-TRI'S; 60% DMF

i ncubat ed OMm@ELPBRIr] efficiency; [ erMpthyektowkandRenzybedtats lesp-e used; Fig. 5
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ATP3; [err] ZATP3; and is Fig. 7 shoYineseerestydl di ne uptake in U937 cells
[err] ATP3; ZATP3 I\/ATERI ALS AND METHODS Abbrevi ations: - 20 TLC

Thi n | ay efF—Cr-oHtS Hi gh
Eﬁrcz}‘ g;f%&nce '% %%%Hrr?t |8%_@%h¥s I\gqthose used for HPLC were especially purified for liquid
Gas-liquidc r3 ogr aphy DCM

Di chl or ongy oM RAPHY
Di cycl ohew%u%l‘rm%cu—
Di cycl Qhexyj pifiea DVAP
Di met hyl am ngpybicsHe¥eTLC plates, Silica gel 60 (without fluorescence indicator, Merck 5721) 20x20 cm, 0.25
mm thickness. _
b) TLC aluminium sheets, silica gel coated (with fluorescence indicator) DG Alufolien Kieselgel 60
20x20 cm, 0.2 mm thickness, Merck 5554.
50 ¢) TLC aluminium sheets, pre-coated with cellulose (20x20 cm, 0.1 mm thickness, Merck 5552).
ii) Detection of compounds:-
a) Ninhydrin 0.1% (Merck ARt, 6758)
b) 2,4 dichlorofluorescein, 0.2% in ethanol
c) iodine atmosphere
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DVE " : " - Difethyl formamide Z

Benzyl oxycar bonyl 30 Bz Benzoyl
BOC EP0506 748 BErtiary butyl oxycarbonyl TRI'S
Tr omet ham ne Owve, CEt, OBzl : Met hyl , Et hyl and
Benzyl esters resp. Ala, Leu, G yI l e, Phe, Tyr,Arg, Trp, Lys & Val The
am no adOWYENT SYSTEMS. | euci ne, gl yci ne, isoleucine, 35

phenyl al ani ne, tyrosine, arginine, tryptophan, |ysine and valine
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5721) 20x20 cm 0. 25| ®m t%’i%l?ﬁé@'éd‘” aﬁfc al umin heq:t
coated (with fl uoresg@ndePetreleym t'w Q| | eh K? g
0.2 mpy thi ckness, Mef &k |5 °" °a°' / watgracefic n n é é
with cellul ose (20x2p%m p°5 i T’ﬁtf'?' §§° i) Detection of
conpounds: - a) Ni nhyjrhr f e | rofo 37:\/‘9 i ¢hl or of | uor escein,
0.2%in ethanol c) i¢dine ) 50 48 Bl SOLVENT
SYSTEMS a. chl orof of i rfe 13: %2.9 B*  b.

chl or sf or nf met hanol / irrﬁr nétﬁe z@ne/emanomet%%c.w* c| s08Bbepoform saturated
Wth V\ater* d ethe uu.u: uu.\,u = [.II vvou.CI |JCLIU= cu
et her/ et her/ aceti ¢ agiivalues werg defeymined gt 20°G) it arol / acetic akbi d/ wat er / acetic
ac! d 5. 2:3* 10 *TLC; g. petroleumether/ether/acetic
acid #Column - 50:50: 1* h. ethyl acetate saturated with
water® i. ethyl acetatefchtoroformamonma I7% 93,6 17 .

chl or of or m et hanol 9:1*# k. chl orof or m net hanol

8:2# 1. @M@@ﬁ nol / acetic acid 40:50: 2:0.2* Rf val ues were
determ C: Col utm 20 COLUMN CHROVATOGRAPHY

2 Three methods were used for separation of palmitoylated (or other fatty acid acylated) TRIS constructs:-

, Silica gel
| 60 20x20 cm
ets, pre-coated

a)
-
]
a}
-
a}
-

iy LH SEPHADEX

SEPHADEX LH 20 (PHARMACIA, Fine Chemicals) was packed into glass columns 1x25 cm) and
30 samples eluted with chloroform/methanol mixtures at a rate of 1 mi/min. Fractions (5 mi) were collected and
their contents analysed by TLC. Separation is by size.

ii) SILICA GEL COLUMN

85 Samples were loaded onto a silica gel column (BDH 60-120, size 2.6 x 30 cm) and eluted with
chiloroform/methanol mixtures (9:1 or 8:2 as required) at a rate of 2 miimin. The effluent was monitored at
260nm (ETP KORTEC, K95 UV monitor), 5 ml fractions collected and tested by TLC. Separation is by
charge and hydrophobicity.

40 iii) FLORISIL COLUMN

for separation of neutral lipids (a gift from Dr. Fogarthy, CSIRO Div. of Food Preservation). Chromatog-
raphy was in glass columns of 12 g acid washed FLORISIL and eluted with hexane/ethy! ether mixtures
according to Carroll, KK. and Serdarevich, B. (1967) in "Lipid Chromatography Analysis” p.205-237,

45 Dekker, New York. The effluent was monitored by TLC.

ANALYSES

i)Elemental analyses (CHN ratio) were carried out by the Analytical Unit of the Chemistry Department,

50 Research School of Chemistry Australian National University GPO Box 4, Canberra.
if) 3C and PROTON NMR SPECTRA were done by the CSIRO Division of Biomolecular Engineering,
Parkville, Vic. 3052. The compounds of the present invention behaved as expected with a slow exchange
of protons which are good indications of peptide bonds.

ili) GLC analysis for fat content were done by Anaichem Consultants Pty. Ltd.

55 iv) HPLC. Analytical HPLC of the N-protected amino acid-TRIS compounds were carried out using
Millipore Waters HPLC equipment 6000A series solvent delivery system, connected to a Lambda Max
Spectrophotometer Model 480, an Automated Gradient controller and Model 746 Data Module. Analytical
HPLC was performed on a 100 x 8 mm NovaPak Cis reverse phase radial pack cartridge and eluted at a

i ndi cator, Merck



25 Thr ee Jret hods were used for separation of palmtoylated (or other
fatty acid acylated) TRI S constructs:- i)- LH SEPHADEX SEPHADEX LH 20
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of Bi onol d¥aiPHrespselielyeeri ng, Parkville, Vic. 3052. The conpounds of the
present invention behaved as expected with a sl ow exchange of protons which
are good iMMFHalen % Repalss peptlde bonds. iii) G.C analysis for fat content
wer e done by a ch em Con tant

re ko t cuoanLc
e R et

connected to a Lanbda Max Spectrophotometer Model 480, an Aut onat ed
G adi ent q,pﬁlbgs%d ISémﬁ\Qéj Model 746 Data Modul e. Analytical HPLC was
perforngd on 8 mm NovaPak [err] reverse phase radial pack cartridge

and eluted gf Pa%a.ﬁ z-AlaERtsQn 86 umbhB pfddphiate Bitidr FHEB.P5 01P, 5 il dthylohé-HikiniRe-tetra-
triethyl an agtielmsab@iIFana Mater®mat ANAVdEpaddint BmGi)- wad B&ie ko d Midl sheyteisabias
were det ect aflo 90 ©:60. AP eabtdRBIaE idlowddYbyHPLE Th C\ErevbidE phdse Gblaminsisnacthe \Byirolysis
20-100(6) 5" pdducrvaenitiied?by dddéhrdntiatoglaphy AvithCstdnGdids. Biahid watte inbubatbe gs Bdve UsingnwhteeNd;
(6) is dohe weteati c®ebzypoogutam (6 is linear); 5 is tinme in mnutes; (2) is

t he fl ow i nbnirypsim.Z-EeutAreTRIS atas \icubdRidCat Se pantartration Sbeivepe 2pandf tr mgehl dn 02 M

M I 1ipore waneeniunPhydriged cabtinge. Frbshlycqodparen TREK trifpsino(PANG/BIG0 waled wa$ addb@ FoAthand
55- 105 mi cr sqltipm giving lacfingli gngymedsubstrath aratio| of ArP0. Samples averep insubgledh @b AT°F andt @linviots f
aqueous et heeminedby rppaseinhase| HAKC Addiiensamouns efenzymegverecadded-asdequimg. addi t i on of
acetic #cid at 1 nm /L. PROTEASE TREATMENT OF Z-Ala-TRIS, Z-Ay-TRI S and
Z-Leu- ArgRERUSS7,. Q y-TRIS and Z-Ala-TRI'S were incubated with papain, and
Z-Leu-Arg-TRIS with tr in, to test that is the action of proteolytic
enzymes cOfdT %'ﬁéﬂ%Fﬁvaﬁ%e starting corrpounds Z GI y OH, Z Al a O—l and

Z-N-éu- Ar g- cheve ec gm ) Act | vat | on o Al aTRls
suspe_nS| or;l (§ Z‘Eta }15
- r r\k

sol ution é i T ﬂ?cf(‘tl?ai’ 0
) mat f i c (<] n th
mMtriet h)ﬁ F:E awuci nfabe by method A and B (see below) and that

it is most Ilkely an amlde bond In addition we have the evidence from the NMR analysis of Z-Ala-TRIS

45 (incubation method) that the bond is an amide linkage. Also, elemental and GLC analyses on faity acid
derivatives indicate three fat molecules per molecule of TRIS Indicating the presence of three OH groups on
the amino acid-TRIS derivative used in the esterification.

-J'I

ii) Z-Leu-Arg-TRIS was hydrolyzed slowly with trypsin. The product of hydrolysis was shown 1o be identical
s0 with an authentic sample of Z-Leu-Arg-OH by co-chromatography on HPLC.

The amino acid-TRIS compounds were made by incubation of the N-protected amino acid esters and
peptide esters with TRIS in 60% aqueous DMF at elevated temperature (see incubation method). A typical
reaction time profile is shown in Figure 1, effect of Z versus Bz plus ester types are shown in Figure 2,

55 temperature profile in Figure 3, pH profile in Figure 4 and DMF profile in Figure 5.

As additional proof that the amino acid to TRIS linkage was a true amide bond, Z-Ala-TRIS and Z-Gly-
TRIS were prepared by both the "incubation procedure™ and normal organic chemistry methods for
comparison by TLC. Tri-palmitoylated forms of these two compounds were also prepared and compared by

7



[err] f'or 30 nmin. 1i) Digestion Exanples 25 a) Papain. Z-Ala-TRIS in 50
nmol ar phosphate buffer pH 6.5 (650 ul) ,- 20 nM et hyl ene-di am ne-tetra-
acetic acid (100 ul) and water t EP10'596 74881 vat ed papai n (5ng/ m) was added
to a final enzyma/substrate ratlo of 1:50. The reaction was foIIovved by

by co- chiEik APEh YK pqyaa.gtsgeg L7 "B e o T &d§§§p “fg'ﬁS

Water 30 9'9 ﬁgad a |n pling ot & |§o es,
gt ag PR g%;cﬁ

hy gaenTﬁlgr%Q%o?pro ch‘s a% Jat Z-AldlT! faﬁ‘d’ -GWaS

added t O7RBGrepRred by $ ittubatibHméthdd. R&Brdﬁn&@)’vﬂﬁr& EiMddnBht this kol bnly thteract
Sanpl es Wi Re NALYB@S & TRBLank Rét'ahy 6Fith EH.ORERIUSs. R Y60 RESL Ad¥bd tIRY SHiySéhe 3

HPLC. Adgdnipoardias eviiaRiiiing thf inciBatibimeti®. € added as required. 35 RESULTS i)
Z-Ala-TRIS and Z-dy-TRI'S. 40 HPLC was used to nonitor the progress of

enzymas | exAyrles| ysis. Both Z-Ala-TRIS and Z-Ay-TRI'S were hydrol ysed by
papain, albeit very slowy. The main product was identical with Z-A a-CH
and Z- G y.-RBEPARATION OF ZAMINGD XCIDTRISMNINETHAIOLAMINE COMPOUNDRS ki ng) . This is a
check that the type of Ilnkage between the prot ected amno acid and TRIS is
. MIGAL §Y ¥ " BEMETHOBE| ow) and that it is
most I%kely an ami de bond. In addltlon We have t he evidence fromthe NWVR
anal ysi s EAMEEEA ZARGRS 45 (i ncubati on method) that the bond is an am de
| i nkage. Al_so, elenental and GQ.C anal yses on fatt der| vatives

i ndi cat et P%gﬂef Fé’é‘%i" %’es 'f‘@é?é?‘éa 159 syryp °F' T"(f‘ %‘ﬁﬁ?‘@%’@' ce

f th an- Beepnekyy M %PP‘!FB %#ﬁ%"a o8 of
gs{;r Irﬁ?le %D%E% cég é;g% a%ge rops IQ}:I Iy t|4”| tgi?os rthe The
product, S i ’ﬁ?so oSl E,&nﬂ be nt‘b i b e
wer e nadg%gmh@ protsg'(n:t arr'tsr{o aC| sters an pep |de
estergs; w

urlficht 'of‘thﬁQi% @&ﬁb%@d&sw% p?épaﬁln}%vtﬁié%ﬁcﬁ %%é“ah' hafantiSAF plrd (it | on
et hod) . prbaucl! Riefei22.00" £ @6%| tRaryd; I FT®. 4§r(é3fvé t R) bl 373Q¥YVveht!b), Fdndl WE 5.1k .on ﬂgi@%apf Z
versus Beaddlidd €, 855M0s t XES, AB.6o, NBBBFourt [ R6.87, NB.93.lTAGREMEuRY RadNdddtidal € 1 N
Fi gure 3chafklemicsh ihat formel bths Sindubatds MaNGI"P Maktiol 8 ({68 Ekingpiy®. 5. As addi ti onal
proof that the amino acid to TRIS |inkage was a true am de bond, Z-Ala-TRI' S

and Zsdd pEXAMHRER. GlyeTRIS epar ed by both the "incubation procedure” and normnal
organi c chem stry nethods for conparison by TLC. Tri-palmtoylated forns of
t hese two ZapoRI8es weparedhindie same panesl as fxemplenpée: dm [A/Gly-OH (7diR_nd) p@li& Bvi8 Bl
TLC. | n prepasatientiPLlo VieldohB0@ (28% theoryh|The) resklfing ZGlyTBISpvas shrometngrinbically idgntical
certain g‘!hyt’,"e Pending (cpapaund) mage: by methad Bl(?@QEva‘P'GS‘BZZf 0.8 (solvend hy, and 866 was
made fhatsoltart Boapl RhaIbondiRtfoAuk icals: tpioCie Hrolefty (P84 6.4 DB ST-FoLRciCHRGr oxy |
groups aif®84M88%y unaffected when the symetrical anhydride nethod is used.

Symmetrical anhydri d oofEZ- a-OH and Z-3@y-OH were prepared and reacted
with a Iﬁ%&&mlﬂg“ BS. The maj or products were indistinguishable
by&,HPIZ%C MLE%dZ_g;ER[Sat io fromZ-Ala-TRIS and Z-dy- TRI S prepared by the

i ncubat i rdingly, we are confident that this nmethod will only
t t t t It
15 510 jashaseR: ﬁt@‘”"qtﬁ?%%” e T Sl e
:5 pﬁx Ea I/sﬁff\ée cogg mfﬁ%ﬁ%@%&&%‘k Wit £ 'e5ol/bkibno{-hd beldrnmed BY°

1

Purification by preparatlve HPLC gave analytically pure Z-Ala-TRIS as a white powder. Rf 0.49 (solvent
h) and 0.79 (solvent b). HPLC Rt was 5.19 minutes. Anal. calc. for CisH22N20¢ : C55.20, H6.80, N8.58.
Found C56.02, H7.03, N8.00. The structure was confirmed by NMR analysis.

s06 EXAMPLE 4. Z-Gly-TRIS

10.02 g of Z-Gly-OBzl was added to 32.4 g of TRIS in DMF (401 ml) and water (267 ml) and incubated

at 60°C at pH 9.0 for two days. Purification by preparative HPLC gave analytically pure Z-Gly-TRIS as a

white powder. Yield 3.98 g (38.3% theory); Rf 0.36 (solvent h) and 0.66 (solvent b); HPLC Rt was 4.97'.

56 Anal. calc. for CiaH2oN20s : C53.84, H6.48, N8.97. Found C54.15, H8.56, N8.68. The structure was
confirmed by NMR analysis.



METHOD A - CHEM CAL SYNTHESI S ( SYMVETRI CAL ANHYDRI DE METHOD) 15 EXAMPLE 1.
Z-Ala-TRI'S The title conpound was produced from Z-Ala-OH via the
symetrical anhydride procedure (Sgﬁgsﬁﬁﬁéﬁs, BY , zahn, H, Chem Ber. 95,

p. 1076 (1962) and Bodansky, M, and Bodansky, A. (1984) The Practice of 20

Pepti de Sy, |1:. Z- 02, Springer-Verlag). Z-Ala-OH (8g) in DCM (50m)

and a few s reacted with DCC (4.2g) to formthe symetri cal
hydrid T. f

Szcﬁo“ Tﬁessxc%,‘%%."?“ qf@ad @Igﬁ‘?e@ ohd gt (A Rl b LT AD

TRS ingDVF qfa ripa I-ﬁLbrgra SRRIEH GIH Alalfficinf fllo (o ekt 2

Puri fi catigyivefkin) hiaed gl(gdvgntgqm@m 3y.as y preparative HPLC which yiel ded an
anal ytlcaIIy pure white product. Yield 2.90 g (49% theory); Rf 0.49

(sol vent hgxasrge 6. zﬁ&u_f%n@nt b), and Rt 5.19' on HPLC. Anal. calc. for
[err] 8. Found C55.28, H6.87, N8.13. The conpound had
i denti cal cha-LacArg-Dmat(sczB g} end TRIS (10087ngHdn ysolutien oflmamklaz inynankibidted q88ml) was
Met hod B (iseiatddxal 5piCcfoi3gevendhys i iHdVinkrine2previbuély Yestitle8. The(ffigieridyl db thaarsactionewear ed
in the sarf§%npniRLC. Bge Brodurpvas igolatedchy dreparaiivée-HELE- TUG R (sohentfiandfd.0adsdygnt
preparati WERYPBT. Yield 1.50 g (29% theory). The resulting Z-Gy-TRI S was
chromat ographically identical with the correspondi ng conpound nade by

met hod B ( PEE £BAG-Alathe-PhafTRI$ 36 (sol vent h) and 0.66 35 (solvent b), and

Rt 4.97" on HPLC AnaI caIc for [err] C53.84 H6 45 N8 97. Found C54.5
H6. 84, NB8. 8 '"° am#%ew gTR' 49 mijyang %P'ernwsmﬁ B'& g
(
t

S e

the title corrpound was corrpl ete W|th a 65%eff|0| ency as determ ned by 45
HPLC. Purigdapptg 80 by preparative HPLC gave analytically pure Z-Ala-TRI' S as
a white powder—Rf 0.49 (solvent h) and 0.79 (solvent b). HPLC Rt was 5.19
M nut eS,s AbRL-eTitANGtaMiNg” [err]: C55.20, H6.80, N8.58. Found C56.02, H7.03,
N8. 00. Thé structure was confirmed by NWR anal ysis. 50 EXAMPLE 4.
Z-Ay-TRI S 12ARDEY(5YB g¥wad ivcubdestl in DRIE (29 dhné Watérd9tiCat 66°C With 81 mNethdNbiarhifd)d
m ) and wgHen. (267 m) and i ncubated at [err] at pH 9.0 for two days.

Puri fi cat i onTHeyregefienpeas ahdniteed-) MPLGoane aher aventyl idards Ithe frdiationof He\titld Rintpoail was
whi t e powdempletyiwith 32%. gitiegcy BB HBLG. tRnaparative; HARC yiaidd8 a shodmatogtapligaliy ipore (pragiGet
(sol vent 3.26 ¢:B8% tHebryWBE0.8D, (Slvent hpBnd G82d$olvenid); HIPLE BY5.106rr] C53. 84, HG6. 48,
N8.97. Found C54. 15, H6.56, N8.68. The structure was confirnmed by NWR

anal ysis. EXAMPLE® 0 506 748 Bl EXAMPLE 5. Z-lLeu-TRI'S Z-Leu-Owe (5g) and

TRIS (16.2 ¢ 200 n1) and water (134 ml) was incubated at pH 8. 0
and [ er¥] FoRMA A 0 TRISEY '-'°- |bed (Exanple 3). 5
Purificati on repar at| ve HPLC & 4% of theo 0
anal ytical | é “s'“ ng'F M‘?t B3 V"Qﬁ z éﬁ ' ZerBMe: 4
HPLC Rt 6 A d lj"’%‘;‘;g" °f ?&E wdithe e aing
TRLS (1Q. '°55"9 é"§o°F?ﬁ % TSRRFTVRYt er (88n1) was
' TABLE 1
Substrate Efficiency 1 Day Incubation | Efficiency 3 Day Incubation | Efficiency 7 Day Incubation
45 | Bz-Tyr-OEt 81% 79% --
Z-Leu-OMe 81% 76% 76%
Z-Ala-OMe 78% 7% : 73%
Z-Ala-0Bz| - 73% 71% ' 69%
Z-Arg-OMe 72% 72% 67%
s0 | Z-Val-OMe 66% 61% --
Bz-Arg-OMe 58% 75% -

55



i ncubated at [err] for seven days in the manner previously described. The
efficienacy of the reaction was 55% by HPLC. Pure product was isol ated by

preparative HPLC. TLC Rf 0.70 (sEP9&987#§Bind 0. 02 (sol vent b);

15 EXAWPLE 7.

purifie

160 ).

iR,

The m xture was

Rt 5.37".
BOC-Al a-11e-Phe-TRIS 8.6 g of BOC-Al a-I|e-Phe-Ove was added
to 20 g of TRRS in DV (240 m ) and

incubated at [err] for four days (yi HPLC 66% and the title corrpound

hv prepar at ive HPLC to m ve the anal yt cal PP adiot

Hhel d

1.4 g;
6.55' .

IS =

4 Buttshrate Sgn)m

Anal . calc. f

RteQUH0) 1 Bay| \

or Iheybatipn C5

Serrect

VRatet (UseF) 2Py Incgbation
7. 65, HB8.37, N10. 34/

I \WAV AV AVE Y

Found C58.01. H8.

SR%MEP%WU')HPE g

Rt
2,

N9. 57°

DVF (273
The reac
the titl

XA

e gougE:Nd

75 (-
[ @yalENe TN

Aggs ] HAN
er g2doour )
I t ougfheby H
s 39emenpl

OLAM NE gj&a- OEt (§
At [ errotegdh 91 ni

PLC and gafgrsr twent
pte Wit leeB3% ef fi Ci

b. 73 g) was i ncubat ¢
et hanoliag®ne at pH

hour s 1obme formati g
ency by BWRB%. Prepar

din
11.

n of
ative

HPLC yj el dedegombr orfat oga.2qshi ca Rt

0. 50 (sol vesfryrtgetand 0. 828990l v

|y puress2esduct (2|26 g: 38988%eory),;
ent b); 828 Rt 5.10' . EXAVMPEE 9 35
FORMATI @vairdméNO ACl D449% Rl S COVPLEXEB4T®Nnpar ati ye reactions were ruyn
usi ng Z-Ceu-OvE, Z-Ara-QOwe, Bz-Iyr-Oet, Z-Ala-0Bzl; Z-Arg-Owe; Z- Val-Owe
and Bz-Arg-Owve. The efficiency of the reaction of these conpounds with TR S

and the g LBlioWhi ch the reaction proceeded are set out in Tables 1 and 2,
respecti : TABLE 1 Substrate Efficiency 1 Day Incubation

Ef fi ci engorMaTidVOF BEERARGARP-TRISf f1 Ci ency 7 Day | ncubation 45 Bz- Tyr - OEt
81% 79% -- Z-Leu-Owe

81% 5.28 grams of Z-Leu-Arg-Trp&0he was added to 7.8 grams of TRIS in T@/M/ef AbleenTidpsisting of
78% % 60% DMF and 40% H20. The 7&tion was allowed to proceed at 60° for 16@0day’s #|pi- 10BZiLeu-Arg-
73% Trp-TRIS was recovered by prepa8tive HPLC. Efficiency by HPLC - 43%. RE®P2 (Solvanid)- Ove

72% 72% 67% 50 Z- Val - Owe
66% EXAMPLE 11 61% -- Bz-Arg-Owe
58% 75% 55 9 EP 0 506 748 Bl TABLE 2 Substrate

25
50mm = FEQRMATIGN-QF Ba-Tynivg-LyRJRS (Used) 3 Day Incubatlon

| ncubation | ncubation 5 Bz Agt added t 7275
et was ed to g 03

Z-Arg 25 grams of Bz
(g e reaction was allowed to p!

. AL a ONp9% BMF and
Z Al a8 HPLC. Bz-Tyr, lgg- RIS was recovered by prepar

Rate (Used) 7 Day

IS in 150 ml of solvent co%n%nélinzg/l 00%
or four days and gave a 50% yiebdo

94. 8%

64. 29%
85 28% B%lpiﬂp%jw OF FAm&fn,&ﬁMﬁLexes oy 15%‘;
EXAMPLE 12
% Z-Ala-TRIS-TRIPALMITATE

A solution of palmitic acid (8.10 g) in chloroform (100 mi) was added to a stirred solution of Z-Ala-TRIS
(2.75 g) in chloroform (60 ml) and DMF (15 ml) and the mixture cooled in ice. After dropwise addition of
6.50 g of DCC in chloroform (30 ml) followed by 0.4 g of DMAP in chloroform (10 ml), stirring was
continued at 0°C for two hours and then at room temperature for 18 hours. The esterification reaction was
monitored by TLC (solvent systems b, h, i and j). The resulting DCU was filtered off and the chloroform
solution serially washed with water; 10% aqueous citric acid; water; 10% aqueous sodium hydrogen
carbonate and water. The solution was dried over sodium sulphate and the solvent evaporated under
reduced pressure. The crude product was purified by chromatography by three different methods:- LH
Sephadex; silica gel and Florisil. All techniques gave analytically pure products that gave a single spot on
TLC; Rf 0.72 (solvent g) and Rf 0.29 (solvent e). Yields were 62.0%, 63.8% and 68.5% respectively. Anal.
chem. for CeaHi12N20s : C72.65, H10.84, N2.69. Found C72.58, H11.22, N2.31.

Fatty acid (palmitic acid) content by GLC analysis was 70.1% indicating full esterification of all three
hydroxyl groups of the Z-Ala-TRIS (Theory 68.7%). NMR results were consistent with the proposed
structure. Products made with Z-Ala-TRIs prepared by both the chemical and incubation methods yielded
analytically indistinguishable products.

40

50

EXAMPLE 13

%  Z.Gly-TRIS-TRIPALMITATE

0.94 g of Z-Gly-TRIS was reacted with 3.30 g of palmitic acid; 2.5 g of DCC and 0.12 g of DMAP (as
per Example 12) to give a crude sample of the title product, 2.05 g, 67% Theory. Purification on LH

10



Z-Val -Ove 4.19% . 22.40% 15 EXAMPLE 10 FORMATI ON OF
Z- LEU- ARG TRP-TRI' S 20 5.28 grans.of Z-Leu-Arg-Trp-Ome was added to 7.6
grans of TRIS in 160 mM of sol ventEPcHHRE #8iBly of 60% DMF and 40% H20. The

reaction was allowed to proceed at [err] for four days at pH 10. Z-Leu-Arg-

Trp-TRI S eco er ed re tive HPL iC y HPLC

0.72 (sol é%ﬁ nd bﬂrv&ﬂ%k?? s %%?@%fge#ra'%é e
grans of BJ | ﬁt f %vgz %W. full ml:a'ilccaflfro il thred
sil/\[/ent CE}% %? 2 Bropgsggeed
at—Tlerr

Bz- Tyr - Ar %ﬁcca“%gémfm : Q@{ﬁr y pr epar at Ve HP CUba %‘E’IgeAﬂl-l\’%s yl&‘ﬂed(]:
FATTY ACI D LEXES EXAMPLE 12 35 Z-Al a-TRI S- TR PALM TATE A sol ution of
pal mtic pgAMPLE&410 g) in chloroform (100 mM) was added to a stirred
solution of Z-ATa-TRIS (2.75°g) in chloroform (60 m) and DVF (15 nm) and

t he m & uzEaTRISFHIPALMITAE After dropw se addition of 6.50 g of DCC in
chloroform (30 m) followed by 0.4 g of DMAP in chloroform (10 m),
stirring wad.14Q of Zant-TRISaas sactpdwith 3.300g oft patmiticcagids2.510 abf DO and0.12 @ offDMAP (as

t enper at upe Examplel 8) trogivesa cridecsample of thp ititeaprpduat. Pwilicatioroen agiicavolpint pieldet HT8 gL C
(sol vent ©&¢-8%ckhgory, of [analyticalin ghure prodigte TLCSRN.Q0; (seivemC) andh 9.87 i(dolvent ki Apdlf calgnter t he
chl or offor Ga7Hoh NeQe 6 rC7388.i Hil 0§ NBSHEQUIN\/CTH74nH1 652, N2.88oFadyuiecislicontont 66,08 Fhpaly

wat er; 1088"8ueous sodi um hydrogen carbonate and water. The sol ution was
dried over_sodium sul phate and the sol vent evaporated under 45 reduced
pressure.gﬁm—&ﬂade product was purified by chromatography by three

di fferent LIJE‘%d@Y ] Sephadex silica gel and Florisil. Al techniques
gave afhl GREIEEY B!S pr oduct s t hat gave a single spot on TLC Rf 0.72

(sol vent Q) Za},ung. | &wﬁ myX a3 9 % i (%
t mg) in.
L1 22, 'V@QA Myymb gl"am e%éa ; n.%"ratbﬁ Gt yy.eﬁ% bt %ﬁ 1%
d

nipe fﬁ
i ndi cabd NBredi |on9|%ﬁrqjdhi/écﬁt@ﬁ|{n ﬂro@ﬂ‘lgﬁtl LC gave
Z- Al a- TRI Ssifg of RPG 63 (¥Biven ®2obdi @ re consr stent W th the proposed

structure. Pro ucts made with Z- Al a- TRIs prepared by both the chem cal and
i ncubat i oexawFLBa@ds yi el ded anal ytically indistinguishable products. EXAMPLE
13 55 Z-Gy-TRIS-TRIPALM TATE 0.94 g of Z-Ay-TRIS was reacted with 3.30 ¢
of pal ma t Z-AlaTRISITRIAURATE of DCC and 0.12 g of DVAP (as per Exanple 12) to
give a crude sanple of the title product, 2.05 g, 67% Theory. Purification
on LH 10 32Pmg obZBlaTTRES BY 88t pigdaleis acit was feadterhwithe825 ggvRCGrandl 4ptma BMAK inpaur e
product i manpgosimilag tosRakdegcrbed forcExpmple i12: divaporatfyncdf ftfe sQiverg yiplderd TA@rmng ef)crugadite. 85
(sol vent Arpduct-Fhig wag, durter é&%ﬁ%@l%"‘&f@" @plump Hgirgnthe lhgxamm-ethyh qthpr goivent\(aixiurge 98

i ndi cafd ndjuants) $204ag @P-P¥; o Zhepraticaly pf the fitler qempeund yas ErgMeredi BGH O (Baiient g) and
Z-dy-TRI 7(?%‘@6?“} 69.6% . NVMR results were consistent with the proposed 5
structur e)%mggzt s made with Z-Ay-TRI S prepared by both the chem cal and

I ncubat i s yielded anal ytically indistinguishable products. EXAMPLE

14./10 TATE 1.10 g of Z-Leu-TRIS was reacted with 3.30 g
pal a %?emaﬁsﬁg@%yf DCC and 0.12 g of DVAP (as

326 mg of Z-Ala-TRIS and 464.7 mg of caprlc acid (n-decanoic acid) was reacted with 825 mg of DCC

and 45 mg of DMAP in DCM in a manner described in Example 13. Purification on Florisil with hexane/sther

and methanol gave chromatographically pure title product; yield 480 mg (61% Theory); Rf 0.54 (solvent g)

45 and 0.25 (solvent e). Anal. calc. for C4sHy¢N2Os : C68.49, HO.71, N3.55. Found C68.96, H10.23, N3.18. Fat
content by GLC was 63% (Theory 58.9%).

EXAMPLE 18

50 Z-Ala-TRIS-MONOPALMITATE

700 mg of Z-Ala-TRIS was reacted with 500 mg palmitic acid and 410 mg DCC and 20 mg DMAP in

the manner similar to that described in Example 12 except a 1.3 molar excess of reagents was used instead

of the usual 4 molar excess to generate a construct with predominantly one fatty acid attached: some di

56 and tri-palmitoylated product would also be expected. Yield of crude, mixed products 1.12 g (Theory 1.20
g).

Fractionation on Florisil gave three major products in the ratio of 0.27:1:1 with Rf's on solvent g of 0.73;

0.26 and 0.0 respectively. Fractions 1 and 2 are isomeric dipalmitate derivatives analysing by GLC as

11



per Exanple 12) to give a crude sanple of the title product. Purification
on a silica colum yielded 1.78 g (54.9% Theory) of analytically pure
product; TLC Rf 0.90 (sol vent g) EBQPB0874¢Blsol vent k). Anal. calc. for 15
[err] : C73.08, H11.06, N2.58. Found C73. 74 Hll 52, N2.29. Fatty acid

cont ent o) 10 - a- TRl S- MYRI STATE Z- Al a- TRI S
(326 :,aﬁtalgr{ {wy} nﬁ ecGI relative. t%ﬁéf d@\ re§ Te b P9 %) While ﬁra_atlogiam | ar
rranner ty Sl o F-SteMe Y Y was
added and stlrre or two hours a err] foIIovved by 16 "hours at room
tenpegateampLe pd tial purification yiel ded 720 ng crude product. 25
Precipitation Trom DCM acetonitrile yielded 640 ng. (66.9% of the

t heor et i Bog-Ala--PHelvRuS- THIPAMITAFEUCt . TLC gave a single spot of Rf 0.63

(sol vent” g) and 0. 29 (solvent e). EXAMPLE 16 30 Z- Al a- TRI S- TRI LAURATE 326
ng of Z- Al BOG-RSe-BRETRIO HipaMitdteawdsi opardid Gh MV@ifmilsr Hahe? o BkaidleSi2Tromta &fdiortitd 45
Ny DMAP BOG-Ala-tieeRhedRISSE00 g in 30amit dhidiofoets; il 1Mare); demitticacaPh @ 1A 20 mEMdGS@S,1 ON
of the $8% gt DGE @l e cRArBlomyandiDMAPLEEMY int f0@n oFicreRoer) at OPOIfcH 2\WeAS's &ndTat fo6rh

puri f i edereperaturgdonts loirs. col urm usi ng t he hexane-et hyl ether solvent m xtures
as 35 el uahftes therormovalipof (DO, Bvochibrofolie seleon was ashbd ahpretiously elescabaaOiwater, vinie
recover é‘ﬂ water; sefiu hydrogencriatberate, Wated.nifte the 7eniayel of @sivent: the dilXAdstald-was7dribd

Z- Al a®T 'Sdem"thﬁﬁ:slTE 326 ng of Z-Ala-TRI'S and 464.7 ngy of capric acid

(n- deca &Hda '% WP%%!?P'«!QF ipiegnesand appprtion oiIEselytian nwifiedyorod FID#s\Rolimn. DCM
in a ma °1'ES? g o1upreagieg paimiicacidand gtherHmpyrities. [Theyitle tproduct
hexane/ &t QrQPQ) )a |RE°&'P gtywag gblained, 3s| a8 ol wiinhwes

yi el dzo '°"'5° ‘g;ﬂt' ?° ‘513 07356 5ng4 4% o) aneewp'eémt °@)
Anal %as 961 g, Witk ou73P }5 78 AR08 S el R el B

Fat co 03
Z-Ala-T IS— ALMTATE 700 ng of Z Ala TRI'S was reacted with 500 ny

pal mti exaabie #nd 410 ng DCC and 20 ng DVAP in the manner simlar to that
descrasbéd 1Tn EXanpl e 12 except a 1.3 nolar excess of reagents was used

i nst ead zalia-ETHANOEAMINE-MONOPAIMIEATEESS t O generate a construct with

predom nantly one fatty acird atitached: sone di 55 and tri-pal mtoyl ated
product wodb chgak the Zwla-etigpoiariae was\iesdied vith 620 Mg Paimiic 486 536 MY WICSand 38 fag Dt

( Theor y DMARGn @EM oM @5 péri EXBmpIa 1B Thel rhikilre Y @vépbiaRe t6MBiyRss ﬁﬁ@féb}%& onN the
rat i @o oflo@sil 2218 mglof wrodixt RE0%sthenny) swes isalated. JLOTRS 0.16 Bolvéht g5 0.841@olbenDc, twice) and
respect Pd2(sgiventd)act i ons 1 and 2 are isoneric di pal mtate derivatives

‘anal ysing by G.C as 11 EP 0 506 748 Bl containing two fat nol ecul es

rel ativEgALMgE_A'- 2Al a- TRI'S (56% and 59% resp.; Theory 59.6% while Fraction 3
was con |stent W|th beln a rmnogAImtate derivative (fat content was 40%

Theor"il . '-M'\'EATEMPTN%TB'S‘?TMJQ (24.5% Theory).
5 EXAI\/PLEL.19 B%ﬁ - - Phe RI S- TRI PALM _TATE
BOC- Al a- | | é’° Ser §4 ;5% a%evwa ﬁ'v sAeriPpiant hrapheeste aed

Exarrpl e rg%ﬁ v ﬁn v.j';iLi;L an%gt ”g At%'mg ﬁ "rﬁ‘ k%gﬁgﬁ)”g}b‘esﬁm ng of

%r Isn a;;&dm '% r& Waqaf e Egda- ! npalmltaq(e ar?J ﬂa-‘l)ﬁlgil' rlpa mifat wi f or 2

INCORPORATION OF 3H-THYMIDINE

SH-thymidine incorporation experiments were carried out in Linbro-Titertek microtitre plates (Flow
Laboratories, Inc., U.S.A.) following the method of L. Bradley in "Selected Methods of Cellular Immunology
(1980) Eds. B.B. Mishell and S.M. Shiigi; Publisher. W.H. Freeman and Co., U.S.A. pp156. The tests were
carried out externally by Dr. D. Rathjen of Peptide Technology Ltd. Dee Why, N.S.W.

50 Cell lines tested were:-
L scvmo a B-cell lymphoma (obtained from the Centre for Immunology, Sydney University, Sydney,

2. U937; a human monocyte-like3 histiocytic lymphoma (source: American Tissue Culture Collection).

56 METHOD (EXAMPLE)

RD10 celis (at a cell density 5x10°/ml, 100 ul/well) were cultured for 20 hours at 37°C with 5% CO: in
RPMI 1640 medium, supplemented with 10% Fetal Calf. Serum. Samples to be tested were mixed and
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tenperature for 16 hours. After the renoval of DCU, the-:chloroformsolution
was washed a$S previously described (water, citric acid, .water, sodium
hydrogen carbonate, water). After BPfR506H@BA of solvent, the oily residue
was dried 15 (Crude yield 1.66 g). The crude product was di ssolved in

geﬁgnesglng@%? n of the so utr g’g@h% W%F‘%aj {:‘i ég l&&:{}&‘ dJ-elgje ne:

impuritie ﬁeo wﬁﬁ"% E i te red
50: 50 (15 ] 0 ed
f rom tf g{/ qadsc' § “t'@ %VPQ co oungIlc ny; 66 4% Tﬁegrly) | Save

a singl e LT8N 20 TLC Rf 0.44 (sol vent g) and 0 13 (solvent e). Anal.
chem for Fer rT]g C70. 71, H10.83, MN.46. Found C70.72, H10.78, N4.14. Fatty
acid conte g,epya,@qgumnzﬁa%,éguh@ory 56.9% . EXAWPLE 20 25

Z- Al a- ETHANOLAM NE- MONOPALM TATE 540 ng of t he Z- Al a- et hanol am ne was

react edo W t RHEYMIdIRG upRke Byt RIEI026lisGhowed @ 3Aolintieasadn &l pralifeafion[oviBaredto DaNtond
DVF as pemhiExsaithe rahge of Tdther IknovinUrhitogivics campaias tge (phirtohadmaggletiin gimes 9 611D faled
on 30 Fl onc®ade.undt thesaconditions. dTtiel edmple2 @8htdinirgoras TRIS:Idpalmitete awvhe . theTN-@rrhihal Or the
(sol vent @lanindis Irde, §lowkd @ slightly, dintinished yespanss @mbared with Z-Ala{TRI$) Tripdiittd>LE 21 35

M TOGENI C EFRfGdiSe @icorporation-of RiieSUSIR| delis NhsT AT Elighi\Epnixash - CFR? % Teytplaeng Fahigher

Li popepti dencenritions)indicajgsicslight PYle@sfbgérAs('EV@)e&PBaﬁﬂ‘ Eﬁ"\g] ARH&“"‘CJ’W‘&'P‘@"

pot ent | ymempias\shawed slightivedimipighed gespenses compaspdwith 2 a‘T 1Ttied) n et al., Biol.
Chem Hoppe-/i9el besgppregiated by,pezsons sldllod '““ﬁﬁ's‘@ate Efﬁfﬂ‘s s maglift ‘iﬁ‘"?ﬂ‘é@t“?y ‘Plown
t o i nduce megtisuthe ¢ P’B’P’bi‘? é'i"’gﬂ?’%mfﬂpﬁﬂff? "ét1°d'5‘|9“t Pgiting EB

Seyl er, 3ingent 7%“5'8 scriped Fgery, ARPREP 8% %f?fP'\‘?eta ?rﬁ%'re" oj 68 e

mit gerf?c"e?"'ia @ead ppt ¥ 'V?Jf our constructs, Z-Ala-TRIS-Tripalmtate and
AI a- TR Sﬁﬁﬁal mtate were exam ned as fol | ows: | NCORPORATI ON o

3H THYM D t t i
Li nbro-Ti ter eEo ﬁ%r@%ﬁ? %%.?E%a“ Eb%"r(ab?(r)?gg@ éa‘ﬁ?trﬁ', ‘E:IJ'aI[lj Ut 1n

fol | owipg 4t gy in "Selected I\/ethods of Cel | ul ar
| mmunolBoy (%ﬁm@g"%m"" shel | and S.M Shiigi; Publisher. WH

Freeman and Co., U S. A ppl56. The tests were carried out externally by Dr
D. Rathjen of Peptr de Technol ogy Ltd. L[ggdMy.gr,N S W 50 Cell lines
tested were:- 1. RD10; a B-cell |ynpho %obtar"ned fromthe Centre for

| munolgegy, Sydney University,ySydggy. rTEswcﬁ OWXR, a human nonocyte-Iike3
hi stiocytic |ynphoma (source: American Ti ssue Cul ture Col l ection). 55
METHOD (EXAMPLE) RD10 cells (at a cell CEyGi4RHx105/m - 100 ul/well) were
cultured for 20 hours at [err] with 5% [err] in RPM 1640 medi um

suppl enented with 10% Fetal Calf. Serum Sanples to be tested were m xed
and 12 s  EFn@hslD¥ repiegents ansasminacasideppplife: of derfyptive thopaot and it Re @Srt&émth%tfﬁ"@ﬁ'of
5000, 500, Stiffesantiand afrygither hydregen @nacy) oreHPp dertyedsfromtaitacids, &t foastopg off. Raand B | s
were pul sed k@ngrn geyborgen derad fromr i aeId.  hyni di ne and the plates i ncubat ed

o AT L S RIS TS AR T R LS 305 e

3. A compound as claimed in claim 2 in which Ry, Rz and Rs are the same acyl group derived from a
fatty acid.

4 4. A compound as claimed in any one of claims 1 to 3 in which the acyl group derived from a fatty acid
has a carbon chain of 3 to 18 carbon atoms.

5. A compound as claimed in claim 4 in which the acyl group derived from a fatty acid has a carbon chain
of 10 to 18 carbon atoms.
50
6. A compound as claimed in claim 5 in which the acyl group derived from a fatty acid has 16 carbon

atoms.
7. A compound as claimed in any one of claims 1 to 8 in which Y is cysteine.
55
8. A compound of the following formula:

Y-NH-CHz - CH20 - Ry
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by liquid scintillation counting. Al assays were performed in triplicate.

5 RESULTS Figures 6 and 7 sunmari ze the results. 10 [e
uptake by RD10 cells showed a 3. dpbh%od 7ugBHcase in cell nlllmmmumuml"l"l
conmpared to control. This is in the range of other known m t ogerti '
conmpounds e.g., phytohaemagglutinin gives a 5-10 fold increase under t hese
condi ti e&ﬁcatea’hﬁth FgIbdAEn aéahtantratign Af 5000,FRI0G-50rang & lugirtl ando100wh aliqeots bdsled to
N-t er m gl cels. Théesolldlwarsi putsed with 0.8 @Cirei @hdithpmidine gitt the pldiesingubated dorrfeus merss e
conpar etouné béford haketinRITES @k Satomiarvester, Ligin Horwely).rfecornaratedl pesiogetivibnwast meapwed Jg 37
cel | s wasg liquichscitillatignt coanting. Al essaysoyessseerfoined ivitipligate. and at hi gher 15
concentrations indicated slight cytotoxic effects. As in the experinents
using BREBULTS, Al a-TRIS-Tripalnitate sanples showed slightly dim nished
responses conpared with Z-Ala-TRIS-Tripalmtate. It will be appreciated by
per sons Figkres B @p T spmmasizesthe repyits, numer ous var| at i ons and/or nodifications

y be madae to he mvE

ma S sho =l ut
depar’f’l : % g %Ehﬁ‘{?eﬂsfb I%c%m R&e ﬂf{ Eﬂ%ﬂ@rg mﬁgsem
errbOdl crease under t ?ﬁ% Cohamons: T |t£t§ %tttﬁ I@-ﬁrnapal or the
i 11 ust r Eg ﬁ%hég‘%o é’écﬂﬁth Zol(la-i' §-Thgdhrhiawd Ng

Contract ' rdgf U93 lIs Lkias, nFsiighetbontfast, clode td-tontrbilUand\kt, highar 25
1. A 1§O%P&U ttht utd‘hﬁt o&ﬂlc feRbdE) A§—1n th& Bxpbrineats using B-coky| AlB-THISSRpaIRRANT S
an am NQagfdshodsadigl égcliﬂt‘n &1 ﬂeyp%hée‘éeorhﬁmard@mﬁp ZaneTHiISTidaindate. t he same or

di f ferent @pﬂ b8 bSbrétiateddy pbissHsREifed i the AR YHat GUNRILDS vasiationy ard/of modificatidng yaybe ds,
at | eastma@8qo &o ihvdhtich d36shbgh MNthd 8yecifig fembidirdents withdutf departing ffamt the ssopedof the A
CoNMpouUNGhvaion bebroaNy descriobdaiTia present envibiodimerdaa b, tskefdre rta he consideresy kil rgsnects s

der i vaed ilfusteaivel satl hyt rddlrictive. aci ds. 3. A conpound as clainmed in claim?2 in
which [err] are the same acyl group derived froma fatty acid. 45 4. A
conpouncClamscl ai nred in any one of clains 1 to 3 in which the ac roup
der i ved Glaimser thetoligwiag Cantraeting Statasi; AT, B LiHn DB FR. 38 SRy idY) él'o%s
compound as clained in claim4 in which the acyl group derived froma fatty
aci d #adl- aAcarprayrd efrng fellowing o9yl 18 carbon atoms. 50 6. A conpound as
claimed in claim5 in which the acyl group derlved froma fatty acid has 16
carbon atons. 7. A conpound as cl ai me% ~one of claims 1 to 6 in which

Y is cysteine. 55 8. A conpound of th HB§I ing formula: [err] 13 EP O
506 748 Bl sonicated with thi cenjration of 5000, 500, 50
and 53°ug/n1 and 100 ul ali qug mziﬂ% ) ta?t}f(agel Ir% The cells were pul sed
with 0.5 uC/well of [err]-thym dine o hegpl ates incubated for four nore
hours before harvesting (Titertek SkatT@n harvester, Lier, Norway).
| ncor porated radi oactivity was neasured by liquid SC|ntiIIation counti ng.
Al agsaysinWaich YYeprbshiZRf ainfto takid,Peptit tof derfvative thereof and Ri, Re and Rs are the same or
different and are either hydrogen or acyl groups derived from fatty acids, at least one of Ry, Rz and Ra
being an acyl group derived from a faity acid. .

2. A compound as claimed in claim 1 in which each of Ri, Rz and Rs are acyl groups derived from fatty
40 acids.”

3. A compound as claimed in claim 2 in which Ry, Rz and R; are the same acyl group derived from a
fatty acid.

45 4. A compound as claimed in any one of claims 1 to 3 in which the acyl group derived from a fatty acid
has a carbon chain of 3 to 18 carbon atoms.

5. A compound as claimed in claim 4 in which the acyl group derived from a fatty acid has a carbon chain
of 10 to 18 carbon atoms.
50 : .
" 6. A compound as claimed in claim 5 in which the acyl group derived from a fatty acid has 16 carbon
atoms.

7. A compound as claimed in any one of claims 1 to 8 in which Y is cysteine.
55
8. A compound of the following formula:

Y-NH-CHz - CH20-Rs
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RESULTS Figures 6 and 7 sunmarize the results. 10 [e_r"r']' thym' dine -—u- -
upt ake by RDIO cells showed a 3.4 fold increase in cell

conpared to control. This is in tERO 50648 BI ot her knovvn !If
conpounds e.g., phytohaemagglutinin gives a 5-10 fold i ncreasoe

conditions. The sanples containing Al a-TRI S Tri pal mtate, where the

N-t | th A j mi ni shed
compar ed w1 o e;frf, 3 aprian .o i, o papls o MEPL A ThGPRTROR 0Pt REios7

cel I s was Sﬂ?rast close to control, and at higher 15

R If%gf““} m‘:ﬂ PG 7B R o i RS BB

responses corrpare W t -Tr| palmtate. It will be appreciated by.
persons §&iA tdafhoind ok BRimdA In daltd .nwsﬁ i3Syl YRl Adrivéd WomPd YatyOdcidHasth EdrScalch&i's
may be madey i®iwoliBearbéhvaidaisl 0N as shown in the specific enbodi nents w thout
departzpng fromthe scope of the invention as broadly described. The present
enbodi mem. A &snouridhss rchintdan clhim 106n GRS the @ty drolp detivdd ot P Gy ScidiBas@ carbon
illustratiwewmnd not restrictive. Clains Clains for the foll ow ng
Contracting States: AT, BE, CH DE, DK, FR, GB, &R IT, LI, LU N, SE 25
1. A conpduredmpbund ae claimbd v\enyngnefobelaims 8o T1dm which36is cysteinen whi ch Y represents
an amo acid, peptide or derivative thereof and [err]are the same or

di f f er entis- anwethaddordhe: ienaratisnchf a gempound of ghefollgwing fonulder i ved from fatty aci ds,
at least one of [err] being an acyl group derived froma fatty acid. 2. A
conmpound as clainmed in claim1 in which each of [err] are acyl groups
derived fromfatty 40 acids. 3. A EHaBounBias claimed inclaim2 in
whigh®ferr] are the sane acyl é!gro%& denj ved froma fatty acid. 45 4. A
conpound as clained in any on€ of 1 $303 - R2whi ch the acyl group
derived froma fatty acid has a carbon f 3to 18 carbon atons. 5. A
conmpound as clainmed in claim4 in vvhicﬁﬁtzﬁe acyl group derived froma fatty
acid Ras a carbon chain of 10 to 18 carbon atonms. 50 6. A conpound as

clai med i n el RpleBentd tinGhhi Jo%id %Mﬁde%F AetRatiE ib6itnd ROR, Bnd A b ttJakle 8RS 16
carbon at Olferedit ané afe QR Hykto gﬂ; aaavmasmqa@ ks, Gt BhsiBnelof R, O ahd 1RV ch
Y is cyst eiggfg aracy-gradp Qﬁma@u.aﬁl o B@df&hb% iRy &dbrAvoubcE6i the JoAnula YEP

506 748 Bl GODRMM Which'Ry RIUKGISER AkyS wil trdMBtHARMING Ghd therB&HeE teBlling WittflGriel of More/ Rty
thereg andgciierr] represents an acyl group derived froma fatty acid. 5 9.
A conmpound as clainmed in claim8 in which [err] is an acyl group derived
from a f#4 tAymetboddashaeimengn alaicatdoio rwhich aadh obRi, Retand B3 amaacyl @oups deviged fidth faily
conpound ascid$.ained in claim9 in which the acyl group derived froma fatty

acid has a carbon chain of 10 to 18 carbon atons. 70
35 15. A method as claimed in claim 14 in which Ry, Rz and R; are the same acyl group derived from a fatty

acid.

16. A method as claimed in any one of claims 13 to 15 in which the acyl group derived from a fatty acid
has a carbon chain of 3 to 18 carbon atoms.

/
40
17. A method as claimed in claim 16 in which the acy! group derived from a fatty acid has a carbon chain
of 10 to 18 carbon atoms.
18. A method as claimed in claim 17 in which the acyl group derived from a fatty acid has 18 carbon
45 atoms.
19. A method as claimed in any one of claims 13 to 18 in which Y is cysteine.
20. A method as claimed in any one of claims 13 to 19, wherein Rs is selected from the group consisting
50 of methyl, ethyl and benzyl.
21. A method for the preparation of a compound of the following formula:
Y-NH-CHz - CH20 - Ry
55

in which Y represents an amino acid, peptide or derivative thereof and Rs represents an acyl group
derived from a fatty acid; comprising reacting a compound of the formula Y-COORs in which Rs is alkyl
or aryl with ethanolamine and thereafter reacting with a fatty acid.
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11. A CorrpoUnd as claimed in claim 10 in which the acyl grou derived from
a fatty.acid has 16 carbon atons. 12. A conpound as cl ai mﬁuuﬂ", mﬁ “
claims 8 to 11 in which Y is cyst &Pe5061H8BY. A net hod for m Iﬂ l,
of a conpound of the foIIovm ng fornul a: [err] 25 in which Y répr bseht ¥ art

am no aci d egiﬁ] i de or l’l vatlve t and OL&J ar a‘t Q" havi
m L PRI B e VAR o 8 Y e reung s
g{frggg?tonm?"gﬁé'ﬁ"fy H\ﬁ? gr%lp g}erl ved ?rom a fatty aci é; s

SR " A B T ) s s
fatty%(r) crfiﬁ' met hod as clained in claim13 in which each of

[err] arg, %Mnkth&f QURSMEE Il S 25 i Whibrinb Ecﬁ%lrddﬁ dervad ¥6m o YaWPAdORks S atoah Med
in claiml4 ggheWhi ch [err] are the sanme acyl group derived froma fatty
acid. 16. A rrethod as claimed in any one of clainms 13 to 15 in which the
acyl gnreups. dembtdichs lamidt @ dnibf JairiC210to b whick Jiidyaeiadlai N of 3 to 18 carbon
~atonms. 40 17. A nethod as clained in claim16 in which the acyl group
derived fe®m methat dsyciaimaddn b@ysona ot clailn® 21 ©les) wheeein Rs(is Selecled foar thepgrowpt @nsisting 8.
A et hod as ot mathylpathyl enddegayln 17 i n whi ch the acyl group derived froma
fatty acid has 16 carbon 45 atons. 19. A nethod as clainmed in any one
of cl airsrs Claling for 1@ followirei Gantracting StateiB$ ne. 20. A nethod as clained in any
one of claims 13 to 19, wherein [err] is selected fromthe group consisting
so of 1neft Rgthod f@ttmfepaﬁ@"lﬁﬁfeﬂ‘mu’ﬂl““‘AW@‘Y'PR)’G"'?”@I’ the preparation of a
compound of the following formula: [err] 55 in which Y represents an am no
acid, peptide or derivative thereof and éeér] epresents an acyl group
dgr;ved"froma fatty acid; conprising rigde i ngk conpound of the fornula
[err] in which [err] is al kyl @ ‘aéﬁl %anol m ne and thereafter
reacting with a fatty acid. 14 0 06 2. A nethod as clained
in claim2l in which [err] is an acyl gpgug degived froma fatty acid

havi ng,a carbon chain of 3 to 18 carbon afoms. 23. A nethod as claimed in
claim?22 in which the acyl group derived froma fatty acid has a carbon

chain 5 in WhichlP rdpfosehts dnHini@rhcia! opide of derivliveRiefeBICind Ry Th.2nd el alethedartie B 23

i n whi ch t hesirfe and BRI AfdrdbRR of dcPbraupd adrled R folty ke, k6least HOST RALRMERd RO

25. A net hotbeing af|adyl rgeship derivda iromf a Elttpiabil; cdinplisihg2radtify Witbrapould bSthe Ya@inala IYe.

26. A p@t hodOORs G @hicfeHs isralikgngt aBn @ittofrontdttaiming afd thoeafdb reatting with ond @rmdre fatty

sel ected fraoidé.he group consisting of nethyl, ethyl and benzyl. 15 Cains

for the following Contracting State: ES _
2. A method as claimed in claim 1 in which each of Ry, Rz and Rs are acyl groups derived from fatty

acids.

3. A method as claimed in claim 2 in which Ry, Rz and Rs are the same acyl group derived from a fatty
acid.

4. A method as claimed. in any one of claims 1 to 3 in which the acyl group derived from a fatty acid has
40 a carbon chain of 3 to 18 carbon atoms.

5. A method as claimed in claim 4 in which the acyl group derived from a fatty acid has a carbon chain of
10 to 18 carbon atoms.

45 6. A method as claimed in claim 5 in which the acyl group derived from a fatty acid has 16 carbon atoms.
7. A method as claimed in any one of claims 1 to 6 in which Y is cysteine.

8. A method as claimed in any one of claims 1 to 7, wherein Rs is selected from the group consisting of
50 methyl, ethyl and benzyl.

9. A method for the preparation of a compound of the following formula:

Y - NH - CHz - CH20 - R

85
in which Y represents an amino acid, peptide or derivative thereof and Rs represents an acyl group
derived from a fatty acid; comprising reacting a compound of the formula Y-COORs in which Rs is alkyl
or aryl with ethanolamine and thereafter reacting with a fatty acid.
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1. A nethod for the preparation of a conmpound of the fol l owi ng formy
[err] 25 in which Y represents an anmino acid, peptide or d l“liﬁm! Hl M‘ !I‘ ,
and [err] are the sane or diff er a0 0674884 ei t her hydr oge

derived fromfatty aci ds, at | east one of [err] being an acyI group derived

fromaf a|d acting a conpound of the for

Lerr] in? iksin ?1% 15,7 1 B 64 o PR Ao o A e e By carbon

reacti ng wiTH" &fdodf e MStty acids. 2. A nethod as clainmed inclaim1 in

Wh' Ch eaﬂt Inet[\odr cla% u?EIXE\ g IPHIR& tﬁe“ }’$ Fuprer%]{j frgrn\tayfa Ca'cg% g’ éarl?’on cﬁhm
(:A fcg he 'sa |as roup aerived

froma fatty aC| rrethod ‘as clal med in any one of clalms 1 to 3in

which th \Y; f n of

3o 18 Chrpendd %é@a"“@t il 11 AV B ol Gf! 65 i 3 et ek PR B camdh

group derived froma fatty aC|d has a carbon chain of 10 to 18 carbon

at o .19 4%93. AmethodiR iclirdd @Sang biedidiiRglo ton2 @ vaidYds bysteibl ch the acyl group

derived froma fatty acid has 16 carbon atons. 7. A nmethod as clained in

any one o, ACinethoitsas blain@ed @ anp ondrofelaimé g 16 18,ywdhbreinIRe is flectdd fidrh the @rodp calsiating®El | N

any one of nadti, ebylbnd lenZyl. wherein [err] is selected fromthe group

consi sting of 50 met hyl , ethyl and benzyl. 9. A nethod for the

pr eparéat Pyantanspdichenpound of the following formula: [err] 55 in which Y

r epr esenPatentanspriiche filx folgendp Yertragestanteny AT, BE,{GHy BE i D F, B8, &Hd"'-[ LdLU} NL, SE

represents an acyl rouP derived froma fatty acid; conprising reacting a

conpoundYofEieryerngynmdesfolpendsn Farpelishi ch R5 is al kyl or aryl with

et hanol am ne and thereafter reacting with a fatty acid. 15 10. A et hod

as_¢l8med in claim9 in which [err] |§:Hag acyk group derived froma fatty

acid having a carbon chain of 3 to 18 on atbns. 11. A nethod as cl ai ned

in claim10 in which the acyl group der|| ved froma fatty acid has a carbon

chain 5 of 10 to 18 cawbonyat ons. cl2. ofr, et hongs claimed in claim1l

in whi,ch the acyl group derived froma fatty acid haé 16 carbon atonms. 10

13. A nmethod as clained in any of clalrJns 9 to 12 in which Y is cysteine.

- 14. A nmethod as claimed in any one of cH3oOms-9 RE 13, wherein [err] is

-~ selected fromthe group consisting of rret hyl , yl and benzyl. 15

Pat ent anspr Uche Pat entansprUche flr fol gende Vertragsstaaten AT, BE, CH,

DE, Dl FRin &8,y {Rsind Amindstiure, leld, Peblid oddFeid Defivaidavoriestdnt GeiLmig Rel@lid ROGIGEHsloN

Formel : 20 véisthidden sindundl entwedexWasserstoff oder von FettsSur@iridiyeleitete Acylglippen sind, wobei

wenigstens eine der Gruppen Rq, Rz und Rs eine von einer Fettséure abgeleitetete Acylgruppe ist.

2. Verbindung nach Anspruch 1, bei der jede der Gruppen R;, R2 und Rs von Fettsduren abgeleitete
85 Acylgruppen sind.

3. Verbindung nach Anspruch 2, bei der Ry, Rz und Rs die gléiche von einer Fettsiure abgeleitete
Acyigruppe sind.

40 4. Verbindung nach irgendeinem der Ansprliche 1 bis 3, bei der die von einer Fettsiure abgeleitete
Acylgruppe eine Kohlenstoffkette von 3 bis 18 Kohlenstoffatomen aufweist.

5. Verbindung nach Anspruch 4, bei der die von einer Fetisiure abgeleitete Acylgruppe eine Kohlenstoff-
kette von 10 bis 18 Kohlenstoffatomen aufweist.

6. Verbindung nach Anspruch 5, bei der die von einer Fettsure abgeleitete Acylgruppe 16 Kohlenstoffato-
me aufweist.

7. Verbindung nach irgendeinem der Anspriiche 1 bis 6, bei der Y Cystein ist.
50
8. Eine Verbindung der folgenden Formel:
Y-NH-CHz - CH20-Rs

85 in der Y flr eine Aminoséure, ein Peptid oder ein Derivat davon steht und Rs fiir eine von einer
Fetisdure abgeleitete Acylgruppe steht.
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25 | CH20 - in
der Y fWr eine Aminosdure, ein Peptid oder ein Derivat da ﬂ'm 'm,mnﬂ

R2 und Re gl ei ch oder verschi eden ER O&§0&MB Bht weder \Wasser "mm
Fet t sauren abgel eitete Acyl gruppen sind, wobei weni gstens ei né dér ui)pe'n
R, R2 und ei ne von ei ner Fettsl ure abgel ei tet ete Ac | gr uBﬁJgP‘r\lgf .%ﬁme

Ver bi ndund- n Aspiuch Bebel dor @Gép W’@tﬁﬁ‘ﬁ
Fettsauren a Epﬁ? é’°'3%?51§ B’B'éﬁ“ el'ﬁlfd 3. Verbl ndung nach Anspruch

scyT o uppdo i Balefed eji% U 2 S R 5 B g

bei der die vonv°é'| ner e| tete Acyl gruppe eine

Kohl enst ofg kgérﬂ.ﬁdg Pk Apé ot o, *sgme?a.afvaf §ifde @aﬁaur@u% Acy‘@mpy@ié)kmﬂa&f
nach Anspruc e von el ner Fettsaure a tete Acyl gruppe

ei ne Kohl enstoff - kette von 10 bis 18 Kohl enstoffatorren aufwei st. 45 6.

Ver bi ndigng2.nadbinddAg ikick! dbndeinek Gér AASHrUCHb 8 bid AN bBI dEY chadid BUr e abgel eitete

Acyl gruppe 16 Kohl enstoffato- ne aufweist. 7. Verbindung nach irgendei nem
der Anspr Weheerfahrbn zur Rerstbiiihg élar Varbiojiump @briiolgedtion Fotinek Ei ne Ver bi ndung der

fol genden Formel: Y - NH- CH2 - CH20 - R4 55 inder Y fO sine

Am nosSure, ein Peptid oder ein Derivat davon steht und ‘R4 fU esne von

ei ner Fettsaure abgel eitete Acyl gruppe . -1&; EP 0 506 748 B1

* 1111111 M1 al Ii 9. Verbindung nach JAnspruch 8, bei der RN eine von

ei ner Fettsaure abgeleitete yl qruppe ist, die eine_Kohlenstoffkette von 3

bi s 18 Kohl enst of f at onen auf vei’s 10. r'bi%g “nafh Anspruch 9, bei der
di e von ei ner Fettsdure abgel e| tete Acyl|gruppe eine Kohlenstoff- 5 '
kétve Vn 10 bis 18 Kohl enstof fatonen a st. 11. Verbindung nach

Anspruch 10, bei der die von einer Fettsa®e abgePeitete Acyl gruppe 16
Kohl enstof f- at one aufwm st. 10 12. Verbindung nach irgendei nen der

’Q.“f,g{ U\C{,ngb? d§.|—g \: L oy Ap ﬂ&% %E&f@?d é}% Defvit é(a%t B S AR, R8RS Glelch Bbr

Fettsiuren abgeleit Acylgru en sin oboi .
CH20 - Y- lgstens eme er nd Rs n ettséure al Agp)‘;; ? da? ine
A nosaur e, &b Umbdeihg né? m@dnB d oh?(élul C@@ﬁ? heideFRL Alkwgdeﬂl\ l St mit'ﬁ‘ mbtRamin

gl ei ch oder 3 anschlieBéhbl AfeUnf6tBihg Hitth SHrahBHOHRRts AV MoR SRFaBE odor von

Fettsluren abgel eitete Acyl gruppen SI nd vvobel weni gst ens el ne der G uppen

R, R2 snd4.Reerfeirsienach AngprudR3,Asl e jede dabﬂﬁbiﬁhtﬁ‘i‘l R. AilyROVdn[Fefsiueh abgbiRetéli €

Unset zung eiAggrupsentingdung der Fornel Y-COORs, bei der Rs Al kyl oder Aryl

ist, mt Tronetham n und anschlieBend die Ursetzung mt einer oder nehreren

Fet t saur ens.uvsirfalien nd80 Abspruchierd béirdem Riadla vhd Fardiec bleid!, vopadined Eatisfiwel @bgbisitote

G uppen R, AR3lgwppep fl. von Fettsauren abgel eitete Acyl gruppen sind. 15.

Ver f ahrsén nach Anspruch 14, bei dem R, R2 und Rs die gleiche von einer

Fet t saur e 16&p¥asphsen each irgendeinem der Ansprliche 13 bis 15, bei dem die von einer Feitséure abgeleitete
Igruppe eine Kohlenstoffkette von 3 bis 18 Kohlenstoffatomen aufweist.

17. Verfahren nach Anspruch 16, bei dem die von einer Fettsdure abgeleitete Acylgruppe sine Kohlenstoff-
40 kette von 10 bis 18 Kohlenstoffatomen aufweist.

18. Verfahren nach Anspruch 17, bei dem die von einer Fettstiure abgeleitete Acylgruppe 16 Kohlenstoff-
atome aufweist.

45 19. Verfahren nach irgendeinem der Ansprliche 13 bis 18, bei dem Y Cystein ist.

20. Verfahren nach irgendeinem der Ansprliche 13 bis 19, bei dem Rs aus der Gruppe ausgewihit ist, die
aus Methyl, Ethyl und Benzyl bestoht.

s0 21. Verfahren zur Herstellung einer Verbindung der folgenden Formel:

Y -NH - CHz - CH20 - R

in der Y flr eine Aminosiure, ein Peptid oder ein Derivat davon steht und Ry flir eine von einer
85 Fettsdure abgeleitete Acylgruppe steht; das die Umsetzung einer Verbindung der Formel Y-COORs, in

der Rs Alkyl oder Aryl ist, mit Ethanolamin und anschlieBend die Umsetzung mit einer Fettslure
umfaBt.
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Acyl gruppe sind. 35 16. Verfahren nach irgendei nem der AnsprUche 13 bis 15,

Kohl enstof £ ket e von 3 bi s 16 kenpaesres paconmen autversc. NI AN VSN
Ver f ahren nach Anspruch 16, be!, demdie von einer Fettsaure*abfel kit®ete =+ -

cofue S KRRl il Sk P B AT
cylg 0

abgeleitete ?uepvﬁrésfg N adfpey aufwei st. 46 19. Verfahren

Vet at o pale e gl e e nag“yﬁlﬁgﬁ% Py S5 Xl S Koo

G uppe ausgewghlt 1st, die aus Mt , Ethyl und Benzyl besteht. 50 21.
Ver f ahr eia, géHahrblf hach Hnbghit 28] 52 fenYBib Rbi6lhER FottlBdre B@eﬂﬁ&@ﬁ%ld?ﬁ%&% KohlenstofftH -
CH2 - CH128ome Rtwestder Y fOr sine Am nosaure, ein Peptid oder ein Derivat
davon steht und R4 fOr eine von einer 85 Fettesure abgeleitete

Acy| gfou@seVertakrbih hach agontbirem dEE RispHIa 22 b, DéEddni 1 Qystdh isker For mel Y- COORs, in
der Rs Al kyl oder Aryl ist, mt Ethanolam n und anschlie~end di e Urset zung
mt ei ne6. Vertabremoack irgenfigiisim det AnspricheP21(is 25 bai 48mBis aus der Gruppe ausgewihlt ist, die
111111111 14usMethyl] Ethyl uhd Bentylbesibht. | N S * 22. Verfahren nach Anspruch 21,
bei dem R4 eine von einer Fettsaure abgeleitete Acyl gruppe ist, die eine
Kohl etistPatentapspriiche fiirfolgenden Vegragestratn 68 of f at omen auf wei st. 23 Verfahren
nach Anspruch 22, be! demdie von einer FettaSure abgeleitete Acyl gruppe

ei ne KoHt e¥talyp zur Herstellung gipar Varbipging fler fejgendengForpk| enst of f at omen auf wei st .

24. Verfahren nach Anspruch 23, be! dem die von einer Fettsdure abgeleitete
Acyl gruppe 16 Kohl enstoff- atomne aufvveég?t 10 25. Verfahren nach

i‘r\genzaei nem der AnsprUche 21 bis 24, b 2%erﬁ ICystein ist. 26. Verfahren
nach irgendei nem der Ansprlche 21 bis P5, be! dem Rs aus der G uppe
ausgewahit ist, die aus Metyyl gt hyl und ‘rEﬁrtéyl_ bgsteht. 15

Pat ent anspr Uche fUr fol genden Vertragsstaat:<ES 1. rfahren zur

Her stgl | ung ei ner Verbi ndung der fol gehden Fornel : 20

CH20 - RLY - NH - C - CH0 ego RR B CH0 - R3inder Y flr
ei ne Am nosdure, ein Peptid oder ein Derivat davon steht und R, R2 und Ra
gl ei ch oder 30 ver schi eden sind und entweder Wasserstoff oder von

Fet t saur enin albge fie bine Amindediyle it PEHA oSdr 3, Deritd GhvonVeBt Ifid RINR. nd B, gRich EllddppeN
R1, RE undveFahiedensind and ertweeler Wessérsterti bdsr adngRditesiuten tabgefsityte Qbyigrispen Sihd, wdbs di e
Unrset zung wanigetens\ainelden Gauppend i R&-andnial eind-vaDakntr, Felistiurecibgelditbte Acgrlippe dstr dad\yr v |
I'st, mt Tdiobwsdung einanVdrbiadung lder FoBash ¥-CPIOBs , Weisdet BLARY! nder Agyl istemit Tdmethagihir er en
Fet t saur enundgfsgblieBend JieUmsetayung afitreinar odacinehiepietisiureh umiadt dem j ede der

G uppen R, R2 und Rs von Fettsauren abgeleitete Acyl gruppen sind. 3.

Ver f &hir @n Yesahionanach Ansasuch 1, heij defeigde dgr Grogpon Rg RReundi Rs ypn dfistisiiuren @hgalsitefe r

Fet t saur e Apgereansipde K Acyl gr uppe sind.
3. Verfahren nach Anspruch 2, bei dem Ry, Rz und R; die gleiche von einer Fettsiure abgelsitete
Y - Acylgruppe sind. .

4. Verfahren nach irgendeinem der Ansprliiche 1 bis 3, bei dem die von einer Fettsiure abgeleitste
Acylgruppe eine Kohlenstoffkette von 3 bis 18 Kohlenstoffatomen aufweist.

5. Verfahren nach Anspruch 4, bei dem die von einer Fetts¥ure abgeleitete Acylgruppe eine Kohlenstoff-
45 kette von 10 bis 18 Kohlenstoffatomen aufweist.

6. Verfahren nach Anspruch 5, bei dem die von einer Fettsiure abgelsitete Acyigruppe 16 Kohlenstoffato-
me aufweist. .

so 7. Verfahren nach irgendeinem der Anspriiche 1 bis 8, bei dem Y Cystein ist.

8. Verfahren nach irgendeinem der Ansprliche 1 bis 7, bei dem Rs aus der Gruppe ausgewéhlt ist, die
aus Methyl, Ethyl und Benzyl besteht.

85 9. Veriahren zur Herstellung einer Verbindung der folgenden Formel:

Y-NH-CH; - CH20 - R,
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e

40 4. Verfahren nach irgendei nem der AnsprCche 1 bis 3, bel: dem die von

ei ner Fettsaure abgel eitete Acyl gruppe ei ne Kohl enst offkettemﬁmmurm _

Kohl enst of f at omen aufwei st. 5. VerFRRE8H74HBH Anspruch 4, be n’mm"’

ei ner Fettslure abgel eitete AcyI gr uppe ei ne Kohl enstoff- 45 ket'te"™on

10 bis 18 Kohl f at rren auf wei ah s ch 5.  bei dem

di e von ei neg' 'E? fg PS 'g?'ﬂ ag_g X '%f: '"e °'"°r
Xl. Jle ung or

£ t ung ain
g&l X st 3er hr an HI Iétgan gq‘n?ehﬁnﬁ% chi AQ'% éem R5

aus der Gruppe ausgewahlt I st d|e aus Met hyI Et hyI und Benzyl besteht 5s
9. Verf ahrﬁnv&téﬁre#'ﬁécﬁ%ﬁédrdé% 6di B6h RY @& venies F&ﬁﬁur; BPRIAE ReylgRipp®lst, die ellglg 0

Y- NH CH2 - CHeQmeRéotikette von 3 bis 18 Kohlenstoftatomen aufwsist REEEL
606 748 BI 1111111111 JIll * C L N Sin der Y far

ei ne Am nasavérRihrerthdth RAdphck! 10 Baildemidie Vo bindt Fottsdare @Bgefeltétd Acylispp&éind Kbhienstore
von ei npr Fekédits ash © bhgNoRbispiors\sueisppe st eht; das di e Urset zung ei ner
Ver bi ndung der Formel Y-COOR5, in der R5 Al kyl oder Aryl ist, mt

Et hanol ami1a. Vertdhram sach |Angdnehd 1,0hebddoindi6 tvarusinpr Fottstiwee alegolofiatd Acytbnupge IkB>Kohlenstoff-
unf aet. 5 1Qatorneeadiveist.en nach Anspruch 9, bei dem R4 eine von einer
Fettsdure abgeleitete Acyl gruppe !st, die eine Kohlenstoffkette von 3 bis
18 KohI1éns‘§o¥'¥ri§hfmh&ﬂmwmdef&@mﬁw&l@ﬁhﬂebﬁiﬁ%mcmmshch 10, bei demdie
von einer Fettsaure abgeleitete Acyl gruppe eine Kohlenstoff- 10 kette
von 10 bi 41 YeriRbyan Bacs drgendeinegy dax Aatw%g g {ois 13obei dam P Ayseder FROPP 4sagapiEist: die,
bei demdie %‘Bﬁ‘%ﬂyh@‘yll‘—’é‘t Benzyl pestelbgel ei t et e Acyl gruppe 16 Kohl enst of f -

at one ?ﬁ%f | gqs 13. Verfahren nach |rgende| nem der AnsprUche 9 bis 12,

beiL de e ren. na r [ h S

13, bel %ns s o oS ot ted Ffvanlsl SE S Be Bl o SLBRF B0

Benzyl bes 20 Revendl catl ons Revendl cat | ons pour les Etats

contract ant sc \VZ=I0NS I E, CH DE, DK FR GB, 6R IT, LI, LU NL, SE
Conpgse de grrrulfgrmsugtgglaar?t%e 25 CX20 - R'Y - NH - C - S20 - R2 30

CHZO R3 dans laquelle Y represente un acide anm n6, un peptide ou |eur

ddrivd et R, R2 et Rs sont identiques 38g o -agy diffdrents et sont solt

P' hydr ogbne solt des groupenents acyle d r?v ~s ¢* aci des gras, au moins |'un
de Rl, R2 et Ra 6tant un groupeyentNacyl e ddm%@ d kln aci de gras. 2.
Corrposeaosol on la revendication 1, caractfris6 &n ce uo Rl, R2 et Ra sont
chacun des groupenents acyle ddr|v65 d’ eca,ﬂ)as. H2

dans laquelle Y représente un acide aminé, un peptide ou leur dérivé et Ry, Rz et Rz sont identiques
36 ou différents et sont soit I'hydrogéne soit des groupements acyle dérivés d'acides gras, au moins l'un
de Ry, Rz et Ra étant un groupement acyle dérivé d'un acide gras.

_ 2. Composé selon la revendication 1, caractérisé en ce que Ri, Rz et Rs sont chacun des groupements
U acyle dérivés d'acides gras.

3. Composé selon la revendication 2, caractérisé en ce que R1, Rz et Rs sont le méme groupement acyle
~ dérivé d'un acide gras.

4. Composé selon I'une quelconque des revendications 1 & 3, caractérisé en ce que le groupement acyle
45 dérivé d'un acide gras a une chaine carbonée de 3 & 18 atomes de carbone.

5. Composé selon la revendication.4, caractérisé en ce que le groupement acyle dérivé d'un acide gras a
une chaine carbonée de 10 4 18 atomes de carbone.

50 6. Composé selon la revendication 5, caractérisé en ce que le groupement acyle dérivé d'un acide gras a
16 atomes de carbone.

7. Composé selon I'une quelconque des revendications 1 & 8, caractérisé en ce que Y est la cystéine.
s5 8. Composé de formule suivante:

Y-NH-CHz-CH20-R,
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40 3. Corrpoé;e selon |la revendi cati Orr=2=garactdri s4 en ce i:]ud RI e
sont | e nmenme groupenent acyle ddriv6 d' un _acide gras. 4. (ﬂ“‘mm‘% wm“ \
m s *

| une quel conque des revendi cati 6RO P6ZA8BIcaract —ris6 en ¢

groupenent acyle 45 ddrivée d' un acide gras a une chatne carbonee de 3 a
18 atones gdgsGak SISy Y a. revendicatjon 4, caracterise en
ce que le @%ﬁ%’%ﬁe&% tlggggg?evaéa'? ﬁﬂpggg?e e 'g“?gé”"g e’t'%‘e're?:"Fu“"gf“ﬁé'" SRIRSERRe de
10 & 18 atones de carboné. so .6. Conpos4 -selon | a revendication 5,

CRLACt ~Tg, S BorRpbsé Seldhli£ rebéhdidtion B LaRErisE i : '

atones de gﬁ?@am&me Zhaﬁ@@ﬁ?ﬁ&ﬁ@d&ﬂbqa%ﬁ%%ﬁﬁgﬁgﬁ& egﬂ %@38‘%@?82&' %%dr?s 1a
6, caract6ris6 en ce quo Y est |la cyst~ine. 5s 8. Conpos6 de formule

sui vant bto. Serhfdsé bélonTidlenidatibi) 9, caratiérisé en ke quede HRlemoMGLRS H&ivé/ 'Lt RiddRRe UN
aci de am ndne ahaingeaptiondbadei0 2l 181atomeHde sekbopd. Rs reprdsente un groupenent acyle
~ddriv6é d' un acide gras. 9. Conposd selon |a revendication 8, caract6ris9 en
ce quie R Eemnposd seigndaipeeendication d§;lcaraciérisé wib calyuerie goumdeeft acyle ddiivé8'usydidetgrasne
chal he car pdhalemesedoTarhorbg at ones de carbone. 10. Conpos6 solon |a

revendi cation 9, caract~ris4 en ce que |le groupenent acyle dé6riv6é d' un

aci de gr'3sCemress selon Zumecuelagnpus e revendications 8 & 1 hicaretésiséien esequb et la ¢y3tsing.1 .
Conpos4 golon lLa revendi cation 10, caractdrisa en ce quo |e groupenent

acyl e’sde"§1 8°é(5'éﬂ?1p’§@’ﬁ'8"%F'h?"?@@eé‘ffﬂh'égmﬂ@t%ar bone. 12. Conpose sol on

| " une quel conque des revendications 8 a 11, caractdris6 en ce quo Y est la
cystdine. 15 13. Proced6 de prdparaticE‘H% un !{orrpos4 de formul e suivante:
CH20 - R1 20 =2leH-C-CI—|20- R2 CH20
- R3 25 dans laquelle Y nepr Nt e~ un ide_ami nd4, un peptide ou |eur
deri vzfgs et R, R2 et R3 sont i%entqi&guegcou %ﬁ?c?erglgis et sont soit :
| " hydr ogbne ou des groupenents acyl e ct_q.fzigle.s gl acides gras, au noins |"un
de R, R2 et RS 6tant un groupenent acyl dérive d'un acide gras;
conprenant la r~action d' un conpos6 de la fornule Y-COOR5 dans |aquelle Rs

est abkyl edansilagueyd ¥ répvs3entd dn GdidrBRHINaAGH SRR oublr L@ 3DR,, D SHR] Sonf AéHRihdes 2V EC
un ou pl usduodiitégentscit dart sGit gdroghte det desPrEUpaéhtsSayREHVBs HBNMER Yrdedu Mbinslitn
caract eri s® B Raost(Ri0étéAt un [groupdmen acAeNdériod) a0l AciBke Grasl OPRAEIN IaS réa@ivh @'un

ddri vds d'ceoipekédegia dsmuld Y-CAORs cdaoks laguiblied Rs iest dllglécsaCirfidlbved Na kémétiaminaCdt @hi S6
en ce quo TRtpant gruitetréagid avwomb o pusidBrsmcigescgigse nent acyl e 35 derive d'un
acidé®gras. 16. Procd4 sol on Puno quel conque des revendications 13 a 15,
car act 614-S%ocgd¢ sslondy, poverdication dp commertérisé oy Ice qerRi, R6 stiRusenteiacin dgs goumments

chat ne car35¥naevepdasidgs g'es. at oes de carbone. 40 17. Proc~dd solon |a
revendi ﬁgts';'%g 61 aract~ris6 en ce quo |le %r oupenent acyle ddriv6é d' un

aci de_gr s PR feypadicatipn), 1, garactfnisé e ¢o aue RytRa 9B eoat lp A¥EME AwuPer@nt aoyle c~d4
sol o a rB0¥RINASEe @RS 17, caract6risé on ce quo e grouperment acyl e ddrivé

d" un acy&_ &8s sern%%ngtqge%ﬁqugedeg ?ervte?rg)tﬁ-clzgtionsd' ?3 3 15, caractérisé en ce que le groupement
acyle dérivé d'un acide gras a une chafne carbonée de 3 & 18 atomes de carbone.

/ . .
40 17. Procédé selon la revendication 16, caractérisé en ce que le groupement acyle dérivé d'un acide gras a
une chahe carbonée de 10 & 18 atomes de carbone.

18. Procédé selon la revendication 17, caractérisé en ce que le groupement acyle dérivé d'un acyle gras a
16 atomes de carbone. .

® 19. Procédé selon I'une quelconque des revendications 13 3 18, caractérisé en ce que Y est la cystéine.
20. Procédé selon I'une queiconque des revendications 13 & 19, caractérisé en ce que Rs est choisi dans
le groupe constitué de méthyle, d'éthyle et de benzyle.
? 21. Procédé de préparation d'un composé de formule suivante;
Y-NH-CHz-CH20-R,
55 dans laquelle Y représente un acide aminé, un peptide ou leur dérivé et Ry représente un groupement

acyle dérivé d'un acide gras; comprenant la réaction d'un composé de la formule Y-COORs dans
laquelle Rs est alkyle ou aryle avec I'éthanolamine et en faisant ensuite réagir avec un acide gras.



19. Proc~d4 solon |'une quel conque des revendications 13 a4 ct6ris4
on ce quo Y est la cystdine. 20. P a%% n |'une quelc ﬁpﬁ@i’ Jﬂlﬂ
revendi cations 13 a 19, caract6ni§%p§§&§5 Rs est choisi » ' Is Qﬂ
constitu6 de mthyle, d ethyle et de benzyle. 50 21. Proced6 de pr~paration
d' un conpeaberedd SHidiL RvenkiciBMSE caratidited bnaiud R [ s Bl Ree Y
epr ~sent e Utasuybril anedRu R cartoRéa o 4 #at&kgshéaﬁﬁﬁ;r 'B‘V%r &t T “represent gacﬂﬁ
groupenent acyle dnriv6é d' un acide gras; conpronant |a reaction d' un

conpoas d@s.| Rrodéod saltinda Mveéndiclton 223 Bsradisnes el deubife dPSuperidnk MdyR o@ﬁbé@!‘tﬁlzégid@b'ﬁéé?: 0

| * 6t hanol ani une cltine@arbbréib slamd 3 edatordsaielcaBgiiel avoc un aci de gras.

506 748 Bi [ 111 1111 111 DI!'D 22. Proc6d6 sel on
| a r evendRédiroadeé suion lxrayendication 23] caectdries enum gad leagidupemmeny 4oy la|Héiing tun AGHS Gras a
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6. Procédé selon la revendication 4, caractérisé en ce que lo groupement acyle dérivé d'un acide gras a
une chaine carbonée de 10 3 18 atomes de carbone.

45 6. Procédé selon la revendication 5, caractérisé en ce que le groupement acyle dérivé d'un acide gras a
16 atomes de carbone.

7. Procédé selon I'une quelconque des revendications 1 & 8, caractérisé en ce que Y est la cystéine.

50 8. Procédé selon I'une quelconque des revendications 1 & 7, caractérisé en ce que Rs est choisi dans le
groupe constitué de méthyle, d'éthyle et de benzyle.

9. Procédé de préparation d'un composé de formule suivante:
55 Y-NH-CHz-CH20-Ry

dans laquelle Y représente un acide aminé, un peptide ou leur dérivé et Rs représente un groupement
acyle dérivé d'un acide gras; comprenant la réaction d'un composé de la formule Y-COORs dans
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groupe constitué de mthyle, d ethyle et de benzyle.
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groupe constitu6 de nmdthyle, d 6thyle et de benzyle. 20 25 30 35 40 45 50

22 14. Procédé selon I'une quelconque des revendications 9 & 13, caractérisé en ce que Rs est choisi dans le

15 groupe constitué de méthyle, d'éthyle et de benzyle.
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