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MM Tri s-dehpled. 1 .MM EDTA pH 7.4, 67 nOsm was added to the dried mixture in
an: amourmt—sufficient to produce a final AMB plus chol esterol sulfate
concemt r eHott@Nstorhgedih shigoh bAPaidddize Thi s suspensi on was sonicated with an
U trasonic Liquid Processor (Heat U trasonics, Inc., 50 Farm ngdale, NY),
Mbdel W 80the fpurclampleinint EkamipleLm) iohadh dohteinifgl S AMB ipRi8 chlsRIGE Sulfet tcboaatiafionCdf ear .
(Thi s prabog$8 unelefmd.orera Inaubeteld atf 4 °iChier wpuie pightsdags At dayear 2rslarids, 4 aliqlotiontha
wat er basath jusiBosiorcwasi vathdrevers ditedto rloetD.3imtele/mh eid- exgreinedfarspartitle sizs distrilgiore d
AVB/ CHSOas i Bxample| 2= Thespuits diezhgwrein Takle 2 dalow.dlt is seancthat dife Tuindompositjon iscstable toVB,
usi ng 60W0cl8EEe chpge whereas thectognesitions copteining highey giolar arodyiia gt chiblesterglesuliate & was
di al yzedPragpssiypbtless siblp pepto@emt ai ning 10 55 nmM Tris-HC, 0.1 mM EDTA, 10%
(wv) lactose, pH 7.4, 300 msm The clear suspension was dried by rapid
freezing in a dry ice/isopropanol m xture and |yophilized overnight at a
shel f* enperature of -25[err]C, followed by a further two hours at 25[err]
C (15 SRC-X Lyophilizer; Virtis, Gardiner, NY). Lyophilized sanples were
reconstituted by addition of an equal volune of water and gentle m xing.
Table 1 bel ow shows the 7 EP 0 303 683 B1
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AMB concentrations of the four corrpositions' at various stages of

preparation. Table 1 AMB Concent rat | on %I/ m) Mlar Ratio Theoreti cal
Pre-Di al ysi s Post - Di al ysi s Qf{) BLation/ Rehydration 1:1

23. 10 20. 66 24. 20 21.52 1:2 15. 40
10. 80 16. 46 15749 40 3 11.55 11. 02
12. 19 11.60 1:4 9.24 9. 49 10.12
8_ 79 15 E%‘u..H'C 2 I:-F-ani- n-F Iunnh: I |-lf\+|nn ya¥al Df\rflr\'r\ C: o Dgrflr\|n o zZes
were det el nP#&Et pyP aﬂg‘ﬁaﬁr‘eter (meaty™. - §-D.5AY 22 Enetiop pAVE/CHSOy “éP'%ﬁé*Br(‘fPskﬂﬂbﬁ's) P00
sizer 29 (NP€B%b|instrunents Inc.. Goleta, CA) . Sanples were typically
diluted to 0.3 [érr]mol einml for| this measurement usi ng310 n1\/| ris/#C, p.1
nmv EDTA, 0% fwy)—i boffler— Frel-mear et Tz, ard
standard devi t| )ns (gbﬁgg for fthe f ﬂarfggorrpos tlon m Exafrmpl 3?:’,,_[1@| re
given in Tabl bel ovy seen|, all LoJdE corrposrtl ave npangparticle
si zes bet yeery 13) 180 1%1395)“ or [to lygpigsi zatip detween 2]I 4:%0 hm
after |yophidtzation—25—Fablel2—Rariicle DI'—*W*N reah 30

Mol ar Particles Immediately Post Di al ysrs Partlcles

Rati o AMVB/ CHS&err

Post - LyOphI M i@t"f}" alﬁ m Véﬂslpaqtprr_nl_edlon the same compdsitions after lypohil
268137 1: & distifled water, as in n Table 4, show (a) relatively small size mcreaz

ample 1. Th% ﬁ l F
1-3 15 over the eight day test for ‘ﬁc?é)éthe our compositions, and (b) little effect on srz% 5h-f'-iﬁ.g?7 oﬁ_thgf molal

138[err] g fmount od cholesterol sulfa 274151 Exanmpl e 3 40 Effect of Storage
} es from Exanple 1, each
sul fa e concentration of about 50

nd reconstitution

in-Solution on Particle Size The four
cd-nxf'ar ning an AMB plus chol esterol

[er e/ d ~—\VeL e noubated-—at—4..C for Lo to oi nhf r‘IQ\IQ At _davs 0O 2 6,
and n | aPavgaby| Paticle fieo @warmt S0s8 AL Bicign st ANR/GRSm Melar aatrornoéevmsuhaa@eml
0.3 [err] rm?’&’ﬁﬂﬁ and exam ned for particle size distribution, 45 as i
Exanpl e 2| The r=su| kg are shownuzn Tabl e 2 belomg It is| seen tlimt the 1:1
CoerOSitiu: Hs—st= k0 pat LIL,I ras L,laugc, ereas—the L,u .t;UIID
cont ai nasn higghe %”FL %i; ano unt§ 1;118 hol-eqt er ol 23?‘ Y ate e pr si vel

| ess stabq)e S oz; 162, 50 55 418+2245P 0 303 6835] Tabl g

Particle [ angte 2adh + RHuncti gn, ANVB/ SO L bde MOI @
Rati o (PO\, = al ‘IQi Zfz?% otage 1 @2 %-a 1.2 [%f

1.8 1:4 0 13854 148[ err] 66

17289 %0 13861 2 19398 336194

527299  Bample4 334792 ¢ 16182 462265

679377 17995 512296
968[ err] Sﬁe"tdsa‘"“e a“gé'ﬁ‘“«aﬂﬁmﬂegz?n | ar stabili ty study was perfor med on

t he sang conpo t on t] nandr Stl t|o

vater. B oieieh %;i sl pr ey e i %@fmhe
smal | S' ZQorﬂnmgtfoﬁ §I ucgg mo anqe in an erilcl S TR siZe gro er’r the 1:1
CONpOSi i Gty AN W R TSI e A S AR

cth/est er g ffafdU!
The four samples were also diluted 1:1 (v/v) with human plasma and subsequently (within a few minutes
of contact with the plasma) diluted with 10 mM Tris/HCI, 0.1 mM EDTA, 10% lactose (w/v) buffer pH 7.4, for
sizing. Size measurements, reported in Table 5 below, were made immediately after diluting, and 20
minutes after diluting. The data indicate that the 1:1 formulation is least sensitive to size change, upon
contact with plasma, and that for all formulations, incubation in the diluted medium for 20 minutes produced
45 some size decrease.

Table 5
50 Treatment Particle Size (mean * S.D. nm) as a Function of AMB/CHSO,
Molar Ratio (Post-Dialysis)
1:1 12 13 14
Dilute in saline | 3328+1990 | 132098288 6789:4276 1107216618
55 Mix + plasma, dilute + suspending buffer| 728+334 | 1200628 4017£1951 1942+1043
20 minutes later 358+169 823+457 1745+1007 1667+942
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results are

The four samples fromExanmple 1
were giluted to approximately 0.3 [err]nole/mM with 0.9% (w v) saline and
their sizes nmeasured as in Exanple 2Tabld® results are shown at the top line

saline produced a nore than tenfold

i ncreaseg nﬁﬁf‘” particlre size. 1 N\ n was
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25-was applied tlom?/l EeD_;I)_Rad%O/GE(SSV/ gel excl usi onf](c:olrumd egui4| [ gagt teﬂevm;iltogl ilgd
mM Tris/HC, O. , 0 V, uffe
material was eluted with the sane %pbsé:;&%rﬂg partlcl es were eluted in the

voi d vol unme, which was nonitored by UV absortion at 280 nm The sanpl es

were col |l ected and exam ned for radi oagid+yty by conventional scintillation

counting. It was found that 95%of the AMB was in the particle peak,

oo v A in thic v-nru fa¥al

Th _C it

ereas n tHEOSe1eteHtF€
Exanple o] CIORbLRE AU Rn ] %ﬁq}gﬁ‘f’%bﬁ?sw D) b5 S P [ARET SHRIE “Gh omh
containing the four diffef&? fllicatonReydurge] ANVB and chol esterol  sul fatg
were prep dasin-Exanple 1 (i T e usuyall suspensli on I'TEdI um cont al ni ng
10% | act oge). Thesle sarrpl ¢s are deRJJ gnated s podt-di al ysi s1dgrsD, )
suspensiofs in the Table | below. A portion Jof @ach |sanpl e {ties&t ai ni ng 0%
lactose) yas iyophilized and recongrtuted rjn digtirred watg 1gd tIese
sanpl es®al e desi gnat ed as Iyoph| i zed and rgconggityted (L Zimgn t he
table. 40 |||c2r, —ar—tR sapr&:. es—wet-g—each—dH-ut-ed fneng
[err]nol efm wi t i distilled water, -and the di ze ‘Hlstrlbltlo??4§'~f t he
particleslimmediately after dilution in the hyp®? onilc_nedi uld*éhd 20 _
m nutes,gafter dill@&ion wap nmeasurd® as in EXanple 2.} The resmwkdis are gifen
in Table ¥ below. As seen| there is no apprem awe gwel | i ng1s4esger a 20
m nute ingubaii oRgperiod, [as evi dgigced by a cage 1T e e ticte
sik.ze, in ANy of the sarrpl ps exani ned. 45 50 55 D EP O 3%% §83 Bl Taple
7 Whl ar Rito—ANMB-ERSO4 Sarpte—Rost—Dbiad ,srs (PD) lor Tipe (min)
Par{iclse pize (nmdan [err]]|S.D. nmBs 205:117
Post~ Lyophilization/Rehydlirati- on (LR 1:1 20 204x107  pp
0 180942 20 PD 11445 1:0l 161x86
0 212107 2[2105 1:2 20 PD 185:100 1
0 2659 20 34641 "
0 2 7081 20 R 18449 1é§ 28118 PD
0 12458 20 13141 1 ~ R
0 205117 20
20 . 204107 1:4 PD 0
16186 20 Bamele? 185100 1: 4 LR
0

30
20 M@M&Mm Toxicity (LDso) of the Particle

O o A i 5 o el S G
Labs, 1ncg, ﬁa@@' fﬁls%réﬂﬁ' Fif Qb ore etwe e am Is were
treat mgglt ind& 'fér JP?JaWetﬁrge P%sthg dy. orﬁxmn tI?at remamed healthy during the

quarantme period were used. The animals were given food and water ad libitum
In a first study, the animal groups were treated with either Fungizone (Squibb) suspended in sterile
saline or a 1:4 AMB/cholesterol sulfate composition prepared as in Example 1. In each case, the AMB
p concentration was adjusted such that the selected dose of AMB (given in Table 8) could be administered in
40 a final volume of 0.2 ml. Four-eight animals were employed for each dose group. The test material was
administered by a single intravenous injection via the lateral tail vein. Each dose was administered over

about 1.5 minutes.

The animals were observed for signs of toxicity and death at least three tlmes (1, 2, and 4 hour post
treatment) on the day of treatment. During the remaining observation period of five days, the animals were
45 examined daily in the morning and afternoon. The test results, expressed as the ratio of number of survivors
on day five:iotal number of animals treated, are given in Table 8. The LDso value for Fungizone, calculated

by conventional methods, is 3.2 mg/kg. The LDso for the AMBIcholesterol sulfate composition between 15-
20 mg/KG.
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3% quarantined for at |east three days prior to the study, and only mce
that remai ned heal thy during the quarantine period were used. The ani mal s
were given food and water ad |i FROAPIEB3IBY st study, the ani mal groups
were treated with either Fungi zone (Squi bb) suspended in sterile saline or
a 1:4 AMB/ chol esterol sulfate conposition Erepared as in Exanple 1. In each
case, the AMB concentration was adj ch that the sel ected dose of AMB
(given in Tebést@entoul d bRumBErNoIt Bued ividrd0 o fDaials vol ume of 0.2 nl.
Four-ei ght animals were enp ed . for %ach dose .gr.oup. .The tgest erial was
adni ni st er ed=by—a—stngl e i e LR AELEELeA) | vein.
Each dose was adm ni stered over about 1.5 m nutes. The animals were
observed fopyntppenef toxicity and death at |east three tinmes (1, 2, and 4
hour post treatnent) on the day of treatnment. During the renaining
observation period of five days, the aninmals were 45 exam ned daily in the
norni g andg gf tRg yegn. The test resultsggxpressed as the ratio of nunber
of survivoré @n gﬁg five:total nunber of animals treated, are given in
Tabl e 8. The*LORY VR ue for Fungi zone, 84Bcul at ed by conventional nethods,
is 3.2 ny/ k3.0 Tmee/Kgf err] for the AVB/ cBgBesterol sulfate conposition

bet ween 15-42@ } 50 55 EP 0 303 ? 3 Bl Tabl e 8 Treat nent

Nurmbe¥® of Sutvivdrs®on Day 5 (Post-lnjeg iron/ Total Aninmals Injected) 5

FUNG ZONE 16.0 mg/Rg5 ng/ Kg 0/8 8/8 1.0 nyl/Kg
8/8 2.0 my/&Kd mg/K 8/8 15 4.0 no/Kg

28 6.0 ng/ Kg 9/Kg 0/4 0/8 8.0 ng/Kg

0/4 CHSerr]/AMB (4:1) 10 ng/Kg 3/3 25
15 i/’ Kg CHSO4/AMB (4:1) 3/'4 20 ny/ Kg o
2/'5 25 ny/ Kg 1/3 30 In a second toxicity

test, mce were treated with 20ng/ kg of one of the four AMB/ chol esterol
sul fate forkulmgs/Rqs from Exanple 1, w gg3drug adm nistration and ani nal
noni t&aring {?ini@/ﬁ?ne as above. The resHI ?s, presented below in Table 9,
show that t'he 191 fornul ation has an [e {# val ue hi gher than 20 ng/kg. 35

Tabl e 9 Tr el mafKg AVB/ CHSO err] BUBber of Survivors on Day 5

(Post -1 nj ecjg al Animal s |njected) 1:1 nol ar
raso %&ﬁ@é 6/6 1:2 nol ar %Z?io 0/5 1:3

nmol ar3rati o 1/5 1:4 nolar ratio 0/5 45

A third td%iaciepapd tadoity fests mics ritrclasiad with 29mghackd am efcthe foprMWB/atolgptorol syt
mal e Cr |f°.rw3tg$; Bramplech with giruggministigion anst,animah gngnitoring baingfop.as glioyes The
Labor at S7Sy1S¢ REPISRieH BRI TRig 2. shovihat e il fprmulptinn hed 3t Pen@iug Bighes faf AY™ae her
1:4 or 1:1 nole ratios of AMB: chol es ero+ sul fate were prepared as above.
Fungiafone[err] and free AVB were sol UB9Yzed in pyrogen-free water and

sonicated for 10 nmnutes at roomtenperature All drug
Treatment (AMB/CHSO. Number of Survivors on Day 5
\_/ (Post-Injection/Total Animals Injected)
40 1:1 molar ratio 6/6
1:2 molar ratio 05
1:3 molar ratio 15
1:4 molar ratio 0/5
45

A third toxicity test was conducted by an independent laboratory, using male Crl:Cb-I(ICR)BR mice, 18- .
20 grams, obtained from Charles River Laboratory (Wilmington, MA). AMB/CHSO, formulations containing
sither 1:4 or 1:1 mole ratios of AMB:cholesterol sulfate were prepared as above. Fungizone™ and free AMB
were solubilized in pyrogen-free water and sonicated for 10 minutes at room temperaturs.” All drug
preparations were diluted to the desired concentration with a suitable dilution bufier.

Uninfected mice received a single dose of one of the AMB preparations by slow bolus, intravenous
injection. Doses for the AMB/CHSO, cholesterol sulfate formulations were 30, 15, 7.5, 3.75, 1.88 and 0.94
mg AMB/&g body weight. Doses for Fungizone™ and free AMB were 8, 4, 2, 1, 0.5, and 0.25 mg AMB/kg
body weight. Mortality was recorded for a period of 5 days following treatment, and the 50% lethal dose
(LDso) for each preparation was calculated by standard methods. The results are shown in Table 10. As
seen, the LDsq value of the 1:1 and 1:4 AMP/CHSO,formulations were several times higher than that of free
AMB or Fungizone™ , with the 1:1 formulation giving an LDsg value of greater than 30 mg/kg.
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50 preparations were diluted to the desired concentration with a suitable
dilution buffer. Uninfected mce received a single dose of one of the AMB
preparations by slow bolus, intrafRBf¥WS83BIction. Doses for the

AMB/ CHSO ERR] chol esterol sulfate formnulations were 30, 15, 7.5, 3.75, 1.88
and 0.94 ng AVB/ kg body weight. Doses [far fungizone [err] and free AVB were
8, 4, 2, 1, 0.5, and 0.25 ng AMB/ kg bo gy weight. Mortality was recorded for
aperlod of 5 days fol | owndg-treatn dose [err] for
each preparation was c4dl cu?‘@?é@fmby S tLRrcimelo/sasel s Confiib) { esul ts are shown
in Tablg 10. As seen, tlhged M| valpe of thg@drlesnd 1:4
AMP/ CHS( ERR] f or mul at i Qneungisne sevefal ti mam&ahgmyr than {hat of free AMB
or Fungi zone[err], w th ANescHsch &nrjrul-ati ote.oneg,=ge@n [erf] val ue of

greater than 30 ng/kg. |1AvB/CHEER (01)303 683>&1 Table 10 AMB Form [err]
(ng/ kg/ dose) (95% Conf T ) 5 Free

9 (3.4,6. %e’z 4an 1:1 AMQ/CﬁSé3fo ula ong)haéa‘ %&%Q[Wénl: 4 1)
16 1 (10. ﬂde l:ii 9{5 u i s of pto40m body E@er@%éfeﬁt
the toxi cig 6l nd vé}uea, hel- oh o 6}&4’{&! WPRgng1as been teste
by anot her |ndependent Iaboratory, I n |ch bol Us injections of up to 40 ng
AMB/ kg bogymarigght were tested. The study found an LD err] value for the
1:1 Avef ] formulation of greater than 40 ng/ kg. Exanple 8 Efficacy

of the AMVBfi€siapbiand amBrthoBsteiobduliaté-Bérmutbtivhi on Cr | : CFW SW BR nmi ce wei ghi ng
20=-25 grans were obtarned fromthe Charles R ver Breeding Laborato- ries,
ard were gi \CICFIVBWMBRmucevverigbing 2¢t25 griang were oltBaineg| fiomaaen@hasésr Riven Bedingalsbgratonn
at (35 , Ues. SBAwErSaiven feed danBavator @d dibitimg & pibicans skigin BGuwas, gremidatt 3¢ @ rog BPAs m
T o 2 (Satporndl Rentese chl 000 (o &8 &ipirs. canl Ghip praseem,is; heyasiod cand diigted vt caesler 7
x 10[ er r ] nengyregedic seipgroryisid akput £ xi1A° gelopy Q’“I‘WQW'GH'@Z'E WPeten animals are

i nj ect ed | n Etmbte'! aftimals, &/p fniested fin the taf| vein pagh with10.2; Rlcof g %"°(§_a}EIEEﬂ§dE!ﬁ§’° Two

m xt ure. e, fiyngsl! t"ﬁétmf'uﬁ‘ﬁ F""f‘ é"(?fq dﬂ’?ctef' ‘é“h ﬁ'iaﬁ%?'l §°§Ré {RPIZNE o ff

Wwith gradéMB/ ro ulfﬁrg Ju d| ﬂ\;_r%d as
the

in Exanpl kngot Jé‘?’da“ltf’t&' t(ﬂ%ragm'ﬁ E; | ?%q
that each %ﬂp el%?an § er Gclino ?&tl’ eam % Isfilv ) al's
through ¢ B2oh bl Welmimedlo e an , d" gfft :m@

t exN5 of D g/g glywag ofteanlma S glvena abl e
10. Theéo ani mal s were foll owed for 25 days post-drug adm ni stratlon The
nunber of survivors at 25 days per tot@ghefnber of test animals is shown in

the table for the two AVB preparatlons and a buffer control. 30 Table 11

Dose S TTVUTD TS il‘l. cted 36
P52 e R T o S POk A SRR

0/11 0.3 ny/ Kg 2/ 10 Freo AMB | GHS®/AMEG=y/[Kg Control 1/]10
9/ 10 40

Mo Ry . 310 9714 2.0 ngy/ Kg
- 10/ 1 g:Om :: dcondygd udy,[ mal e gipl - CO-|l (I C&)]BR m|ce wei ghi ng
18:20 gm were infegtg H 0.1449 C. |al bicgpg ([erfr]cells/anijmal) and

di \7T/ded,,,| nto treat m Yps 0844 en ani mal gpgroup.| Free AMB gnd 1:1 and
1:4 AMB/ CHSO[ err] f rmﬂ@kgcns Were pre~pared10a§ in H arrpl e.7 arjd Exanple 1.

| nfected m ce recei doses—of eh u‘l—ug—pl cpal—at -or—efh—the day of
infection and 2 dos ) oIIova o] efor a
otal of Lk @r s?"d SoReh W@'q" il qf;g}‘efng O plé s
0.5 0442 col IVI ou s anima ro'tﬁp aé\ ed

! MiHP r © ﬁ\ple BQ&I ce Q%Q t\ﬁo &J@é
onl yt he HI‘BE' p E ‘on ectféy \M:"fn%ct% &Jses on the following day, by intravenous

route for a total of four doses. The single-dose AMB Ievels for each test group were 0.5, 0.125, and 0.031
mg AMB/kg body weight/dose. A control group received only the dilution buffer. Mice were observed for
mortality for a period of 30 days following infection. The 50% protective dose (PDso) was calculated from
the survival data by conventional methods.

Table 12 summarizes the PDso data obtained for the two AMB/CHSO, formulations and free AMB. Both
of the AMB/CHSO, formulations were as effective as froe AMB in the treatment of the fungal infection.
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chol esterol sulfate of between 1:1 to 1:4. 20 2. The conposition of claim
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partlcl e sizes between 100-400 nm & The conposition of claim?2, whichis
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di sper®i ng an aqueous suspension of amphotericin B and chol esterol sulfate,
in a nol &ar Theicorposifiordd claim 1, WidteiwetBs mdlarlratioOof hinfhotdriGin @b ichdMstefdl auifatb ¥s abd@d ( b)
| yophilizing.the suspension in the presence of a cryoprotectant, before the
particles in the suspension increase substantially in size. 7. The method
of cl gj n$.6,A saineesitiom atchrdingriyl aay onecdf clemefl toadrsin osean the itreatrBort of fwigallidestiansol i n t he
suspension is about 1:1. 45 PatentansprUche 1. Anphotericin -
B- Zusamm®nLenottascpf piaparing aeptgteininy B [niacdiprm which AppanokiDey gredter ten 18imgrkg, and can be
Chol est er i Hegnstiyledwith aypaueous ppdiumntapartipiersizeg batresn {9rfONRITEMRTSINgi n B zu
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nach Anspr ucﬁ"sﬂens “'“°'8?f?8‘h NePf4hrensschritte erhal ten wrde:

7. The method of claim 6, wherein the molar ratio of amphotericin B to cholesterol in the suspension is
about 1:1.
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Patentanspru'che

1. Amphotericin B-Zusammensetzung, umfassend Partikel von Amphotericin B, die Cholesterinsulfat in
50 einem Molverhilinis von Amphotericin B zu Cholesterinsulfat von 1:1 bis 1:4 enthalten.
2. Zusammensetzung nach Anspruch 1, worin die Partikel in einem w#Brigen Medium suspendiert sind
und eine PartikelgréBe zwischen 100-400 nm aufweisen.

3. Zusammensetzung nach Anspruch 2, die durch die Verfahrensschritte erhalten wurde:
(a) Dispergieren einer wiBrigen Suspension von Amphotericin B und Cholesterinsulfat in einem
Molverhéltnis von 1:1 bis 1:4 bis zur optischen Kldrung,
(b) Lyophilisieren der Suspension in Gegenwart eines Kilteschutzmittels, ehe die Partikeigrége in
der Suspension wesentlich zunimmt und
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7. The method of claim 6, wherein the molar ratio of amphotericin B to cholesterol in the suspension is
about 1:1.
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1. Amphotericin B-Zusammensetzung, umfassend Partikel von Amphotericin B, die Cholesterinsulfat in
50 einem Molverhitnis von Amphotericin B zu Cholesterinsulfat von 1:1 bis 1:4 enthalten.
2. Zusammensetzung nach Anspruch 1, worin die Partikel in einem wiBrigen Medium suspendiert sind
und eine PartikelgréBe zwischen 100-400 nm aufweisen.

3. Zusammensetzung nach Anspruch 2, die durch die Verfahrensschritte erhalten wurde:
(a) Dispergieren einer wiBrigen Suspension von Amphotericin B und Cholesterinsulfat in einem
Molverhiltnis von 1:1 bis 1:4 bis zur optischen Klgrung,
{(b) Lyophilisieren der Suspension in Gegenwart eines Kilteschutzmittels, ehe die PartikelgréBe in
der Suspension wesentlich zunimmt und -
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Mol verhiltnis von 1:1 bis 1:4 bis zur optischen Klaru ﬂlmmml l‘! L!Ilgeren
der Suspension in CGegenwart ei nesnﬁl bﬁg(&%{ﬁm ttels, r 8Be
i n der Suspension wesentlich zuni (c) Rekdhsti t Ui eren des

| yophilisierten Materials mt elnemwalrigen Medium 4. Zusamensetzung
nach Anspruch %) RO stittierdA SesRpiifRtahad M&érﬁls‘ﬁﬁt‘br@mmg‘aﬁ Medith B und

Chol esterinsulfat etwa 1:1 betragt. 5 5. Zusamenset zung nach ei nem der
Anspr Cche d  RZusamfhersdtzungaia¥vEATEEHoG: 1bﬁbr|ndﬁ§ MERdHHRAL VIAAARerfRin! BZind fcRKibsteRRsifet ©-
Ver f ahren zuetwaaenwdgt.ung von Anphotericin B in einer Form die einen
LDso- Wt von grofer als 15 .10 ng/ kg autweist, und die mt einem

W | jrigen 8/kedusammeose2engt ndcke leimem der @inspelichdS e 4720t Varrertludg) Bei 4486 Bétizindlung von
rekonsti t ui ePizinfastiaden kann, unfassend (a) Di spergieren einer waBrigen
Suspensi on von Anphotericin B und Chol esterinsulfat in einem Mlverhaltnis
zwi schen 16.1 Vpfabren -2, Hesstedlung xon dymphaterie (B ik sineuFrgmudiel eigen) LDsorWiotivéri grisksr el 18er
Suspensi®n i I‘T‘Q@g"léfWMr ¥ndedieneit ejagrn wéArighn Madigne 2 Patikelstreit elnes Grasg Bwischep 100-400
Parti kel 15 nm ’°k°"ﬁ"ﬁ'°G€P’dSU?HéH§'Ta§ﬁ?"Q/\esentI ich zunimmt. 7. Verfahren nach
Anspruch 6, in aHBﬁP?%}ge'}vﬁ'f‘?{ﬁW?ﬁ%g‘:ﬂ rﬁé‘%pl;gr%‘ﬂ‘ NMNR“@P'FC& B und Sholesigsnsaliat da e n
der Suspensi on™ gﬂl{& d‘%

d' anphot bri ci n BH& %“sl 8§° FP‘?"EUT'%%""B F?ﬁ‘ﬁ‘B'F'Bﬁ“?'?:|°H£d'%eﬁd(§ﬁfj%’r?§ﬁ'f‘°'du
sul fate'®de chof 8&t&F s'°"d'§ﬁ%"t Ghan portion nolaire de |'anphotbricine B au
sul fate dei CK}QrL fird Eﬁra&ll r\ﬁsgfu in]deﬁ{[ dgs ﬁlolve?l?ltmszwncﬂrﬁam%hé‘ 3 % Elllo?est |l|n m dor
revendi catlogus’lDe Qﬁva fe | es partic ont 'en susp efisi un
meu aqueux et ont des |rrenS| ons entre 100 et 400 nm 3 Corrp05|t|on
sel on. | & repventidatieng ON 2, qui est produite selon |l es dtapes de: (a)

di sg‘e/r sion d' une suspension aqueuse d' anphotericine B et de sulfate de
chol est er ol. dafgostiéed afbhotéricine B EdApRInkrit @8s paricibd @arfsholftinb: Bl cditendhnt du kulisie de @
|'i npi di t e opthotpsirol, ddns uhe/srogoditon Mmalkitedd I'epHoRriGneSERI it \dedholPidr8 SRFL! : st Y13,
cryoprot ecteur avant que |es dinmensions des particul es dans | a suspension
n' augnesst At Cereprsitity] seive i regdnditdipn 1 cdzos Biuetialles partiaties kant am buspension Yams lun Inmiled e
avec un m | i aequeapleohdes dimensipns @Uﬁ'p@sa'tﬂ@m-sel on la revendication 1, dans

| aguel l e | a proportion nolaire de |'anphotericino B au sul fate de

chol est 6r o+ E8TPagHiansplop éxfevendicatian 2, @i AP ELrdtitegplonsles @ppep dane quel conque des

r eyendi cat i ons(@)1digpersiop glivpe puspensipn agpevss'amphacriciee By ¢l idp svfielerdoRbalesténgl dansi s
fongi qu¥s. 40 ‘6°p°I5'PE)E‘B'ﬁ'69 Qﬂ'ge bFé wla%méﬂmed'mwmn cine B, sous une fornme
ayant une DLsoO (b 80 P GTYPProtPeieur avaptfuplas dirmensignsdeg,
m|ieu aqueux,s5 'ﬁ ‘f' | % ‘Lb‘ BMEE entre 100 et 400 nm
conpr enant (a)( 3°°8ft 2 5 B A rehﬁ%" 8 B4 Bifeu iR e d arrphot ~ricine B et

de sulfate d r . et
1:4 Juus%fj a Efl ﬁf%i({é‘%% érs%ﬁg:ﬁa 1(}5;1(’2?3 Iaquﬂl)ep% &?@5{?* %ﬁla@? ?lgrﬁphg{a;écﬁ"se | on en
presence d' un cryoprotecteur avant qgue | es dinmensions des partlcules dans

| & suspensy, 0@oMpdRiEH St Side GBIRSHIMN mndlc%tlongﬁ oL £pter RRlisafbn! dnd 1§ \WaibHeREdsk ON
6, \d_gns | eqQU@kections Qﬁ@@@gt ion nolaire de anphot 6ricine B au chol est6rol 50
danS | agsuspensi on est d' environ 1:1. 55
: 6. Procédé de préparation d'amphotéricine B, sous une forme ayant une DLso supérieure & 15 mg/kg et
qui peut &tre reconstituée avec un milisu aqueux, avec des dimensions des particules entre 100 et 400
nm, comprenant
(a) la dispersion d'une suspension aqueuse d'amphotéricine B et de sulfate de cholestérol dans une
45 proportion molaire entre 1:1 et 1:4 jusqu'a limpidité optique et
(b) la lyophilisation de la suspension en présence d'un cryoprotecteur avant que les dimensions des
particules dans la suspension n"augmentent sensiblement.

7. Procédé selon la revendication 8, dans lequel la proportion molaire de I"amphotéricine B au cholestérol
50 dans la suspension est d'environ 1:1.
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