EP 0132 116 Bl Descri ption Background of the Invention Novel AAD 216

anti biotics of the vanconycin-class are _produced by cultivating the new
micro- organi sm ki bdel ospor angi UBPa0it32ti€éBler, gen. nov., sp. nov.
SK&F AADB%J‘Q'gé“AJCC 39323) in aqueous nutrient nedium containing

assi_m | abl'e urces of carbon and nitrogen, under subnerged aerobic

condi ti ORgeKardunl ofthaWRehdgat | al anmount of the AAD 216 antibiotic conplex is
produced anNowptAADN216l 3htibREEY 6F he WahéinydinRRiatd Gre praauces by GumivaliRg GhE hiW micro-
medi ur)_ancganisol, Kitidelyspdrangiund iantidmaSheatsr,ogenamby.psmtnoy. SKRE NAD, 216MATRCE BA3230D
216B, anedqysams hasient madiunAtonrdaing assimilalie seureascofidachoni anditregen umder ubmerged
ari di um @ergbic senditign 1“%59&'!}’3&'?&3'&“&}'!\%"19#’*& 236 anjibitic Esiycquang eptionally

ARMmelex 1§ peq A onatl
Appl i cat A 1 mmf} ‘B eqian 5§$ Az gn g I&IFIH?I l%" qrwpno!’:y
from s " ;]2. f . |i1 : fhe rgag! . apdium,
eI e

: ) 41!
-appl i cat iwhR, RBspy of thif isl datiBzePWith it predavit sppMicdiioR ah€ 3tto I6HI b&é&f‘ thé!
55069 dedossidees an anti biotic A-4696 pseudo-agl ycone, produced by 15 mld

aci d h%/ldr ol Ewropeanfpatent applicatioh £6069 dascrities ab iaotibletitcA-64636msbw@io-agiyedne, prarfucéd by

f or nui™a: nyildracid hygeotvsis of thejactaplanin antihiotiei Arod696.complexénd i of the fappuiecat i on
90578 describes A 41030 antibiotics of the formula; HO "OH OR

HO [err] so wherein R o H R Is GHand R" ingﬂo S ;. R Is H R
is Hand R'' is d (Facfor B);. R 1Is | gcf ose R'}Jis R'' is d
(Factee C); R 1Is H, ' g , . R is

Gal act osyl gal act ose. b Cl an £ . GO5CH, of t he

| nvierti on This | nvent ™ el ates_t

of the AAD 216 antibiotfcs Hhicﬁare pre
hydrolysis of the 7gQRD-ZT0yaM™ o

Nes™y
60 factors which conpris® t AL 2164

seudo- agl ycones
" acid

pFUtdal anti biotic
by chr omat ogr aphi c

i sol ati on. The conpounds of” ntigq i B ' |ial activity
and are useful in aninmal health cati Jr owt h pronotants and
‘the treatment of bovine nastitis.~PetaP FEStPTpiron of the Invention 65

The a®t ycone and pseudo-agl ycones of the irﬁ.fant I nvention are prepared by
‘the partial acgl!.%‘qZ minEP 0132 116 Bl hydrolysis of the AAD 216

anti bi ot e.. DU of. the sent .appljcation is defined as
t he AAD 215“%%%??2”8%%&%%2%%??’?&1’% ?'ﬁ@lWF%é °§Hf‘\"ﬁ1’ otic factors,
MD 216A, AAD 216B and AD 216C The agl ycone and t he pnseudeo- a(g_ll ycones of the
‘AAD 216 antibiotics ar eoﬁ,epresent ed by the foll %HQ @

o m Rll

&0
U A
' N
HoN H
“ Rll
o _
OH
50 wherein '
‘R* is H, R" is Cl and R’ is C! (Factor A);
R’ is H, R’ is H and R’" ig Cl (Factor B);
R’ is Galactose, R"’ is Cl and R**" is Cl (Factor C);
R'is H, R” is H and R’’’ is H {Factor E); or
£~ R’ is Galactosylgalactose, R’ is Cl and R’"" is Cl (Factor F).

Summary of the invention ' :

This invention relates to the novel aglycone and pseudo-aglycones of the AAD 216 antibiotics which

are prepared by the partial acid hydrolysis of the AAD 2186 antibiotics complex cor the individual antibiotic

60 factqrs wn[ch comprise the AAD 216 complex followed by chromatographic isolation. The compounds of

this invention exhibit antibacterial activity and are useful in animal health applications such as growth
promotants and the treatment of bovine mastitis. '

Detailed Description of the Invention
65 The aglycone and pseudo-aglycones of the instant invention are prepared by the partial acidic
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gener al structural formula (I)y: 5 TJerr] whérei_n [err] is hydrogen or a
mannosyl radical and [err] is hégrogen or aRI ycol i pid radical of unknown
structure derived fromthe hydEPy@ctB2A36@ 81 anti biotic with the proviso
t hat at

le?SI ? % 1 rariibiand ll'i\ rrwdrugéoeg' fj\he As'g‘R aZlﬁca%n;% %sbcieg}mjﬁf s th
cort oReEth R A LE St e SR e P Sl
is B0 g aglykérfl dndit ﬁah lyc W B216 aRtibidtits afe Yep t@J‘B*]a'le%h&ﬁng
pr oC e€ GanéraCidactubdP faplia \RY S gto afford the AAD 216 agl ycone of. the fornula
(I') ssherein [err] and [err] are hydrogen ‘as follows: AAD 216 Antibiotics -
marinoS¥ AAD 216A AAD 216B Pseudo- agl ycone Pat hway B AAD 216C -gl ycoli pid
Pathway A Patfmay B - glycolipid AAD 216 Pseudo-agl ycone Pat hway A AAD
216 Agl ycone mannose The initial step of the hydrolysis pathway A -

invol ves the |oss ofgf he glycolipidgjadical s dgofr P16 antibiotics
to Yleld the pseudeqagly of formula (1) i b mannosyl and
[err] is hydrpgen. £ g e : 16

pseudo- agl ycope si ‘ HH-bROtiCc is
hydr ol yzed. Shbsequeps . > S cone yields the
AAD1216 so. aglycone - 5 _ The inifPal step
of the hydrol yeN eaM e B~ MmNt e q FNeyrammsy— padi.cal from
the AAD 216 ahti i oti c8 to]gi vél ps 3 il a2 (1) wherein
[err] is hydrpgen and [Hy#1™~ 0 M structure

whigh I's deriyed fromthe AA
Accordingly, these pseudo-agl ' '
pseudo- agl ycope;, AAD 216B pseudg- agl ycoge or AADL 216C 55 pspudo-agl ycone
dependi ng on fhe AAD 216 anti bi%tic factor hydro? zed. Were|the AAD 216
conplex is hyqrolyzed, a m xture of these pseudo-aglycones will result. The
AAD?® 16A pseudo- agl ycone contains a glycolipid radical of unknown structure

with a | ec ar I ght_ of 3'§0 nmu .aqd ﬁ% e irical l_for'rmiai quig&[‘ﬁ:k"&he"
met hano : ﬁ%’éﬁf&gﬁ ; &’%ﬂo&;}ﬁqﬁﬁ TaCet BAG O H: ia B aC
were i dg eh Sfhe AAD 216 anltibiof &GS ih %E&}h\‘- offoirfrdla wlﬁ?eiﬁ‘ﬂiisé annosyl and R, is
“decanoya greotiptediel ycuronic acid and the nethyl gl ycosi de of either

n- decanoy | The hydelysiacaf | thie AADT 218 anGbidtics- pracsieds) aloog two pathways to afford the AAD 216
n- dec anagiveseesithefommygle (i whereiaRy 284 8. bradwdrogen follawsacet at e deri vati ve of
first major nethanolysis product. of AAD 216A pseudo-agl ycone was conpared
‘with and found to be i 18 Antibiotics, - MPONOER E#g&ﬁ\/eas&gq e

met hyl - 2- deoxy- 2[ ( 1- oxodecyl ) am nol ‘Eb'aml;hc (9360 qur oI T "aci d net hyl
ester, which was prepared in a sinple two-step process from D gl ucosani ne.
From t he above evi dence, the| 65 structurewzl the glycolipid radical of AAD

pel(—2H)

216A pseudo- agl ycone—ighyceltpid | RatrolaylA \Pattevaly Bl || owsglyedlipid EP 0132116 Bl [err]
Si ne® AAD 216A AAD 216B and D216C are ho ogs. the glycolipid radicals

of AAD216B pseudo- aaql ycone and AAD 216C pseudg-aglycone have nol ecul ar
wei ghts of 344 and ‘3%8?‘{1?%‘&?@619'%1‘%/, °5‘H‘GBA Mgz'g‘“g"’m“ _

————
— mannose
L]

The initial step of the hydrolysis pathway A involves the loss of the glycolipid radicals from the AAD
216 antibiotics to vield the pseudeo-aglycone of formula (I} wherein R, is mannosyt and R; is hydrogen.
This pseudo-aglycone is denominated AAD 216 pseudo-aglycone since it is independent of which AAD 216
antibiotic is hydrolyzed. Subsequent hydrolysis of the AAD 216 pseudo-agylcone yvields the AAD 216

80 aglycone upon the loss of the mannosyl radical.

The initial step of the hydrolysis pathway B involves the loss of tne mannosyl radical from the AAD 216
antibiotics to give pseudo-aglycones of the formula (1) wherein R, is hydrogen and R, is a glycolipid radical
of unknown structure which is derived from the AAD 216 antibiotic factor hydrolyzed. Accordingly, these
pseudo-aglycones are denominated AAD 216A pseudo-aglycone, AAD 216B pseudo-aglycone or AAD 216C

85  pseudo-aglycone depending on the AAD 216 antibiotic factor hydrolyzed. Where the AAD 216 complex is’
hydrolyzed, a mixture of these pseudo-aglycones will result.

The AAD 218A pseudo-aglycone contains a glycolipid radical of unknown structure with a molecular
weight of 330 amu and an empirical formula of C,gH,NOs. The methanolysis of AAD 216A pseudo-
aglycone produced two major products which were identified as the methylglycosidemethyl ester of an n-

s0  decanoyiceoxyaminoglycuronic acid and the methylglycoside of either n-decanoyldeoxyaminoglyco-
furano-3,6-lactone or n-decanoyldeoxyaminoglycopyrano-3,6-lactose. THe diacetate cerivative of first
major methanolysis product of AAD 216A pseudo-aglycone was compared with and found to be identical
- to the diacetate derivative of methyl-2-deoxy-2[{1-oxodecyl)amino]-a-D-glycopyranosiduronic acid methyl
ester, which was prepared in a simple two-step process from D-glucosamine. From the above evidence, the

65  structure of the glycolipid radical of AAD 216A pseudo-aglycons is mast probably as follows:
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enpirical fornulae of [err] and [err] respectively. Utilizing conparative
studies of the [err] nuclear magnetic resonance spectra of AAD 216A, AAD
216B and AAD 216C as wel|l as a gpnpai32it16 B1 studies of the fatty acid
hydrol ysis products of the parent antibiotic factors, the glycolipid

radi cal s of AAD 216B pseudo-g@glucone and AAD 216C pseudo- agl ycone are
tematively assigned the fol | pw Oespective structures: [err] The AAD 216
pseudo- agl ycone of the for erein [err] is mannosyl and R2 is
hydr Lgen has the foll ow ngfcharacter iyse0es: 30 (a)* pale white-yell ow
sot i’d~¢hi ch deconposes at an enpirical formula [err] (c) an
appr oxi nat e el enental conB@s 47. 54 percent: carbon, 4. 00 percent
hydr ogen, 5.89 percent nitroden an Og m& sol uti on when the water
content was 12 percent; (d) an infrare pt on spectrumin potassium
br §m de which e LS 2 faRJHoQWI RS glycolipidadicaIbENAAD 2168 pseubio-
3400, 166 ?E‘g ch QU dE téLﬁBMé:ﬁD;imlm&g;@@@%- ar%a
1010, 9 e M. INTR lan GWW g germparatinecyty A

H at 14@3 "aﬁ.‘ﬁ;hﬂﬁhﬁi&;sp& oL AADI 2168 AND 8168;pnd: MBI?\‘?“?\‘% ‘55?1? at“’e
wat gf  ( dtudies ¥ thé fattg 3éid bydralysisprathssty of thespprent antiigticactora the, ijg"m .
condi t i @88 peietdo-sglychra arid AAD/216¢ opglveens aseanatively 356 con |t| i th
an [ err ptructuwes; 40 (g) a carbon magnetic resonance spectrum at 90.56
Mz in [err] (1:€P® a pH of 8.7 which exhibit foll ow ng cheni cal
shifts in parts lion (ppm relative'to T tandard: 177.9, 174. 6,

171.%. 170.9, . 16Q.2, 162.3, 158.8, 157.9, 155.1, 153.9,
1519, 149.7, ¥i7.6, 0+44.4, 141 @ndl39.40, ~5, 136.1,
13476, 130.7, iRm0, 1298, 129.2, 128.9, 128KQH127.5/ 127.3, 126.9,

126.4, 126.0, HO HO
125.8.122.7,122. 4 1211, 119 9 119 7, 118 4, 116.6110. 7] 110. 4,108 5 104.4, 103
.3,100.5, 98. 1, 74. 0, 72. uﬂca(cnii GH(CH4) , 70.8, 67. 4, %BCQ(CHQ 1 56( £By) 5

61.6, 60.2, 56.0, 55.9. 55.0 and 32.09:

acetonitrj F’é’@ﬁ??ﬂq‘gﬁ“df’}”%”f’cﬂfltmm‘é‘ "fh"&e'éng'sd"i""ff)ﬁan he's Y998 has]the

.val ues

for 9 |aé?| "‘ﬁ%ﬁﬁ Jmﬁtﬁuﬂ §fldechd Aég‘%,_@;&&eudo agl ycone of the

is a glycolipid of unknown

structure yavas Qp&&.ﬂﬁﬁrf’dtli‘dh ’ﬁw&&m[am}a hisecehhearban, |4@0i pegeent hydrogen, 5.89
char act gjehceht riéogen @nd 8.63 pdrégnt pahtmnwhdmehqwhdaownmk wds thperbendieconposes at

[err] (b) & emjnfrarecicdbsérotiorusmmctiwm pgte?;nm b%mmhMt%h@r%Ma f the following
conp®si twava nuhbﬂmﬂm [ré3400: A660c 1 bd 390y 108,5\2R0- 1280 41501120060,

ni troger?%‘h ercent chl oripe \A@sesn he. V& i+ &#oRG fs2nper cent ;
(d) ‘an i “f ‘%Q‘g ARG {iffhij,g\em‘v’mr B BRIl i o
peaks at .ﬁ&smxﬁen Q?Sndﬂ35@ﬁﬁhnd§‘$9§cco%9ﬁ@ns&ﬁ6&&, 50f36;
14604 1 #ibignetit ruR6dt 90/56 MHRTiA .CDL@D: DO 1Sk atat of 8.7 which
bonbar dm&nﬂmd m%lnom&heﬁieatsmwmwﬂs pht millidndppra)oaBtivetaTHS asi standend) 1779, 1746
ul t Lavi di7en, YPSC1700N16%2, 3628, 058.8, 167.9: HB.L155 11 9, M%H“%khwrﬁtwa 1444 141.0,
‘absor tlmomanm%!”%lﬂﬁn"@ﬂﬁé?o &c’zﬁ yzg ,p
B, 460 dn

é2
and at 3@% &g’ %7% 1 élﬁ'?g{'ﬁg%s t1)'74 ?0
_mage ‘?uei . E IoJNQ 1850 Bﬁai Oafan@fpﬁp@fvaﬂaeéabove
whi ch 60" ovmngcemca shifts in parts per mllion (ppm
relative tand Nﬁoamﬁ bﬁnda.agtycoaz 3f the farAtud(l) Wieei R, 1s7fydbogeh Ahd ®, isl Glylipid of
170. 6, lukRkndwn #16Rtuse haliig.ab,enibiricakforniill® CH,NO¢ hds, thd Eflowingicharagreristics:, 5

151. 8 151 {d), paléavhite-ydiipw lid mmhinecmse 31339%—3!50"“136 9, 134 5 134 4,
133. 9, 130 M anww'“'fmmcﬁw-ﬂzsc W3, 8.5,.128 3, a 5.99
125. 9, Zagp xu f p%be %.g T Qen.

hi

tm 1 nd lo he
109. 0, ﬂ '?,52 aks at the followmg
71.5,56. 3 wg 33’):’ , 14%60; &3051&06&,12&7 1?40 3&0 1068 afd

29. 4, (e) a fast atom bombardment (FAB) mass spectrum with M + H at 1625 (major c|uster),
R {f) ~ an ultraviolet spectrum in acetonitrile:water (1:1) which exhibits an absorption maximum at
* 281 nm under acidic conditions with an E,,, = 63.2 and at 302 nm under basic conditions with an E,,, = 94;
{g) a carbon magentic resonance spectrum at 80.56 MHz in CD,0D:D,0 {1:9} at a pH of 9.4 which
s0 exhibits the following chemical shifts in parts per million (ppm) relative to TMS as standard: 178.2, 178.0,
176.0, 175.6, 171.6, 170.9, 170.6, 170.5, 169.3, 164.6, 161.4, 159.3, 157.1, 156.5, 1563.5, 192.5, 151.8, 151.1,
146.4, 144.9, 141.7, 138.6, 138.4, 136.9, 134.5, 134.4, 133.9, 130.8, 129.8, 129.7, 129.4, 128.6, 128.5, 128.3,
127.7, 127.3, 125.9, 125.7, 125.5, 122.5, 122.1, 120.1, 119.4, 118.0, 116.9, 109.6, 109.0, 108.7, 104.5, 104.4,
103.2, 98.9, 78.4, 74.3, 73.3, 72.1, 71.5, 66.2, 63.7, 61.9, 60.6, 56.9, 561 55.8, 55.4, 37.2, 33.3, 32.0, 29.6, 29.4,

&5 26.1,229and 14.4; and -



6s .26.'1, 22.9 and 14.4; and 4 EP 0132116 B1 (h) [er] values in
acetonitrile:water (3:7) as foIIovxs 3 0, 4.3, 7.4, 8.5, 9.9 and 10.9 [err]
val ues above 10.9 not determ ngp %%58 pseudo agl ycone of the
formula (1) wherein [err] is hydro ena is a colipid radical of
unknown sth upKivalues ma«@naﬂemr N3: Beals follomsu3.8 4% |714] 8 #9 N0 AN yajuegabove
char act188inst geterimingd. (a) a white solid which deconposes at [err] (b) a
enpiri caI TheAMD REEE @F#‘L lypongrof thederawdaftl whesindtristvalrogen and R, is # glvcalipidradicat
per Eg\n}: e?gmw stryct Pegﬁemnw'%jfé@@w%amﬁhvﬂw gRaractaristios: 09

6.9 percent; (d) an infrared

bsor ptio vﬁ‘ﬁ riidirath aﬁaﬁé Jd dreaefd%' &J?cefax barba.t %.88 &g,@kénaab&bﬁn,
fol | owm itrogén \éfid B120'gércént chlo ﬁ&'\ﬁ en thé

1430, 30(&) 3n 4traredLs3orpiio Epectk(raGn @adss’um(b;or(.ﬂ) vandnaahnba& aaakbatrhwﬁmmhg
( FAI) Iveeve ngmbers inuem T 3400,2920, 1660, 150631500, 114805 1439} 18901210, 1050, 1080, 1060 ad IaN0Lt
spect rum M adast atofm hambardment (FAB) masgs sppgtosm \!)thNb‘l'ﬁsﬂtaﬁB%(mmr pluster; naxi me

t 281 nifepitraviplat gp in aﬁ‘ﬁ%"' i, {1F B ywhich-exhibi %Psa'fpt yww
basci ¢ r?géﬂ T'I‘%h§°'ﬁh°t‘ﬁ ST oe B 613 '[dr R S gpties i

resgna netfe: radh, ﬁ%ﬁnﬁu"z Ak ﬁd?H 9 , \nh h
exhi i kit hm g erhieh "M% .&]i bémilion .ﬁﬁeﬁﬁé s?g 135? @ﬁlfs./e
to TMS 136.9,5176.808N &, 17143 120.7, 170/3,869.4, 184.9, 158.30158.9, 15614, 952. smm 161.146.2, 1447, 3,

169. 4, 1268, 138.7,1138.63 13618, 334, 133%).130.9,1129.8,51295651288, 1284, 127.9, 1263,2126.041258, 122.5,
141. 8, 1188. 1?9 3,1138.26116.93W98, 108341043, 1032, 13.0] 334, 78.7,174%, B3.5, 729, 1,6, QSZ% 688 62.5,
128204 392 27555? 5&&@9@- 37132338305!2%9 2911@5923‘&!293 "d g
109,35, 40 *’5"'1 e fpoia G pT”' : 2y s grefdgracs
74 S n O 9 °§" o peteggics- 29. o,
29 7, 28 %’ ir e‘,’ 6C pseudo agl ycone of the
forsul a ( tc) wﬂmbﬂmbﬁrdldmdnw 2 b&@wﬁs dNA7.58 pérbend cerby, A.81Ddeicenf AydiédenD6.33 -
unknowpesentritagee ahd 8.08 geraent ehipiind wizdn thewael eorftant whas Aapetchnt; f ol | owi ng
char act er idlt e snfr ataomnon epesmlmdn \»mamnu mheﬂxh@!sﬂpw@@t thetfpliewing

enpiri d'%ﬁ"f‘sﬁ“ 20 1 mm 1§1Q| ons
.Of %7 58 r 1 rfltnewg%{ 1 nch % an rpt m
8.0 p%‘?a 0 Elhi@eco h‘l \b%n nﬁ "6a vﬁmon |th an

i nfrar rption spectrumin pot'ésswm e Whi'c ex |b|ts

the fol | Ow)Ng cudds mughstRIrésonBnde Spédtrum34t @0, 53%& in £OLOD:DJG 9109) at a1 of 94 whsch

1430 1 33Kipitsl thé GaliowingEherhid&@hiftd GGhbrta pelr rhillibd;(prna)) relativects (TMSt asstandard antnem 4,
ABy 12885, 1§§éc‘t7r1i9nﬂm% h7(M 4708, 369. 3.,6536-(1@ 101586, u@iaﬁ 6.2,382.7, 151 £ 1518n151.0,

uI travu‘ t‘%ﬁ# Wﬁe}%éw 93(130%1%%6 %)35% 1t2§ 83 1278
absor
and a!to BZMAggg% SCI c’ |t| (16% %‘? g%? Pt%? g%%@ %3‘3% raB8
magget i c rrﬁ'&maw@a ﬁs rrwns%he%y% &Hémanfoﬂ;?smnmo (1:9) at a pHof 9.4
whi ch exhibits the Iovm ng chemcal shifts in parts per mllion (ppm

4

rel gtive to TM5 as standard 178.1, 177.4, 35 |1_|Z)5 5 17 171.4, 171.0,

170.7, 170.3, 169.3,04§63.6, 159.1, &p8.6, 156K, 188 4 7 151, 9,
151.8, 151.0, 146.2,] 144. 6, 142 0, , -E!Eﬂ 134.8, 134.7,
134*%0, 130. 6, —50 g~ 127.5, 127.2,
126. 4, 126.2, 4.C948 9 109.5
109. 2, 108.7,

50 (o]

OH
55

has the following characteristics:
(a) a pale white-yellow solid which decomposes at 300 350°C;
60 (b} an empirical formula CggH,sN;0,Cls;
{(c) an approximate elemental composition of 47.92 percent carbon 3.78 percent hydrogen, 6.58
percent nitrogen and 9.50 percent chiorine when the water content was 10.70 percent;
{(d) an infrared absorption spectrum in potassium bromide which exhibits peaks at the following

\:681\89 numbers in cm™*: 3400, 1660, 1610, 1590, 1510, 1460, 1430, 1390, 1300, 1240, 1150, 1080, 1060 and
&5



99.8, 78.6, 74.6, 73.5, 72.1, 71.7, 66.0, 63.7, 62.1, 60.6, 56.9, 56.1,

55.9, 55.4,-39.6, 37.3, 33.2, 30.4, 30.0, 29.8, 28.5, 27.9, 26.3 and 23.1.

40 The AAD 216 agl ycone, EPPOct321d6 B1the structural formula (I1)

[err] has the follow ng characteristics: (a) a pale white-yell ow solid

whi ch debbnpweyomtbom@rqmm {FABDmass spgdsiumawitteMpt Hiat 3296fmeioutiuste)y r] (c) an
appt oxj nit eanev'ermeﬁ'pfaw d% |asqt@mtﬂ!9rww 851) ehviche -Q-}arancﬁ?soraﬂq's m;mat

-'hydro&%h"mﬁ'“ﬂ?f ,%@i ﬂ
x S t
br o e&A % ﬂ& 5?7 s i a}*"'ﬁ
brom es ﬁoﬂf’ﬁz’ﬂiﬁsé 8! 139 4D 9447, 11825 O/ah
51386, 1346) 12815} 408 65 nisgﬁvsmea 12724426.3] 1260, 1261801250041 1and

_ 65 1018)1, 1577 11E6 106.6,323.2,108. Bloc{a)osas ftass4, 1G8.7) 102(5, hd 70l MBS 13, 4{11%6&)1 156.854.8,
spect 538, 586 and34; phht 1296 (rmaj or cluster); (f) an ultraviolet spectrumin
ace.oni t th) | pKanalues m(asemymm we@am asi followsn3.3.710P-$19:2 #0. hend thankavalgesiabove

aSCIl C

polbort %ﬁ?m@ qf e efact ygiton g %"V@aw%ﬁtéy??%é?ﬂ%?&@?fﬂﬁe'aﬁ’éwsf'mn at
AAD #1g],

So56 51@ e,
shiy t 2184) i addedu &aam wmam;aﬁ?%m% Fi i nﬁi@ o

2. 6 AAD218 pselid6-aflycoh® % fdrmetieRd $u froi:Bt?ue Eeacﬂ&ﬁn&:uré.ms&anv%%. 0,
1 54 6 thid Bykirolysisl précedss is thetreatment df MD znaez m&p papeém FquebBOadcatonit @it with 0006 N hydro-
135. 6 chlgmtseﬂuxlts*‘s hoqgmdzhe msmn of ttm\AQ 218 gspudp-aglypnalby chpomatographic means.

C 4]

126.0 1%he AA ggqr)aqueogmhal q glycone, AAD 216B pseudo-agiycone and AAD '216C

117 5 Pasiidowalycore < ; ggagp %531%2&0 1§@aanAoz1sc.n
Apoipr ofgan ~- ta pera ilam ntoft[u6

65.\3 hdrbivaig prackh '3 v%:ed £ Nlobtritih OFS

I N acenig r&l&i ﬁo@ﬁﬁﬁrt 3a eﬁi%f dl yI ulioxt é yilro% rid

[err] av200°C foralsQniuths.. Phensiiatidn lof tidl iRGividual RADCH Bétie dnd th Mormsnrakeudo-

| nvenmgmmmmnmmwhbéqumhﬂMumeame AAD 216 antibiotics al ong t he

f ol | owi néiterhatively, theAAL\2)62aplyconecandothe gispdonglyéanes map de dde the|mi t he
AAD 2 sdfg' sf'beﬁegz’%mﬁhwrwqg\yd%gwge f%‘m\dﬁv ﬁc'uwétena’g:%%d@am-en adheent

and v m"’m’neral acid at reflux until a substantial anount of the

AAD, Zgﬁ,, &pﬂawﬁgbgﬁ)jne I's formed and subsequently isolating it fromthe
react i ONTHE il Wiré mikimubhSinhiBidry oftentrdtions INIES 6 hé IAADPZ18 @ReorieS ARBS216 HRGIdEE Nt
of AAlgiyddnd, AAD 1A 6A GIsewidtagh/dbim) WADIZIBB Qsbiido-dghctvel MAD. PYeligtighycokid!laRd | C
at r eivhncomiycin wide [datarminad dort & awmbed ek microoddantisima ushig thiGstesiatdd ricropityrc assay by
chr 0 Tbe ARR236 aglyconp.alie AAD 236 mnegivcpne tHe\WAD 285A proudaiaglyaphy.abee,
d%%s A andthe/AAD 165 enputralizadwith %odgwep'a?réenm
the h\ya?' 3}3#‘@9 {rPRYIS, B9 SRR i the B"’ZE Ab"’?ﬂ@(DF'ZlGB and AAD 216Cin a
pol ar organic solvent and dilute mneral acid at elevated tenperature until
-a substantial amount of the hydrolysis products are formed and subsequently
‘isgdating the individual desired products. illustrative of this hydrolysis
process is the treatment of AAD 216A in dinethylsulfoxide with 5 percent
hydwechl oric acid at [err] for 15 minutes. The isolation of the individual
AAD 216 agl ycone and the AAD 216A pseudo- 25 aglycone may be acconpli shed
by chromat ographic nmeans. Altematively, the AAD 216 agl ycone and the
'jpse‘fldo- agl ycones may be prepared by the mld acid



hydrol ysis of the AAD 216 conplex or the individual factors followed by a
chr omat ographic isolation of the desired conpounds. 30 Biological Activity
Data The in vitro m ni numinhi bEPr@ 132¢4#6t Bxions (M C) of the AAD 216
agl ycone, AAD 216 pseudo- aglycong seudo- agl ycone, AAD 216B
pseudo- agl ycone, AAD 216C pseudo f'&/ccf‘lﬁ:)zﬂéjsgﬁﬁg‘vancorrym n were determ ned
for” a nunber of mcroorganisns usi ngTABLE At andard microtiter assay
procedures. The AAD 216 agl ycone, the AAD 216 pseugﬁ- alglglﬁgne, t he AAD 216A
pseudQ/agI ycone, the 35 AAD 2168 pseudo-agl ycone D 216C :
‘pséudo- agl ycone were neutralized with sodi umhWab®3g bonNps21BAI Or to testing.
Theresults are shown in the foll owiaap 2k8bl ePsédb- 40P&ude- 65 6 EP
0132116 Bl Ant iTest@rgasism Spect r um TARlyéond M Aglyconper rl}dlydond\AD!aBmﬁnycmAAD

__216,A AAD %—%euda—wgam ST I"\lij ycofre
'Agl ycone StaplyeyreyrBHIfanconyci n St aph. “aur eus HfﬁlZ? 0.8 6

0.4
1.6 Staph. aurgus SK&F 0.4
1 6 Staplg gnusSK&stl 6 Strep. feec#ll is HHI? 0.4 165, 8
1.6 Strcpofaﬁcilis HH34358 3 1 Proteus mggbilis SP@&F 444 o4 345
100 110 E. coli 12140 (SK&F 809) 100
>100 Prom&ﬁﬂhbmsSK&Fmoo k pneunp2s se 420000 SK&F 768) 110 >100
>100 >100 Pseudonons serugi nos HH63 >100
>100 £ ‘0416'60‘3'(&’8@’100 Serrati a ¥8hr ceseft00aTCC 1’31980 100 >100
>100 >1 Proteu rgani F 179 >100
>100 - ""918‘8""‘2"‘”5@%88“’Pr ovi deiis ez >100 -100
>100  Paouddibhas seruginosd HHB3ENt €1 08365 e Cl gqgrae HH3:1?d64 >100 >100
>100 >100 >100 Sal nonelia galllinarum SK& BC595 25
25 Smmmescns ATCQH:!&)aph epitdem di S1BK&F 24¥W0 >100 0.8
~3.1 6 Listeria nonocyt o&snes SK&F 2255 0.8
1.6 ’"’"EAW’SK&F ‘f96 St aph. &Per ni dP3%0skef 65100 >100 3 1
_12 5 MVM SK&F 276 1 6_ ! >100 >100 >100 >100
' Enterobacter cloacas HH31254 >100 >100 >100 >100
Salmonella galllinerum SK&F BCS95 - 25 25 ~100 - 25
Staph. epidermidis SK&F 2479 0.8 ~3.1 0.8 1.6
Listeria monocytogenes SK&F 2255 08 1.6 04 1.6
- Staph. epidermidis SK&F 651 3.1 125 3.1 16
L



EP 0132116 Bl TABLE B (Methicillin Sensitive) MCin [err]/m AAD 216 AAD

216A -AAD 216 Pseudo- Pseudo- Test Organism Agl.ycone
Agl ycone  Aglycone Vanconyfin StEPh0 #8216 HB127 0.4
1.6 0.4 1.6 Staph. aur eﬁ %%F 674 0.8
3.1: 0.8 1.6 Staph. ﬂﬂﬁ - 0.8
3.1 0.4 " 1.6 Staph. "M¢ 'éug‘%’k&wel?al 0.8
3.1 0.4 1.6 Staph. aureus SK&F 2666 MIC i 0.8
31- v 0.4 1.6 Staph. aureus SK&F 2677 inug/ml 48
3.1, 0.4 1.6 Staph. aureus SK&F 267D 216 AAD 216A 0.8
3.1 0.4 Test Orgadisth St aph. aur euARKKIS 26&seudo- Pseudo- 0.8
3.1 Q-8 1.6 Staph aureus ASW&EF“926829‘V°°M Aglycone  Vancémikin
3.1°% s&pﬁ aureus HH121. 6 St aph. aur eus SK&F 273 } me
3.1 | 1.6 Staph. aureus SK&F 2743 04 0.8
3.1 S@p& aurausSK&Fﬁ‘Iﬁ St aph. aur eus g@K&F 2775_1 08 . 3.1
3.1 sé g St aph. aureus SK&F 2777 ) 106.4
1.6 P '"""35"&6980 Staph. aureus GE&F 261333 0.4 o,.64
1.6 St aph. aureus SK&F 2615 0.8
3.1 SHph aureus skak vieig' 2P 201 S BB TABLE C (MetHa&illin 16
Resi stant) blaph. strdus Sk&f BsgAAD216 AAD21§§ AAD 216 - Pseudo- Pseudo-
Test QOrgani sm Agl ycone I ycone Agl ycorf# Vancomfcin 5
St aph aur eSteplsieareus SEF 2677 @ 3.8 1 04 8
1.6, St aph. %eus SK&F 2612 . 8 3.1 ~38s
1.6 Staph. Pk dureaxSKaB 2R 080, 4 a1 0.8q4 92
1.6 Staph. EESEE . 0.4 1.6 L2
0.8 st aph. eus ,_2%8 080.8 3.1 3.108 9.68
3.1 Staph. w}e 080'4 1.6 0.4
1.6 Staph. aureus SK&F 2594 ~0.4 a1 3.104 064
1.6 Staph. enhawre@SRFTIO 080.4. 34 3.158 0.4
1.6 Staph. sureus SK&F 2590 0.4 . 3. 1™ H64
1.6 Staph. UPAf 8urayskar27es 080.8 31 3.1lgg P8
1.6 ' _ ’
Staph. aureus SK&F 2776 3.1 2.1 16 16
] Staph. aureus SK&F 2777 0.4 1.6 04 0.8
saph- aureus SK&F 2613 0.4 1.6 o. 4 1_6
. Staph. aureus SIS&F 2615 | _ 0.8 3.1 0.8 a1
\/.



t aph. aureus SK&F 2591 0.8 3.1 0.8

WWwkrRrWwWwkFkW

.6 Staph. aureus SK&F 2592 ‘0.8 3.1 1.6
.1 Staph. aureus SK&F 2595 8 3.1 1.6
.6 Staph. aureus SK&F 2596 EP 0132"6 %14 3.1 1.6
.1 Staph. aureus SK&F 2597 : TABLEC 0.8 3.1 1.6
.19 EP 0132116 Bl TABLE D (MethiciHotResistan® C in [err]/nl AAD 216 AAD
216A AAD 216 Psuedo- Pseudo- Test Organism MICin ug/ml Agl ycone
~Agl ygone Agl ycone Vanconycin Bacteroides fragi| +s—A&Fee-25285 32
>32 16 32 B. fragilis H14AAD216  AAD 216A 32
>3 8 . 32 B fragfiAAP 23gr fiseedo-  Pseudo- 32
>32 TegOrganism 35 B | gedglyraneskgPalyeanp  Aglycons  Vancomycin g
.32 -3 32 B Thetal ofgm cron 3K& 3089 i 82
[9e . 1
>37 Staph. aurgys SK&F 675 55" £ s obact té’rl um nuc eat um ATCC 25586
>32 aph. aur&@: sk&F 2612 32 Cl ostidi em perfngens MCP- l-0.8 16
‘[err]O. Olg [err]0.016 [err]0.016 0.5 C perfringes MCP- 2
[ er r] O. (Stéph. aureus SKRFZ514 [err]0.01®4 . 085 C per®Ri ngens 1.TCC 1940B
0.5 0. 05 0.125 1.0 Clostrldlumdlfflmle SK&E 3062
2 Staph. gureus SK&F 2616 ) 175 204 di ffi cl'PeSK&r 3885 :
2 2 0. 25 dlfflcle SK&F
[err] 0. Gtaph sureus 3RS, 3620 0.125 2o R e | eO8kar 3003
2 Staph. Zums SK&F 2320 125 2 o4 d! ffi I c!1jse SK&F 8496 1.6
1.0 . 25 2 Cdifficile SK& 3098
[ eny 1,0. Cseph. aumu{ﬂ(&ﬂﬁSOlG [err] 034016 31 2 1004 EP 0188116 Bl
TABLE E MCin [err]/m AAD 216A AAD 216B AAD 216C Pseudo- Psuedo-
Pseudo- Staph awmpys$H&f 2689 Aglyc®fe  Agl ¢done  ABfycone Vnconycin
St aph. r us HH 0.4 0.2 0.2
St aph. S 20 | ¥4, 3., 04 g b 1.6
Staph. aureus SK&F 2593 0.8 3.1 0.8 1.6
Staph. aureus SK&F 2591 0.8 3.1 0.8 16
Staph. aureus SK&F 2592 ' 0.8 3.1 1.6 3.1
Staph. aureus SK&F 2595 | 08 3.4 1.6 16
Staph. aureus SK&F 2696 0.4 3.1 1.6 3.1
) Staph. aureus SK&F 2597 0.8 3.1 1.6 3.1




St aph. aureus SK&F 209P 0 1 0 2 0.1 1.6
St aph. aureus SK&F 209P- nut ant : 50 100
Staph. aureus SK&F 674- P6- nut anEP 0562 116 B1 50 25 100
‘St aph. aureus SK&F 675 ED 1.6 3.1 3.1
"Staph. epiderm dis SK&F 2479 (ABaetobes) 6.3 6.3 3.1
St aph. epi dernidis SK&F 2683 ) Nj‘:l | 6.3 3.1
Staph. epiderm dis SK& 651 12.5 © in ug/m 12.5 3.1
.St aph(epi derni di s SK&F 2265 12.5 2.5 3.1
Staph. faecalis SK&F 34358 AAD%216 2:3, ?1 A&guﬂg}o. 1 3.1
Et aﬁh f aecali s He8FOGBTIsM AQ[yﬂone : Aglyo&el Aglyconeo.\]ancomycin 3.1
Li st eri a wereocytogefres—SIK&—2255 % pra n o0—%

0. 8, E. coOBactésbigbs ftayilBATCC 25285 3200 >32 >100 16 >10032

>100 Sal monel | a gal | i nar um BC- 595 >100 >100 >100

>100 ER myef%es BL TABLE F MC in P2rr]/m >3D 216A 8 AAD 2168 AAD
216C Pseu Pseudo- Te Organ - Agl ycgpe

Agl ycone 9‘ 'g%gj(ﬁ'g%anconym n Bact EI‘%%)I des FLagi lis AT1(§C 3 >32
>32 3.,,3&,,,,5,(&;:303?32 10 B. 1 het ai ot ggri cron H-gl45 32 >32
>32 >32 Fusobact eri um nucl eatur ATCC 25586 >32

16 8. thiﬁmummn SK8R3@9 perfri ng8hs SK&>ZZ69 16 8 063

0. 031 0.125 erfringens MCP-2 0.5

0.5 Fusgbscterium m’ﬂﬂlﬂb“@‘ﬁ?ﬁ%cu | 82 SKeF 38R 16 33.125
0.125 dlffICI &F 3 25
0.2&~ aoﬁ’"%%""”"""g’"_’f hgc Cdifficile gﬁ;F 30%@% =0.016 8’%

0.25 C. pétringens McP-20. 5 25  C dikpoieci | e o 31410.016 05

0.5 0. 25 0.5 1.0 The in vivo activity of the AAD 216

agl ycone, CAsdcfringénsATECAS408g| ycone, AADN.216A pset@bo- agl yoo2s and vamconycin,
measured as [err] was denpnstrated agai nst |ntraper|toneal i nf ectl ons with
46. 8 [ er r Flostridigmgifficia SKRF:3068 127 in n?ce by tréat nents %§Ph t he 2

anti bioti 5 hours post igxnfection. The 30 rr] wer

follows: %ZMS%%@%% 7.6 ng/ kg; D 216 pseudo agl°3[/ on 7. ng/ kg;
AAD 216A psSgiilie SEdp/sane. 5.0 no/ Kg; ¥eomonycip.o1é- 56 nysg. Sl m4arly, the-
[err] of AAD 216A pseudo-agl ycone, AAD 2168 pseudo-aglycone, AAD 216C .
pseudo- agicyawieie SK&F 3082Cconyci n, deterntned by Wwilizingoa2si m | ar2protocol,

‘were 12.5 [kg, 7.6 /'kg, 10.8 ng/ kg, and 1.92 ny/ kg, respectively. The
‘anti bi oti & 3‘{;8 the present inV®ntion i%cluding 98D 216 adl ycone,

AAD 216 p = ycone and AAD pse gl yca AAD 2

pseudo- agli‘yg'gﬁg', é'i%Dﬁ%EGC pseudo- agl y%&o% and érﬁto%?ur es étbgué‘?eof 1§6<hi bi t
anti bactertTal—acttvity. T1he rnventtron rncrudes wtnmn 1ts scope

phar maceuti cal conpositions containing at |east one of the above-nentioned

antibiotic conpounds and a pharnma- ceutically acceptable carrier. The
conpesitions may al so contain other active antibacterial agents. The
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~conpositions may be nmade up in any pharnmaceutical form appropriate for the
route of admnistration in 40 questi on Such conpositions are exenplified
by solid conpositions for oral E 33 196 BYUCh as tablets, capsules,
pills, powders and granules; |iquil corrp05| trons for oral adm nistration
such as solutions, suspensions, syrupsTABLEE|ixers; and preparations for
parenteral administration such as sterile soluti oniic iSUgMeNsi ons or

enul sions. For use as an antibacterial agent, the—eerpest+i ons are

adm nj stered so that the concentrati 0AADf216Ae ASD 216BsacAAD/RI6CNgr edi ent i's
greater than the mninuminhibitory cofssuda-rat iRsuedoor tRseydarti cul ar
‘organi smtreated. Thest@eenisty of the AdkePmelc AglV§R-W8ne, Aﬂmnzlevfmcomvcm

pseudo- agl y pseudo-agl me wWas .denonstraped I n '
agai nst a tgiz ]: mgﬁﬁgil ne mastitis i )sbo#at es ugl(lng t he @énventl o agar

di l'ution rretsl,‘ygg S ABKBETEE M ni mum i nlyifitory gencent ragbons (MQ@) The

M Cs for 16 agl ycone, AAD 216 pseudo-agl ycone and AAD 216

pseudo- agl y Seap#. ngesu&mosn 0.5 to >128¢err]/m p.20. 25 to00.¥128 [errg/m and

so 0.03 to >128 [err]/nl respectively. In conparison, vanconycin has M Cs
for the samStaghcausus SRP-mutept ng Frif® 0. 25 t §0>128 [eFP]/ni. @Bw h

Pr onot ant i r ronot ant_.activities of th AAD 216 _agl ycone,
AAD 216 pse%&gxwégﬁ(ggngﬂﬁB%lGA pseudd-agl ycon Swere dd®®rni ned
in aswnei J,glslgkgg 76 0 predict utijlgty in ggnogastrgg ani nalg, such
as sw ne an poutry, arunen in vitro nodel to predict utility in

beef, dairy Sesp#. eﬁmpmrsntmmwn Swi ne 3in vitroesodel A &®rkshiresparrow

is Qurgl cally prepared either with an ileal cannula, which is placed 15 cm
from t he 50 StaphcapidermidisiSk&Fj288t i on, or 8 cecal 8dnnul a, ®Ai ch pl axkd

m dway betwegen.the a rigin of t cecum, he ani is fed 4 tines
daily to r\ggﬁ"f' ‘ﬂ?zfé’eﬁ{a%sg V5% of bod %V\BI -ght 2R a 30 Lani mal %t 2. 5%
of body wei | Sbiderrfis SikFRkER! . The 9 ne groggr rati @pgis: 65

0132116 B1 %w/‘v}\’) (I'bs/ton) Medi um ground shel led corn 70. 60 31121412 *
Soybean rreaISnplaZWocahsSK&Fadass 22.00 040 Dehydoated alfaifa nea,3.117%

4.50 90 Cal ci umg onat e 0. 15 3 10 Vitam n/ m neral
‘preni x Stapp. fpecalis SKEEGSTSanpl i ng of Ofe materPAl, via @he cannid,

begi ns 150-180 m nutes foll he fi b t norni feedi ng, 15 and

conti nues a %‘fﬁé&’%fﬁ ut es tﬁer eaftqu depend‘?hg on t fP
quantity of Enp‘;,,e k Q@ded The sanplfygl s nMeidypgi ned LRegr ushed 1&€_e’ no
cooler than [err |s gassed continuously with carbon di oxide. The °
col | ect ed nmaudnallagﬂuﬁrdm BCSgs The f»ioorate is100he i noaod um ussqod or
incubations of the test and control sanples The gassed inoculum 2 25 ni,
is placed in each of 10 gassed test tubes, each containing 0.75 m of a
nutrient solution and 0.5 ng of each test conpound. Four blank control
tubes, along with the 20 test conpound tubes, are incubated 5 hours at

[erkl-with agitation. Four nore killed tubes are included which are not
i ncubat ed.
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The tubes are each treated with 0.60 m of a 25% sol uti on of netaphosphoric
‘acid, then, stored at [err] until analysis Sanples are thawed and
centrifuged for 25 minutes at 2C (BB O 132116 BLkupernatent liquid is
‘decant ed, sanpled for gas chromat ograph‘y ap automati c anal ysis. The
results are fed into a conputer for 25 ABLRT shi ng %i ve figures in which
t he” bl ank control value is 100% see the follow ng ?é I"és, Vi rgi ni anycin -

and vanconycin or avoparcin are used AP/l | ADrHBB! OlaaD 236¢ 35 45 60 65

13 _ \EP 0 132 116 Bl VFA* LYS* Pseudo- G PEuedo- Pdedds- Conpound
(ppm (% Contr ol ) Tés¥Oggamisnp| ) ( % ConAglpdone ( % Aglyrone| ) Aglycgneni Maycimycin
(166. 67) —53——————463 +97 —8T (16 67) 130
127 Bpgteroides Fragilis AJCL1. 67) >32 p48 >32 82 32 >B82
70 Vangonyci 166. 67 250 48 19Q 4
(16. 67) 8 "‘"’2%'0’”’”)"’” H-145 40 1% >32 59 (£B7) = 92
83 10becteriim nuciIstuPARCEHRsA0! YSENS (166. £7) 6 256 gz 65
180 . 62 (16.67) 307 39 182 58
(1.67) " C. perffiigens SK&F 27691 94.063 0031 AAD 2i8s 05
Pseudo-"agl ycone (166.67) 266 : 64 183 62
(16.67) C. perjrigens MCP-2 7¢ 1705 05 69 (1.6¥9) 20 96
110 94 . 01 AAD 216A Pseydq-aglyc (166. §7 _ 302
£> ﬁy#nm SK&F 30%8 (16. 67) 0igp7 0 YoUEs L 81)s 185
BL II. C. diticitd SRaF 2065, ., LYSF &% B a0 1O

A C. difficile SK&F 3092 0.25 0.25 0.5 0.5

2 C. difficile SK&F 3141 0.5 0.25 0.5 1.0

The /n vivo activity of the AAD 216 aglycone, AAD 216 pseudo-aglycone, AAD 216A pseudo-aglycone
and vancomycin, measured as ED,,, was demonstrated against intraperitoneal infections with 46.8 LDg,'s
of Staph. sureus HH 127 in mice by treatments with the antibiotics s.c., 1 and 5§ hours post infection. The

30 EDy,'s were as follows: AAD 216 aglyconse, 7.6 mg/kg; AAD 216 pseudo-agiycone, 7.6 mg/kg; AAD 216A
pseudo-aglycone, 5.0 mg/kg; vancomycin, 1.56 mg/kg. Similarly, the EDs,’s of AAD 216A pseudo-aglycone,
AAD 2168 pseudo-aglycone, AAD 216C pseudo-aglycone and vancomycin, determined by utilizing a
similar protocol, were 12.5 mg/kg, 7.6 mg/kg, 10.8 mg/kg and 1.92 mg/kg, respectively.

The antibiotic compounds of the present invention including AAD 216 aglycone, AAD 216 pseudo-

. 3  aglycone and AAD 216A pseudo-aglycone, AAD 216B pseudo-aglycone, AAD 216C pseudo-aglycone and
mixtures thereof, exhibit antibacterial activity. The invention includes within its scope pharmaceutical
compaositions containing at least one of the above-mentioned antibiotic compounds and a pharma-
ceutically acceptable carrier. The compositions may also contain other active antibacterial agents. The
compositions may be made up in any pharmaceutical form appropriate for the route of administration in

<«  question. Such compositions are exemplified by solid compositions for oral administration, such as tablets,

capsules, pills, powders and granules; liquid compositions for oral administration such as solfutions,

suspensions, syrups and elixers; and preparations for parenteral administration such as sterile solutions,
suspensions or emulsions. . _

For use as an antibacterial agent, the compositions are administered so that the concentration of the

45  active ingredient is greater than the minimum inhibitory concentration for the particular organism treated.

The activity of the AAD 216 agiycone, AAD 216 pseudo-aglycone and AAD 216A pseudo-aglycone was

demonstrated in vitro against a total of 58 bovine mastitis isolates using the conventional agar dilution

method to determine minimum inhibitory concentrations (MICs). The MICs for AAD 216 aglycone, AAD 216

pseudo-aglycone and AAD 216 pseudo-aglycone ranged from 0.5 to >128 pg/ml, 0.25 to >128 ug/m! and

so  0.03 to >128 ug/ml, respectively. in comparison, vancomycin has MICs for the same microorganisms
ranging from 0.25 to >128 ug/mi.

Growth Promotant Activity :
The growth promotant activities of the AAD 216 aglycone, AAD 216 pseudo-aglycone, and AAD 216A
55 pseudo-aglycone were determined in a swine /n vitro model to predict utility in monogastric animals, such
as swine and poultry; and a rumen /n vitro model to predict utility in beef, dairy and sheep production.

Swine in vitro model
A Yorkshire barrow is surgically prepared either with an ileal cannula, which is placed 15 cm from the
60  ileo-L3sialic junction, or a cecal cannula, which placed midway between the apex and origin of the cecum.
The animal is fed 4 times daily to restrict intake to 4.5% of body weight in a 30 kg animal or 2.5% of body
weight in a 100 kg animal. The swine grower ration is:
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Conmpound (ppm) (% Control) (% Control) (% Control) 1% Control)
. 96

Virgini anycin (1.67) . 240 837 21

"~ Avoparcin 10 (1.67) 85 115 102 AAD 2168
Pseudo- agl ycone 15 (16.67) E%lg 132116 B196 894 16
(1.67) 118 102 169 (% wiw)95(IsAbh)216C
Ps€éudo- agl ycone (16.67) . 252 99— —855 . 16 25
(1.67) 131 Medium ground shelled ggmg 7060 g5 M4MRA refers to the
total{ of volatile fatty %ﬁi N y acetate, Qpropionaje, isobutyrate,
butyrét/e, | soval erate an vg%e'P%@e%%"YS s lysi n%,'o(aGLU 1S glucose and LAC is

L-1%ctic acid. Rumen in pehyéraedRfisita mee 1% Ot oCOlggof Or tlgg runen in vitro
nodel is analogus to the protocol for the swine in vitro nodel with the
fol owi ng nodificatioens: Qalgumprbpidnitg steer is sworgi cal l yaprepared with a
rumenannul a. 50 55 65 15 = EP 0132116 Bl (2) The animal is fed one time
a day with the foll ow ng'temin/mineratpremidhed Feed 275 55 % W w
Cottonseed hulls 470 Cracked corn 22.0

A! f a! fa Hay slmpllng of the material, via theQ(QmQuIE%Léiﬁg 150LL380 AR ?ollowing the first morﬂﬂg ﬂaeding
Li qui g [ edridlcontinues any time from 36—420Lminutes thereafter, depending on the quantity of material needed.
100. 0 Pel Trat samipjanis ewainitdined in crushed ice, A6 edoler Sbarh5*Enarid is gebsed cobliiopsly with rcarbon
50. 0 Medi dioxids. Thecbliésedmaterial is filtered. TIgfjlGate i the inoculum used for incubations of the test and

D/ Cal ci unsoptrolssmates. The gassed inoculum,2.25anipis plagedin |eec:. g: 10 gass:ﬂ test tlub;& eafh oowsi?‘g

’ i B t-aolugi 05 e compound. Four blank control tubes, along,withthe

Grou ng | M’ﬁ% aroexcfl ted ;gﬁg@?:'g% with agitation. Four more killed tubes ar;.zl:'\vc uded
8 ted ' . :

Vitan n

— The tubes are each treated with.0.60 m! of a 25% solution of metaphosphoric acid, then, stored at -4°C
until analysis. Samples are thawed and centrifuged for 25 minutes at 2C,000 r.p.m. The supernatent liquid is
decanted, sampled for gas chromatography and automatic analysis. The results are fed into a computer for

25 finishing to give figures in which the blank control value is 100%; see the following tables. Virginiamycin
and vancomycin or avoparcin are used as positive controls.
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**Vitamin A & [err] Prem x %ww Vitamn A (30,000 I U gm

5.87 Vitamin [err] (16,000,000 | UIb) .0.50 Fine ground corn

93.63 100. 00 50 (3) Mani pul gp @182 446 Bloduction is described as the
production ratio of propionate as a percentage of total VFA produced. (4)
Sanpling of the material, via thg, annul ayyés at 1gQya nut egageost feedi ng.

16 EP 0132116 Bl VFAr %LC trol) (% Con@lp*(%c SP1 @hebronConpound
(ppm (% Contr olSPMPOYRELRPTY| ) ( Co% Contr ol) (% control). Vancovnyci n (50. 0)
107, 97  Virginiamyt®9 127 (5.0) 108 85
165, 130 10 (166.67) 93 (0.3 197 97 81 83
17 105 Avoparoin (50.0) ' 113 97 141
132 (5.0) 105 (16.67) 85130 226 191 121 (078%) 103
96 - 116 6 I\/bnens Sodi um_(50. 0) 109 © 147
0 156 (5.0) 104 14f§ 182 26 0 149 25
(0.5) _ Ol +85- 4 ++9—AAD—2+6—Agt ycone
(50.0) 93 Vancomycin 99 14 135 30 (5.0) 110
101 22 (1e8.6Mm31 (0. 5)250 1Q8 190 98 64 0
102 AAD 216 Pseudo- agl ycone (50.0) 104 101 104
127 (5.0) 95 (16.67) 96 280 @2 189 15 (0. 859 88
118 47 101 AAD 216A Pseudo- agl ycone (50. 0) 113
115 38 (167149 45 () 87110 = 100 97 99 30
139 (0.5) 98 2 534 1+06—50—1+7 '
\_ AAD 216 Aglycone |
{166.67) - 256 65 180 62
(16.67) 307 39 182 58
(1.67) 86 - g1 94 101
AAD 216 Pseudo-aglycone
(166.67) 266 64 183 82
(16.67) 238 76 ”m €9,
) (1.67) 9 110 94 101

AAD 216A Pseudo-aglycone

. (166.67) 1302 52 187 58
~, (16.67) 361 59 184 58
(1.87) 106 106 101 98
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EP 0132116 B1 Yel | ow corn neal 67. 35% Soybean oil| neal

24.00% Menhaden fish meal 6. 00% St'eaned bone neal 1. 00%
G ound |inestone 1.0 Db 796 BY ¢ - 0. 34% 25%
choline chloride 0. 13%15@#10 Vitamn [err]

0. 10% Manganesdl. sul fat e - yvrAR 02% Viys¥mi n mGLU* LAC* 0. 06%
20°Swi ne feed frommmnﬂlm)t 0(%%&@61) N(ye cbnﬁolhl@hcwrd)at(mtwﬁy be :
suppl enment ed. H—2—t—of—TratTomper—day (ftor a 25 | b piQ)

to 9 b per day (f froinlagygin| |, g). Mbst rations are conprised of a corn
base suppl enent ed vvitQ gune silxge, wheapsbran, e@sts, barlzy, nolasses or
a protein suppl enent. ultry feeds conprise starter rations, broiler
rations and layrng ratirons. The ratrons are usually based 25 on ground
‘corn, corn nmeal or dwonasM neal . The br0|Ier rations, often, contain high
energﬂ suppl enents such as added f ts, bil ns anq itam Ngop TUT key
rations are sinilar, BU7 corrprlse nlya rting 3 |on an agrovmng

ration. Chlcken.s_o.r._p.h.eas.a.nu_eaf from—03-0-3—-bs—ei—Feeda—per—day, turkeys .
tw ce that ”“Chuﬁﬁfgb h e of feed is dependent on the weight and
age Qg the nmeat producing aninmal. The active ingredients selected fromthe
group consi sting of AMEA16 agl y(mle AAD 866 pseu@® 30 atfl ycone, AAD
216A pseudo- agl ycone, AAD 216B pseudo agl ycone AAD 216C pseudo agl ycone or
a mixture thereof are Wed unifd¥y witHS 02 ;ch ted®rations®™o give

suppl enment ed ratians whi nhj_r_a th s— nost

ofte ad libit to do this, a prem x-of the suppl enent al
grow/h pr onot ar#mo% G?hl S | n@%&%o opti onal | y conbined with or wthout

ot her suppl enents knows.erno this anslz such a9tan anti8@ m ntic,18 nitrogen
source or an antibiotic, for exanple, virginianycin or oxytetra- 35

cycl iame is prepared byﬂﬁ'ﬂe manuf al?ﬂurer foP4sale t@8%he forn®f ators or feed
| ot operators. JFhe—eeﬁeeﬁi-F-&H-eﬁ—e#-Hﬁe—&et-erﬂ-ﬁgfedreﬁf-s—sei-eeted from

t he group consi sting of AAD 216 aglycone AAD 216 pseudo- quég(y)ne

2 16A setvfs o total pfyolati ﬁepfomtﬂ isobutys A E‘@F?éater
pur@‘tﬂ%% i# tyaine. ﬁl-'él‘ﬁ glugoge ﬁ%‘h% Llactigeeid-7 5 04 by Rel ght o?z

concent r &l %39.&0% times greater than that in the conplete feed ration.
The prem % Fio by o anoif 't BIASELAGr 6 RuIR@ Y odeh Gt
cott onsegnd WddfteadingOr  di stillers sol'ubles to forma liquid premx

prepar ati on) $Ls00 &g teer isSrgissily prepaned Wit a ngnemadndarn, fl our, cal cium
carbdMat e or soybean neal are often used as bases for solid prem'x
preparations. The prem x conposition is, then, mxed uniformy w th whol e
ration which is fed to the target ani rral Such prem x conpositions are
included in the term"feed conpositions” as used herein. The concentration-
of the active ingredients selected fromthe group consisting of AAD 216

agl ycone, 45 AAD 216 pseudo-agl ycone, AAD 216A pseudo- agl ycone, AAD 216B
psetdo- agl ycone, AAD 216C pseudo- aglycone or a mixture thereof in the
conplete ration is a nontoxic but active quantity chosen, for exanple, from
‘a range of about 1-1000 parts of active ingredient by weight per mllion
parts of whole feed (ppm or
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about' 2-115 granms per ton. Advantageously, a nontoxic quantity of active
ingredient is chosen fromthe range of 10-50 ppm 50 The net hod of
this invention conprises feedi lEPtO ¥ 3d8&:B1c or runinant, neat or milk
pr oduci ng (AN TiRbrimalis Andluimé &'t idhife lbdihg Galnt € sheep. swi ne and

poul try, an erfective pronoting but nontoxic quantity of an active

i ngredi ent sel ected from~ridishegFeet® consi sting of HAPW216 agl ycone, AAD 216
pseydo- aglycone, AAD 216A—psetudo~agl ycone, AAD 2#6B—pseudo-agl ycone, AAD
216C pseudo- agl ycone or a @dttonsged hulier eof . Ot her mogastric ani mal s whose
digestive tract also featuges fernentation in a cecumor 55 cecumlike
chanber are rabbits and 'h0¢’§@§q°qﬂe suppl enent'ed %X rations, described
above, are presented to thﬁfﬂfgiﬁg?ll,,by nmet hods kno dgo the art Ad libitum
fee ng in the pasture, pen or grow ng shed is nbst convenient to increase
the growth and nil ki ng ratpeiefsdppRmani*nal and to iqg ease the feed
efficiency of the operation. The followi ng exanples are illustrative of the
‘production, isolation and Waouid Motaasason of the anti Miooti cs of 60 the
preggent invention and are not therefore to be comsrdered in linmting the
present invention as described in the clains appel®@ hereto. Exanple 1
Preparation of AAD 216 pseudo-agl ycorne 65 AAD 216A (1.2 g) was
partially dissolved in 10, percent aqueous acet-oni %i e and 0.0001 N
hydrochloric 19 EP 01327°1'8t 3uPPleMeRt (1 ot al vol uffe®™00 ni) and heated to

reffux for 48 hours. The r j,,pav_ﬁfét(w,gﬁmn; yopgyd i zed and then
Wt

chr omat ogr aphed on reverse phase a colum. of Whatnman Partisil
40[&ri] (ODS-3) (25 x 500 madiumiGreudd Coshr ate of 15328 / minute. The col um
was eluted with 15 percent acentonitrile- 0.1 MpH 3.2 phosphate buffer
(2080 M) and 18 percent aBietsivivt Ptiosphate buf f er sol ®8%0on (1000. m ). The
appropriate fractions were cog)i ned, |yophilized and desalted as descri bed
below to yield the desi redPRRF8 16 pseudo- agl ycone.z'sPhe desal ti ng procedure
invol ved a pooling of the gRRhEBmedbie (fl'fa&ﬁ Svigs fr et he HPLC and renpval

of e acetonitrile at reduced pressure. e resulting aqueous sanples were
| oaded onto an XAD-7 resinueal um and eluted with desooni zed water until the
conductivity of the outflow was less than 1.5 [err]. The colum was then

el uted with aqueous acet onVitamin& & BpBtemint! t he el u®hB0 | yophilized to afford
the desired prodcuts. Exanple 2 Preparation of %agl ycone and AAD
216™ pseudo- agl ycone 15 AAD 216 (0.74 g) was ol ved in 5 percent
concentrated hydrochloric acid and di net hyl sul foxide (40 m ) and heated for
15 mnutes at [err]. The feaction mxture was diluted with 14 percent
acetonitrile 0.1 M pH 3. 2" Yiereipifa&k®: Bremier and chowt ogr aphed with the

equjgonent described in Exagple 1. ol ym was e ed with 14 percent
acetonitrile-buffer soluti %T’Téda{%'ﬁgmwl owed by percent (500 m), 22

.percent (500 m), 26 per cevﬁ,*iﬁqg‘@&o'wuﬁg per cergge( 1000 -m )
acetehitrile-buffer solution. Thé 20 appropriate fractions containing AAD
216A pseudo- agl ycone wer e Eioaptovsdicarnd t he appropr93as3e fracti ons containing
M 216 agl ycone were conbined. Both of the conbined fractions were
separately |yophilized and desalted using the pr ov(%dvre in Exanple 1 to
afford the desired products. 100.00

50 (3) Manipulation of VFA production is described as the production ratio of propionaté as a percentage
of total VFA produced.
(4) Ssmpling of the material, via the cannula, is at 120 minutes post feeding.
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Exanple 3 25 Preparation of AAD 216B Pseudo- Agl ycone AAD 216B (1.64 g) was
~dissolved in dinethyl sul foxide (40 ml) .and ‘concentrated hydrochloric acid
(2 M) was added. The reaction mEBPuQe132916BEd at [err] for 15 mnutes
and then diluted with 31 percent acetonitrile 0.1 MpH 6.0 phosphate buffer
(450 m) which waM. | oaded onto ?nvﬁﬁigi %‘-‘fﬁfr onat d%;ﬁuéphyl’mm*(mo nm -
Affigel 10 D-al a- DcampoundTpemicol & FAntR Conteplhy (PrCantrely (Br€astrol phosphat e
buffer 30 (100 m—water—{2000-m)—and I percent aqueous acetonitrile
(100Q_p#). The react iVancoymyeitict s were eluted off the affinity

chr omat ogr aphy col umm wsbg) 50 percgpt acetoprtrile hgp 0. 15 Mamoni a (2000
m ). The eluant was |yophilized, dissolved in 10 percent acetonitrile in
0.1 M pH 6.0 phosphate W&P¥er and WAr onat o- 8yr aphed1@n t he elfd prent
described in Exanple 1. The colum was eluted with 10 per cen% acetonitrile
in‘0.1 M pH 6.0 phosphat®Shuifer (530 m). B3I lowed Hy 15 pel®ent (750 m),
18 percent (750 m), 2Avesdreégnt 35 (500 m), 26 percent (50 m), 30
percent (500 m) and 35’#§fcent (1000 m) acetonitrile buffer_solution. The
appropriate factions contal ni ng AAB3216B ps@bdo- agl %’one wer 8% orbi ned and
the frae&tions containi ngggfD 216 ycone wgge combiged. Bot fpconbi ned
fractions were separately |yophiliZzZzed and desalted using the procedure in
Exanple 1 to afford the (d8kired preggucts. Upgli zi ngitére procegbure of

Exanpl e 3, AAD 216€ &67‘%“*)30%% frydrotyzed to yrerda AAD Z16C pseudo- 40

agl ycong and AAD 216 agl'ycone. AAD 216A pseudo-agl ycone was al so prepared
via the procedure of Exgsgdie 3. Cl@gns for igpe Contrgcting Sygy es:- BE CH DE
FRG IT LI LU NL SE 45 1. An antibiotic compound represented by the
structural forrmula (1) 6%.0) 104 141 128 149

[err] 20 EP 0 132 116 Bé acid (total volune 1500 m) and heated to
reflux ®or 48 hours. The!®®¥action Mxture V8 | yophill zed and® hen

chr omat ogr aphed on rﬂggﬁe‘rﬂtﬁmﬁg HPLC with a colum of Watnan Parti sil
40[err] (ODS-3) (25 X at a flowrate of 15 m/mnute. The col umm
was eluted with 15 percel80.0)lacentonigdrile-0. 89M pH 3. M phosph#dse buffer
(2000 ) and 18 percent acetonitrile- buffer solution (1000 m). The
appropriate fractions wer®%onbi net9 | yophilP? zed and?&esal t edlas descri bed

below to yield the desir 61 'AAD 216, pseudo- aglycone. The desa ,jn,g procedur e
i nvol ved a pool i ; - i renoval

of the @cetonitrilgampreresdocdgiyeordssure. The resulting aqueous sanples were
| oaded onto an XAD-7 resjn_colum and el ut e(g with dqjﬁ)'ni zed er until the
conductivity of the out f %8 vas | ¥ than 1'% pMHO. e 10 col'um was then
eluted with aqueous acet °|§.iof rile (3% and gge el uantg | yophiliged to afford
the desired prodcuts. Exanple 2 Preparation of AAD 216 agl ycone and AAD
216A ps®udo- agl ycone 15 (0.5) AAD 216gg( 0. 74 ogmswas di sapl ved i no6 per cent
concentrat ed hydr-eehterte—acte—ant—ttrethytsu-foxrde—(46—"t)—=amd—heat ed for
15 Maut es at [ er AAD ZThk Psesicdo-pgipeonai xt ure was diluted with 14 percent
acetonitrile 0.1 M pH 3. osphat uffer d chro ogr aph with the
equi prest described in Ex?sgrr?gl e 1. ﬁ?g col unﬁgvvas el lrjrt%ed vvithe'%4 per cent
acetonitrile-buffer solutisen (1000499 ) fol |l @ed by 180 percentizag 500 m ),

(0.5) 98 102 534 106
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®2. percent (500 m), 26 percent (500 ml) and 30 percent (1000 ml)
gcetonitrile-buffer solution. The 20 ap riate fractions containing AAD
$16A pseudo- agl ycone were combi nedEfh® ﬂB ‘E rgﬂrl ate fractions containing
SAD 216 agl ycone were comnbi ”%" Bogﬂmoeg,the conbl §5 racti ons were
$eparately lyophilized and desalt &d" I8 ng the procedure in Exanple 1 to
gfford the desired products. dgysdaRlof meald Preparahpogn of AAD 216B
Pseudo- Agl ycone AAD 216B (1.64 g) was dissolved in dinethylsul foxide (40
g ) ands concentrated hydr ochlMenhadeadishime® M) was @&0eéd. The reaction
M xture was heated at [err] for 15 mnutes and then diluted with 31 percent
fcetonitrile 0.1 MpH 6.0 phSiymedbommed; (450 m J-0%%i ch was | oaded onto
#n affinity chrorratography C 00 m - Affige D-ala-D-ala). The
folum yas washed with 0 (ap’ﬂ‘r% @“ R0 phat e buffi?‘}’%o (100 nl), water
42000 m') and 1 percent aque%eaggg onitrile (1000g84q,. The reaction
Sroducts were eluted off the affinity chromatography colum wth 50 percent
fcetonitrile in 0.15 N ampni2és.(cBoiHs chiojide The el uaat3%as | yophilized,
i ssolved in 10 percent acetonitrile in 0.1 MpH 6.0 phosphate buffer and
ghromat®- graphed on the equiVa®BimBidescribed in Ex&¥¥e 1. The col um was
#luted with 10 percent aceto r|Ie |r?f0 1 MpH 6. gg@t}osphate buf fer (500

), followed by 15 percent g percent ( 22 percent 35
#4500 m ), 26 percent (50 M),v,tg,qmpﬁ,';(cent (500 m) @pegb,35 percent (1000 ni)
Jcetonifprile buffer solution. The appropriate factions containing AAD 216B
seudo- agl Y COngyiNEfesa frafbivekingCkattbing SrafiHishiySralich iy i GipfiBReRtbE. SWginy @8N0
gene conbi ngsbut Bdichrationper agifdrias 1t gig) o 9ubiper day(tior 18011ty pig)y Mokt rhtiche drexothpriscd of a
fesal t ed useomybiseaugpiementiad with legumecsiipdecwhesdt branf dats; bartelyonclesses exh proteifustiplement.
Jtilizing the Roubtydends eoruiﬂsmmm ranqas.wagr@l@@ and laying yatigas, Thytﬂ*'e ﬁ?gfeelsltadiv based

rgy supplements

i el d AAD 2amgro e«ém mztmeaé taw'm? '83 ) % o ration
3 do- agl
B

ntibiotic CO”W:Q %esérbuﬁt:&fs mJ erm Q—1d dglycoRé,'AAD 16 pseudo-
gP 0 13® 1155nRbneyex n?mBA[ ﬁdfem]lo-t@ ycobié] I AKTE 2166 psBaduayb)tbner AGADR2I6C Spshydb-ayiyone for a
§ 9l ycol i pi chixturd ttispdof ade mirdcdnoitarnsly nith suchdead rations hegips supplsoented ratipns Mav;btare. then
gne of [ er rfedantb qstom; which iiso ost often.caddibitem nwmenﬂwedashm pém-a of; wsmsnta'
g a g ycoI 9 »ramo@a! °f ﬁggggﬁaﬂ mgg}fgg ?0‘;%345%" h o oA hf‘i"ﬂ;% g k%ic 6%;?:3:
gelecteg f I’ o fhe tor aﬁ}gﬁ rs c ration

il "% b‘b c%ﬁsa o, WD 215 pseuc:
gormula (1), W‘Joh XS R RéAps Wc%n ! B poeGd -ﬂﬂ»‘c nd, AALY Gﬁ%ﬁu dRagiftOne or a

he -fol | oW Rigasrd afeaéawtmsreca& is usd uyp&hs-wﬂ% By Weigitora apkérdratibn 10—2ecMtimessreater -
gt [err] (bjhaarhaeimhe congieté tapditakion.[Tee pdempcfprraimay peliquid orsolid. Eresrix vahidles are corn oil,
.flonposi #¥i oncasfonsesd 5, pelpssesior distillprs solublentd form eéqwd nseawbgrenara@nsgugeﬁe- 'a°t°s° corn

fler cent n| t M9 earoawacgnﬁ@u éi*'l?é"m caghanate; 95 soyhea dt ptremv:

er sent ; g m?af'a iofys; the premi: ﬁ"B’I‘l's'ﬁg w%\’ er‘t B;%‘ﬁl% gl e targe
gxhi bi ts pe 'I'Z coﬂlﬁtr’ffﬁn of Ie?:t d'¥ r {hB ro f AAD 216 aglycorae,
21610, 1290, J\ﬁ@Qﬁ-ﬂﬁQdé-ﬂﬁﬂmi@ QQD 218/ pseuidddglldore %Q«:one, AAD 216C pseudo-

aglycone or a mixture thereof in the complete ration is a nontoxlc but active quantity chosen, for example,
from a range of about 1—1000 parts of active ingredient by weight per million parts of whole feed (ppm)or
about 2—115 grams per ton. Advantageously, a nontoxic quantity of active ingredient is chosen from the
range of 10—50 ppm.

50 The method of this invention comprises feedmg to monogastric or ruminant, meat or milk producing
animals, especially beef and dairy cattle, sheep, swine and pouitry, an effective promoting but nontoxic
quantity of an active ingredient selected from the group consisting of AAD 216 aglycone, AAD 216 pseudo-
aglycone, AAD 216A pseudo-aglycone, AAD 216B pseudo-aglycone, AAD 216C pseudo-aglycone or a
mixture thereof. Other monogastric animals whose digestive tract also features fermentation in a cecum or

55 cecum-like chamber are rabbits and horses.

The supplemented feed rations, described above, are presented to the animal by methods known to

- the art. Ad libitum feeding in the pasture, pen or growing shed is most convenient to increase the growth
and milking rate of the animal and to increase the feed efficiency of the operation.

The following examples are illustrative of the production, isolation and purification of the antibiotics of

80 the present invention and are not therefore to be considered in limiting the present invention as described
in the claims appended hereto.

3]

Example 1
Preparation of AAD 216 pseudo-aglycone

85 AAD 216A (1.2 g) was partially dissolved in 10 percent agueous acetonitrile and 0. 0001 N hydrochloric _'
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1010, 970 and 801; (e) a fast atom bonbardnent (FAB) mass spectrumw th M+
H at 1458 (major cluster); 35 (f) an ultraviolet spectrumin .
acetonitrile:water (1:1) which eBP QO 1322018bBdr pti on nmaxi num at 281 nm
under acid conditions wth an [err]= 79.7 and at _.300 nm under basic

‘condi ti orﬁ'%quﬂ vawﬂpéﬁ mi} an%eat tp raﬂtatafpb%h ﬁée reactionsmirire was yee iHizehand
9056 T chromatogtapher) oq fe 9 gﬁgﬂ? ‘.'f'g 'r?é'“?'blﬁa ‘°o°§°;’
cheni cal m é%%o

(2 )
Ufi%ﬁ% it ,O:L e e sl B e
155. 1, 1%3eu o149, 7 147 6. 147 2, 138. 8,

113775, 136. The tifig pri:c?ﬂur% invbBAdd 4 podliti. oBtheJaﬁ&anatdﬁ&tans fict thé, HPlQEnc‘B:emoval of
127. 3, 123be 9cetcnBbledat récCedOpressidte. The idsliting aQibolds $4tiplds Wwer® 16aded Dntd, an XAD-7 resin
118 4, 11@obmwdpluteythemoBe¢>wateﬂumlt.besorsiumdwsfms outfipw vwas fgss than 1 SHMHO. The
7174, %0 cplumgiwas therselgted pith pquegys scetenitrily (545%) and theselyant dyophilizedcfo 3ffgse the desired
and (h) [pé‘?q"}"'\/al ues in acetonitrile: vvater (3:7) as foll ows:
3.3,7.1,8.3,9.1, 10.0 and 11.2 [err] gbove 11.2 not determ ned. 45
3. An a”@rﬁﬁaﬁtibﬁo?ﬂﬂ@@%lfo@ﬂﬁﬁ%ﬁl?ﬁ ural fornula (1): [err]

EP 0 182 11@ABlk218f®ray) rwa[seissdnvda@.nfwémam&aﬂr hyircch@viy @6l iapd dirméthyislinsias
St r uct ur d4datl) iand heatedfopis minates HOT00tC. Thg eactionamﬂuhawasmyutehewlhdhlpememyaoetomtnle

char act erd.kMipts3.2 pbgsphate buﬁmuané <hromatograpbed w-mm:m gs:ehechm xemp%s&
an enpi r icolmns s pllted r@? toqﬁgq@xﬁmbﬂ mn

49. 76 4 ’ciggt The
percent E ; JhPaT ﬁ{: '.°"s
abserpt i Czﬁgg&“ %Z WEe ff% h ons 3!% lized
foll ow ng wave nurrbers In [err]: 34 0 2920 1660 1 90 1500 1460 1430,
1300, 1240, 1140, 1080, 1060 and 1010; exempl@3f ast atom bonbardrrent ( FAB)
Mmass %ed’tfcmmtmnph/\mﬁﬂa Repudb6fiyconej or cl uster

ul travi ol (it AARAIBB (164 91 was disspived in dimpthylsulf g"ﬁ hyfrochloric acid

ed at thf,) luted with 31 percent
R T aﬁ%ﬁﬂg sy
h 50Npel réeat'hditmmeSn meas a?ra Ni 3‘“1‘%2

magnebd C (1S, Waker (006 M) 'aHdt Bbre
whi ch  ex hyfmb aftinfe chromatgtapBy 661Gh

rel ati ve duanthiis IpsphBikzel) dissotied in/10.parcedt a8etOnitrile’in .00, M pH 6.0phosphatebuffdr @ad Shromato-
170. 6, 1man!\ed 96 ﬂse&gmnmm&escmed ih Exampled, THesplumn wasahBed Wills 16 perddi acetonitrile in

151.8, 1411 M pH ah e buffer {560 mi)fo "vwedms%nermsﬂéo mi)alﬁ percent {750 ml); 22 parcent
133. 9 1:4@081‘“ 8r; 6nt | 30 (5 2@) osnt( ge b |éut|0l'l The
125. 9, 1 ns ¥ ontaining
los 7 igh %ﬁ?fg ogaﬁ Sy B 3'2&3 ] S g
61. 9 ' 60. 6 & pro ce pfb 3, 3\7\02216332 39) 335 l@/drca&eé to %‘9”%@@161: pséddo?

and 1. 4; aglynche(&h)i AAD 26 achums AAD 216Atpseudoraglyeondives aléd prepar@d visothe Pracedire bf
4.3, 7.4,Exampledd. 9 and 10.9 [err] -val ues above 20 - 10.9 not determ ned. 4.
An émh bi otic corrpound represented b structural fornmula (1) [err]

wher ei n [@pimp fordhe Contracting StatesTBE CH Dé'@l%'gllf Y 8L SEdi cal of unknown
Strucgre ha}VAJi'Qnt?XLSu‘S%\A#@Q'r%J cPlefbli By fb strktdi borfilia S 1 0! | oW g

characteristics econposes at 250- 300C,

50 OH cl

(o) OH _
. (N

H 0 M
H H
HO
60
o
cl

&5 | -
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(b) an enpirical formula [err] (c) an apprOX| mat e el enen
48. 98 percent carbon, 4.56 percent h oa n, 5 64 percenl Imﬂllmm ”“TZQ

per cent chI or| ne when t he vvaterEEo 19 percent; so0 ¢ L san*

i nfrared. [ rom ewhlch exhlblts
the fol %V%E%W 9;6 ﬁ ﬂ‘ i é},‘gﬁjﬁ‘
1430, at ra wa ﬁ te@ tﬂ% ﬂﬁl@

(FAB) rms:sz msﬁawmfmr dotEHtAlo -C bistsr 8blktion

spect r frsctidhsawér @8 imibinet elywamaéd (aaua h)esa:dau @b dexdribbd tb@lowntoahela rpé uesareawmum
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109. 2, 5@®PI®3.-104. 2, 103.6, 99.8, 78.6. 74.6, 73.5, 72.1, 71.7, 66.0, 63.7,
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7. A process for the preparation of an antibiotic corrpou
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15 wherein t

A process
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shholyCandlR} is Hydrégen RBving tHeQblbwing éharadtalisteee of Clains 9, 11,
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PEReAR!
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ted by a
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wier gl zI bk h mq"ﬂw’he& ﬂ%'anﬂ% 409@}. P60. 52961, ¥4 0] 1zw
fa l 0&6 4,90 Wwifwt? 622 6116,160.2, sso 56.9, 65.0 and 32.9; and

. (h} pK, values in acetonitrile:water (3:7) as follows: 3.3, 7.1, 8.3, 9.1, 10.0 and 11.2 pK, values above
11.2 not determined.
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45 3. An antibiotic compound represented by the structural formula (1):
% OH ci
o} OH
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t he. pro'\,/i so that at least one of [err] and [err] is hyd
conprises: |) for a conpound wherein Ler‘.ré/ ii hydr ogen MHHII IIH |I||||I|
gl ycolipid radical, de- mannosyERt o321 B | ysis AAD 246 conpl &x,

| 'gnyQFw“’r”‘%%:”dw ooié” téﬂﬁaﬁwan pLfehfs E‘?&P‘%ﬁ‘ﬁnaﬁﬁﬁﬁd'&v?'w°a :
hydr og &gg lb_y)o.h_ggdagl ysis from AAD 216 conpl ex,
whi ch IS( ,.,g la wherein [err] is mannosyl and R2 is a
60 sgllygol ypiam pa m el napt:drﬁnsta :doy of a8.7€ péicemt daconi 51 aercmmwdmemeeu n
[efr] pércenkRitpen draf 8119 netteoyehioring whed theowater cogt eatg::O %N{ ng radu cal

hydr ol ysild) fanoinfrared abyasption speesrust in qsum bro ff E’ 9p| d.
r adi cawavwmheys-uembm 7&! 'ng kﬁ‘ 3 ma'x{a‘? ?.f E
% rm Q.ﬂﬂPrPHPd
nswntlhyrdEQ %/ 84;S ;

;’bﬁ@ p i e

m% 56 M W ) L& pH @ BlaaahichAAD
As PerAWIiEn (mﬂ eslativagp TS @5 stamdatd:f138.2, 178.0,

pr epar 1780, A76.8,226.6,0170.90170801 7050 169.3)164:6; 164 159. l.el§7-t1 hﬁ%iﬂﬁaﬂ%&bﬁdm 1

0'!:

hyds ol y46.4; 144.9,3447,138.8] 1384, 138, 834.5, ﬂmmm 129_8- 8
o%/ AADmJ. 1223, _ﬂg&e‘ﬁ Sa1228r 182} 12091 194 vf‘ F gg%gg 2::6%6%1
\K%?d? c'b‘rﬁapﬁg 7y 63, O |56 r51 322 o 4

: 'ﬁ\éﬂm"w"ﬁg‘ er 5'7) V\H ?oIIE .06, % 3af'§ @ ¢16@%nk 90. @IpRB%IJesfa(%ve

Prgpar hhgn seudo- conpri ses the renoval by acid

hydr ol ySl&.nGunabimmﬁibhnd &Gb&adteé bPiNe AMRUGAOBmAO() 6. The process
~acegrding to Claim1l for preparing AAD 216C pseudo-agl ycone whi ch conpri ses
the renoval by acid hydrolysis of a mannosyl radical from AAD 216C. 7. The
process accorfliing to Caim1l for preparing AAD 216 agl ycone hi ch conpri ses
thé®*renoval by acid hydrolysis of a glycolipid radical agy al mannosyl .

radi cal from PAD 21@wonpl ex, AAD 2TI6A, AAD HA6B CAA2L6C. | 15 8. A
process for pfeparing a conpositio X i ng bf AAD 216

agl ycone, AAD}216 QI p z ycone, | AAD 216B
psewdo- agl ycone, : A UHTE Pher eof MAth
a pharmaceuti ¢ally . 9. : f ofjpr epfari ng an ani nal
feed conpositijon co ' gp I X gl jconel AAD 216
pseudo- agl ycoheMe _ cR)-?Ij‘I‘%one or AAD
216C pseudo- 20 "&gl ycone, wikh an ahimal feed. 10.
A process for |preparindi® Y i It oM cofprising the
adm xi ng of D 216 [err] AAQRLL 3 Q AAD 216 (=2H)

Y16C pseudo- gl ycone, or
any mxture thereof with a prenhdx vehiclgy X gPat ent anspr ¢he fr die
Ver#gsstaaten)l BE CHDE FR GB IT U LU NL SE 1. Anti bioti kum der
Strukturformell=(1l), 30 H O ™ c HO
— -
whersin R, is hydrogen and R, is a glycolipid radical of unknown structure having an empirical formula
4  C,;HyoNO, has the foliowing characteristics:
(a) & white solid which decomposes at 250—300°C;
(b} an Ompirical formula C75H7‘N.02QCI‘;
(c) an approximate elemental composition of 48.98 percent carbon, 4.56 percent hydrogen, 5.64
percent nitrogen and 8.29 percent chlorine when the water content was 6.9 percent;
50 {d) an infrared absorption spectrum in potassium bromide which exhibits peaks at the following
wave numbers in cm™'; 3400, 2920, 1660, 1590, 1500, 1480, 1430, 1300, 1240, 1150, 1080, 1060 and 1010;
(e) a fast atom bombardment (FAB) mass spectrum with M + H at 1639 (major cluster);
{f) an ultraviolet spectrum in acetonitrile:water (1:1) which exhibits an absorption maximum at
281 nm under acidic conditions with an E,, =61.8 and at 303 nm under bascic conditions with an
55 Ep‘ = 88 .
{g) a carbon magnetic resonance spectrum at 90.56 MHz in CD,0D:D,0 (1:9) at a pH of 9.4 which
exhibits the following chemical shifts in parts per million {ppm) relative to TMS as standard: 178.3, 177.6,
175.9, 17568, 171.5,-171.0, 170.7, 170.3, 169.4, 164.0, 159.3, 158.9, 156.4, 152.5, 151.7, 151.1, 146.2, 144.7,
141.8, 138.7, 138.6, 136.8, 134.4, 133.8, 130.9, 129.8, 129.5, 128.6, 128.4, 127.9, 127.3, 126.0, 125.8, 122.5,
so 1199, 1153, 118.2, 116.9, 109.3, 108.8, 104.3, 104.2, 103.0, 99.4, 78.7, 74.4, 73.5, 72.1, 71.6, 658 63.8, 62.5,
60.6, 57.1, 66.1, 55.9, 55.4, 39.7, 33.1, 30.3, 29.9, 29.7, 28.5, 28.0, 26.3 and 234.
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o OH 9- 3l COH2H- R1 H 0
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OH (-2HL) 45 ) o _
der R si%hAngstibieticcompavnsreprgsanted by tha sistyplfedpulylly R2 ein Wasser st of f at om
oder ein Gycolipidrest So unbekannter Struktur ist, mt der Ma~gabe, daB

“mindestens eirfér der beiden Reste RL und R2 ein Wasserstoffatlomist,
he'rgéép'el |t ddrch saure hydrol yti sche Abspal tungb [ cql i pi d-
und/ oder ei neq Mannoeml rest es aus eiGiem der AmQ 416- Konpl ex,
AAD 216A, AAD |216B ofler AAD 216C. 5 M S|2.
Anti bi oti kum o & d
HO 0 . Co H——R1
2."0 1 - A NH OH - H
OH NH() MeN ‘ N 0 (-
H ~ v (o] ——Rz
OH ~~~~ | ~~~+ 0 i Rl lei n
Mangosyl rest U gnider] Mer kmal en:
(a) bl al | wei B-|gel ber Fest st of ik i 5 350C zerfsérah) 2S
(b) enpirischg Fornel: C. "HuN o ® ( i T
‘El enent ar zusa nsetzung: von 4g&, 54% Kohggnst of f 5,4, 00% Wassgrstoff, 5,89%
Stigkstoff und 8.63% Chl or bei €l nemWassergehalt von 12% (d)

I nfTarot-Absorltionsspektrumin Kaliunbromd nmt Peaks bei fol genden

X%B%?“Wﬁ%{%&&ﬁ w38 okifia QAR orifburt S i ob gy

at om bor‘?ﬁq’fgd sOREHRESRREMpoYEs Bt 350213007 MrH- Si gnal bei 1458
( Ha2#pt - Cl Wit @n emplrical fefmiulaets N0 CRPekt rum in Acetonitril : Wasser (1:1), mt
ei nem Abs de)pah epprosiristeusierherital tempnsition of 47158 percend carbomt4h1 peseeant hydrogene 533 m
Absor pt pemesatnitrogen end 8,08 percent ghintine whey, the water gentent wes Ji8rerrent; i
(d) an infrared absorption spectrum in potassium bromide which exhibits peaks at the following
wave numbers in cm™': 3400, 2920, 1660, 1590, 1500, 1430, 1300, 1240, 1140, 1080, 1060 and 1010;
R (e) a fast atom bombardment (FAB) mass spectrum with M + H at 1653 (major cluster);
{) an ultraviolet spectrum in acetonitrile:water {1:1) which exhibits an absorption maximum at
281 nm under acidic conditions with an E,,, = 60.0 and at 303 nm under basic conditions with an E,,, = 83;
(g) a carbon magnetic resonance spectrum at 90.56 MHz in CD,0D:D,0 (1:9) at a pH of 9.4 which
exhibits the following chemical shifts in parts per million {ppm) relative to TMS as standard: 178.1, 177.4,
3% 1758, 1754, 171.4, 171.0, 170.7, 170.3, 169.3, 163.6, 159.1, 158.6, 156.5, 156.2, 152.7, 151.9, 151.8, 151.0,
146.2, 144.6, 142.0, 138.8, 138.6, 136.9, 134.8, 134.7, 134.0, 130.6, 129.9, 129.8, 129.4, 128.8, 128.3, 127.8,
127.5, 127.2, 126.4, 126.2, 125.8, 122.5, 122.0, 119.6, 119.1, 1184, 116.9, 109.5, 109.2, 108.7, 104.2, 103.6,
99.8, 78.6, 74.6, 73.5, 72.1, 71.7, 66.0, 63.7, 62.1, 60.6, 56.9, 56.1, 55.9, 55.4, 39.6, 37.3, 33.2, 30.4, 30.0, 29.8,
28.5, 27.9, 26.3 and 23.1. '

9 8. An antibiotic compound represented by the structural formula (i1}
N
OH
p. 0
H o) {(m

MeN N N

50 H H
HO

7. A process for the preparation of an antibiotic compound of Claim 1 which comprises the removal by
acid hydrolysis of a glycolipid radical and/or a mannosyi radicai from an antibiotic selected from the group
so consisting of AAD 216 complex, AAD 216A, AAD 216B, and AAD 216C.
) 8. A process for the preparation of the antibiotic compound of Claim 2 which comprises the removal by
acid hydrolysis of a glycolipid radical from an antibiotic selected from the group consisting of AAD 216
complex, AAD 216A, AAD 216B and AAD 216B.

16(:9. A process according to Claim 8 wherein the antibiotic hydrolyzed is AAD 216A, AAD 216B or AAD
z hd .
“ .
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CD3CD: D20 (1:9) bei pH 8,7 mt -3s fol genden chem schen V

parts per million, ppm relativ zulEPVMG-B3243& B1177, 9, 1

170,9, 170,0, 169, 2, 162 3 15 8, 1 155, 1, 153, 9 151

149,7, 147 @“"% prgoess Agpoifing t %{ ol 9 ol ha RO Sruried o e orgepi sphven
130, 0, 129,

125, 2,122, gy ,cjg " "t%?p: | atEr; iﬁé}jﬂb"i‘& 1"&‘ ff%’?%m%iad’]‘%ﬁ}iho&iﬁﬂges the removal

108, 5\ 104, 4, 123 Prodésd dr tiprdpatation of the bntibidtictompburid of Hikif.4 Wihichlcontprisés the removal
63,7, 62,2, bybicidRydradisht atandosybEadital fodm AADIEIER?, O 40 (h) pK.-Verte in

Bedi ngungen; (g) 90, 56 MHz Kohl enst of f - Ker nmagnet i sches R ir@ iIIIm“r

Ac ef oni tri I - \ASshP for the@reparation of e antitgotic compoand efClairh 52~'($!1¢0ﬂmmsshmmoval

11, 2 wur denbyeeid is of @ maanpeyl mdical frare AADSBC Kt ur f or el (wtz

C | for the pre| l?l‘\ §th an -otwé:ﬂm nd of Claim 6 which co pnses the reN\ovaI

N * mNOb‘! rolysis of a glycolipi raduca nd a mannosyl radical from an g%tlbquselected from the group
216 complex, D AAD 2168, and AAD 2

]-c 15, A accordir ; to Cla n the antibiotic i hydrolyzed is AAD 216A, AAD 2168 T AAD

CH 21éc. I n der Rl ein Wasserstof.fatom un eln dycolipidrest

unbekannt er St18LA protessadcordiig t6 @by driesof CRIMS TV, 123113 6b15GAHidrigin Miethydmlysisdsicondudted in a
f ol gendetf Mpdlsredrganicsbiventawith 5% hydsochloriclucid St elevdtedrtesnpeaityre.gel ber Fest st of f
der sich bej J330A progess3ceprding tosany one pbl;law A i.siht3 ﬂdﬁmefe'm}#ﬂﬂp'mﬂl@ound is

(c) ungef ahis® ‘28‘? ﬁ&@czu& %afﬁg%g%gg (%Eﬂfﬁg’fe?ée af; 6, ot Ay mixture
Rted

Wasser stoff'h

e 8
9,4% -5z f

bei den fol m%ﬁmei ;g@zgaﬁ e@ ‘Em,., th Wdé‘g’fgeg 'ﬁldé‘%gé%rg%ﬁ %%g%ﬁké nany
1469,/ 1430, 1200An dnlda) feeilib“h\ix mﬂosﬂlﬁﬁﬁnﬂbﬁdnde Priimik @ghidté\dhd 4 protiua ad tefined :a any
bonbar drrentynd\ﬂmpeks.rﬂu&nnﬁ.torenwmmm al bei 1625.(Haupt-Custer);

(f) U travi ol &ltA sethedferimprovingethe growth rate\and teed efficiency ofirreat onmitk producing animals
Absor pt i 8ns administefifgf Rrodyctgr W"‘BS"@W"@F"%"&&F@WP’\MGC’&WW? 3.4,5,6,18,
Absor pti onsteXi¥hi um bei 302 nmnit E1% = 94 unter basischen 70

Bedi ngungen; 90 5 Kahl enst of f - Kenmagnet i sches Resonanspektrumin
CD30D: D20 ( W% genden chem schen Ver schi ebungen (in

parts peso ml | 78,0, 176, 0,
175, 6, 171, 6, E?W%oﬁ%&ﬂ&-bé éuﬁ%g%%gﬂ&%ﬂhiﬁﬁzg I159, 3. 157,1,
156, 5, 153,5, 152.5, 151,8, 151,1, 146,4, 144,9, .141,7. 138,6, 138, 4,
136.9, 134,5, 134,¢,. 133,9, 130,8, 129,8, 129 7, 129,4, 128, 6, 8,5,
128, 3, | 127, 7,
118,0, 116,9, 109,
73,3, 72,1,71,5, 6
33,3, 32,0, 29,6,
Acetonitril: Wasser
10,9 wur®en ni cht

(|)

cl OH Ci

wherein R, is hydrogen or mannosyl and R, is hydrogen or a glycolnpnd radical of unknown structure with -
the proviso that at least one of R, and R, is hydrogen, which comprises:

55 i) for a compound wherein R, is hydrogen and R, is a glycolipid radical, de-mannosylating by
hydrolysis AAD 218 complex, whlch is the compound of formula {I) wherein R, is mannosyl and R, is a
glycolipid radical;

i) for a compound wherein R,- is mannosyl and R; is hydrogen, removing a glycolipid radical by
-hydrolysis from AAD 216 complex, which is the compound of formuia (i) wherein R, is mannosyl and R, is a
so Olycoiipid radical;
and optionally thereafter forming a compound wherein R, and R, are both hydrcgen by:
i} -removing a glycolipid radical by hydrolysis from a compound wherein R, is hydrogen andRyis a
glycolipid radical; or '
ii) de-mannosylating by hydrolysis a compound wherein R, is mannosyl and R, is hydrogen. .
&5 2. The process for preparing a compound according to Claim 1 which comprises the removal by acid
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hydrolysis of a ﬁgolitld radical andlor nnosyl ra'é%a”%m AAD 216 complex, AAD 21 D21
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bonbaeidmwrbb;si%mm tadlcmatm*s mianneayl radidet Hofi ANTE16 bempld6 AAD 216A, AAD 2168
Hauor ABDR36Gr); (f) Utraviolett-Spektrumin Acetonitril:Wasser (1:1) nit

effnem ABSP asrfgrnmpmmatrempzmommmnrlsmzi%amst mf\éP ?éﬁaa'm'\sn Ri 2h§m

Abso "1"87‘?9 tL Bf?" r Py psepsde (9)
90, 56 Mpkd Z i 5@&? rfé?ﬁfnu%&wga Qodel: 9)
bei i 6p£9u 8! a ﬁﬁ |‘1’ @gc Br RAY 2f6C udo-
Mhd | l.emodap&)anr, |i\hh\/thirU6ﬂW 77,6, 9, 175,6, 171,
171, 0, 10/ proceds for Prepdrirgy,ah anthmfdacl padaex aom;idiﬁipﬂ porﬂlﬁt&m@ thd 5diniiing bBAAD 216
151,_2glydone, AAD 216 pseudd-4dly@®@ne, 1A 716A1pse@dccaglycang, AADI BB pseudeodglycorie3dr, MD
129, @16C pspudo-agiyqone; or aogmixture therepf with » premix yehigle. 125 8, 122 5, 119, 9,
-1 9,3, 118,2 116,9, 109,3, 108,8, 104,3, 104,2, 103,0, 99,4, 78,7, 74,4,
SWrmvmmmgﬁsnmamuwmﬂ 55,9, 55,4, 39,7,

37 3, 33, 29.9, 29,7, 28,5, 28,0, 26,3 und 23,4. 60 65 27 EP O
132 116'B$“"§'°Rhf’1‘ﬂ?'b$‘ﬂl‘ﬂﬁ°ﬁ%‘?”5trukturfor el (I) :
c L M S -~ . HO
O 0 O tOo | |
2H --R H 0 N ttN
N 0 ROHH
- R2 o
5 . COH——R,
H
(N
MeN N 0 —-R
© H 2
HO
\/. —1—(—2H)
45

in der R, ein Wasserstoffatom oder ein Mannosylrest und R; ein Wasserstoffatom oder ein Glycolipidrest
so unbekannter Struktur ist, mit der MaBgabe, daR mindestens einer der beiden Reste R, und R, ein

Wasserstoffatom ist, hergestellt durch saure hydrolytische Abspaltung eines Glycolipid- und/oder eines

Mannosyirestes aus einem der Antibiotika AAD 216-Komplex, AAD 216A, AAD 216B oder AAD 216C.
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S O L ettt -(-211) C |
-G 20 in der R ein Wasserstoffatomund R2 ein dycoli p|
Struktur mt der enpirischen FOgpap €32 118 B8BNO. i st, Eﬂ@mmmmmum
.Merkmal e aufwei st: (a) wei Ber Feststoff, der sich be! 250*bi s 3900t S

zer set zt ; % Btibiotikum das Struityifermiel IIC7HNNgOB5CI 4; (c¢) ungef hre

Elenent ar zusamenset zung: 47, 58% Kohl enstof f, 4,51% WaserstqQff, 5, 33%

St czwoff u 8, 08% Chl or bei einem \Wassergehalt von 7.8% |30 C(d)

I nfr t- Absqrptionsspektrumin Kaliunbromd m . Peaks b§i den fol genden
Wel | enzahl en {(in cmow) : 3400 2920,c1660, 159 '3 1300, 1240,

1140, 1080, 1060 un (.) FAB (f pnt ) - Nassenspekt rum
mt einem MtH Si g 1@ 5 raV|oI ett-Spektrumin
Acetgnitril: Vasse : HZ%T‘?lmmt E, ,

60, %unt er sduren mlt El % = 83

unt er basi schlen - 3§ Bedi ngufigen; . ¥ oﬁl en toff-Kemmgnetlsches
Resonanzspektjr MeNi Ny ' 1 _ﬁda—cﬁpm schen

Ver schi ebungdn (Hn par S pr [ v zgim TMS- §t andar d:

178,1%, 177, 4, |175.5, 17504 ~OH69 13, 163, 6,
159, 1, 158,6,| 156,5, 156, 2, - 1.0, 146tr—3y 6
142,0, 138,8,} 138,6, 136,09, 30,6, 129,09, 129, s,
129,4, 128,8,}128,3, 127,8, . | 25,8. 122, 5,
122. 4, 119,6,| 119,1, 118, 4, 9, 109, 5, -109, 2,108, 7, 104]2,-103,6, 99. 8,
- 78,6. 74.6. 7B 5. 72,1, 71,7 66 0, 63.7. 62,1, 60,6 56 9-56 1, 55 9
55\A 39.6. 37,3, 33,2, 30,4, 30,0, 29,8, 28,5 27.9, 26,3 und 23,1. 6.

‘Ant i bi otni dea Ry derMﬁooszast(uthb einrWasserstoffatom i€t imitiden folgenden Merkmaten:  Cl

HO 0 {a) blw-gel@n&mpffoder sich- bei-300 bis 350°C zersetzt C H202 so ~
~ HO? (b) empirische Formel: CesHgsN;Op4Cl, NH (I
MeN % (ch ungefdhre Elementarzusammensetzung: von 47,54% IQOlenstoff 4@9Wasserstoff 5 89%
H HO Sti und 8,63% Chior belg:tnem Wassergehalt von 12%,

_ (d) Infrarot-Absorptionsspektrum in Ka liu bromn mit Pea | anden e %1@ "
Ver f ahr g4poz1860,H81 6 11890, Y510, ﬁisﬂ 6&1% Bf 1%1 %
di e Abspal (eLFAB (st mwwdrwaﬂr»hmsﬁmeﬁ rhit Hifi6th M HISighd 86 (l-ﬁihB@@uster)

'Mannosy| r dftUuitsavialett-Spektramdre Acebonitrii:Wiagser (121),iiDeindrh AbssapnemaxiMOm bl B8, nrdAlit
216B odEw ARS72ueE. sasren\aaeﬂfealqnmbspmuommmm (e300 ne MGk i 1136 uhtarbasisalén

Anspruc '!a'a I e aI tur'lg durch saur e HydroI% ei ne§
gl%goggﬁhﬁsg%iﬁ,ﬁ ’ﬁ%‘;&?\g iﬁi‘f’ﬁ? g@m ppn% re atm -Stan(;g r(? 1 9,k174, i

2, 1585, .153,9, 151,9, 149,7, 147.6, 147,2, 1444, 141,0,

0 138,8, 137,5, 1361 134,6, 1307 1300 129,8, 129,2, 128,9, 128,7, 127.,5, 127.3, 126,9, 126,4, 126,0,

125,2, 122,7, 122,2, 121,1, 119,9, 119,7, 118,4, 116,6, 110,7, 110,4, 108,5, 104,4, 103,3, 100,5, 98,1, 74,0, 72,1,
71.6, 71,4, 70,8, 67,4, 65,8, 63,7, 62,2, 61,8, 60,2, 56,0, 55,9, 55,0 und 32,9

40 {h) pK,-Werte in Acetonitril:Wasser (3:7): 3.3, 7. 1 8,3, 9,1, 10,0 und 11,2 (pK,-Werte iber 11,2 wurden
bestimmt).
. 3. Antibiotikum der Strukturformel .
= .
“ .
OH Ci
o) OH
50
H . H
MeN N N N M
H .
ss H
HO
0 7
60 Ci OH Ci
- ' ' -

in der R, ein Wasserstoffatom und R; ein Glycolipidrest unbekannter Struktur mit der empirischen Formel
65 CyeH20NO, ist, das die folgenden Mekmale aufweist:

R



9. Verfahren nach Anspruch 8, bei dem das hydrol ysierte Antibioti kum AAD

216, AAD 216B oder AAD 216C ist. 10. Verfahran nach Ansng/ﬂwlgﬁrmm"lﬂﬂmdl e

Hydrol yse in einem w Brigen orgpnpgsegq{g@mosmttel )
Sal zsgure unter RCckfl uB durchgefuhrt wird. 5 11. em zar =

He{)st el l t{g)gbltﬁqe?iﬁéa?bdmfwgfmr@éeﬁgtwmws 8orC &rsay@i dem ei n Mannosyl rest von
AAD 216A (Bl amenirische, Fermel; ees@bgespalten wrd. 12 rfahren .
u%"#éeggim 257 ket S el ) SPEkten, on
in

Her steel | n g:‘?%ﬁ"llzf‘ ﬁ :
S IR T et b o,

Her st el up 66, 1850,
AAD to  2dfHABTHECdIor BBinBardtrahRMESRnaraBRsR Alif eenWTI-Siddbl biBSSUMaGR-Clister);
Her st el | uf) giesvivlefe-8pektruih inkAaTonREAICWassaS(pI1)) @it énend Absorigtionarnaxiclimael 281ingh mitnd
ei 0 VoBRos \632a8ter\saurer iund windmt Absocitiohemakikiurg bei 302nrh anit EAAD F1@ner basisctizhc B
odel? ABg@imue®niur ch saure Hydrol yse abgespal ten warden, 15. Vorfahren
Anspr ugh (9),90,56 MH Emmgoff Grpaeneysehesere qnfﬁ'ﬁ'ﬁ)’\‘ UM CRARD: %‘.9) P der
AAD " 5 %’é T705, 1700, Sab 5 OB LS tuas, 161 1, Ja3, Ter b (EbNShY: 160%, 1975, AGE).
15, beleakiled sl dasdl s e I8 vty GSGBINZo6 1087 351 15BlB, 1353, 1785, 5%
Sal @saygrer, Bers, as8HRET, 1265020 8] 192,1045030 91 4) h¥d,0, 16,9l 1036, 1090] 108ly; 264,5)a04ja,

ei nem th3[2, 98)%; P8.4,783, 1,3, 141, 71,8, 66,2763 61,9,150,6, 883, 56/%, 155,6,55,4/3%.2, 53,8,132/01.29,6209,4,

chr ona26y22plond ¢h&mndége i soliert wird. 20 18. Zusanmmenset zung,

unf ass E. Q,gh)en;a-%tfgdm Reetoniteil Wabsee (3: 123,048 pASH O.91und; 19.9dpkierteiiber (D, n

di eger™ ®B%ynd einen pharmazeutisch vertriglichen Trager. Kw'  19.

Ti e¥f utteﬁF‘g‘é‘lkf‘m&bSﬁ%“ b 'gﬁher ni cht -t oxi schen Menge ei nes Produktes
nack-ei nem der AnsprCche 1 bis 6 oder nit einem Geni sch di eser Produkte.

20. Vorgem schtes Tierfuttermttel, unfassend vorgem schte Hilfsstoffe und
ei n Produkt njpch ei nem 25 der Anspruche 1 bis, 6 odor egg m sch di eser

‘Produkte. 21.} Verfalaen zur Verbesserung der BéaCT S hwi ndi gkeit und
der Futtervermertund von Fl ei sch ogfer den Tji eren,

unf assend di | Ver eI BT : usanmenset zung pach
ei nem der Anspruc bis 6 : PajesfQhsrfRhe for an
Ver},r agsstaatf AT Iy Verfahrg ' bi dti kunms der
Formel (1) 35 H H o : HO O

OHO | MeN N » 0 —-R

oHO6s in der Bl e V\asersf"off I n Wanngsyl rest urfd R2 ein
Wasser st of f atjom oder eHR-G i QRt ur] ist, mt -der
-MaBYabe, daB | ndestens eine i nd R2 err—(=2H)

Wasserstof fatppm i st, unfassend:
Wasserstof fatpni und R2 ein G ggol i pi drgst ist, Cﬂi e hydrol ytji sche
Demannosyl i erung des AAD 216- Konpl exes, wel cher di e Verbi ndyng der
-al i genei nen mal | ist, in der co Rl ein Mannosyl- und R2 ein
A ycolipidrest ist, ii) fOr eino Verbindung, in der RL ein Mannosylrestfund
R2" &+h ivdes fe rintWiisbaxstotfatorntund &} 6in IGYydbRYigrbdt Shbékannter Struktur mit der empirischen Formel
_ Cy7Hy0NO, ist, das die folgenden Merkmale aufweist: -
{a) weiBer Feststoff, der sich bei 250 bis 300°C zersetzt;
45 (b) empirische Formel: C;gH;(NgO4sCl,;
(c) ungefdhre Elementarzusammensetzung: 48,98% Kohlenstoff, 4,56% Wasserstoff, 5,64% Stickstoff
und:’.)z’??: Chlo; tl:ei einem Wassergehalt von 6,9%;
nirarot-Absorptionsspektrum in Kaliumbromid mit Peaks bei folgenden Welenzahlen (i =1);
3400, 2920, 1660, 1590, 1500, 1480, 1430, 1300, 1240, 1150, 1080, 1060 un% 1010; en fin om™:
50 (e) FAB (fast atom bombardment)-Massenspektrum mit einem wA+H-Signal bei 1639 (Haupt-Cluster):
£ if)sl:ltrawolett-Spektrum in _Acetonitril:Wasser (1:1) mit einem Absorptionsmaximum bei 281 nm mi't
B::i;l gur'taget:::'er sauren und einem Absorptlonsr.n_axlmum bei 303 nm mit_ E,x = 88 unter basischen
N (g} 90,56 MHz Kohlenstoff-Kernmagnetisches Resonanzspektrum in CD,0D:D,0 (1:9) bei i
S, S folgenden chemischen Verschiebungen (in parts per miilion, ppm) refativ zurr:': TMSfSta(nda)rd: 17’)8",‘3?'147;',‘6lt
_ 175,9, 175,6, 171,5, 171,0, 170,7, 170,3, 169,4, 164,0, 159,3, 158,9, 156,4, 152,5, 151,7, 151,1, 146,2, 144 7'
1418, 138,7, 138,6, 136,8, 134,4, 133,8, 130,9, 129,8, 129,5, 128.6, 128,4, 127.9, 127.3, 126.0, 125.8, 122.5.
119,9, 18,3, 118,2 116,9, 109,3, 1088, 104,3, 104,2, 103,0, 99,4, 78,7, 74,4, 73,5, 72,1, 71,6, 65,8, 63,8, 62.5'
60.6, 57,1. <€.%, 55,9, 55,4, 39,7, 37,3, 33,1, 30,3, 29,9, 29,7, 28,5, 28,0, 26,3 und 23,4. -

dung, in dgr Rl ein
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Abspal tfmg ei nes dycoli pi dreét es aus dem AAD 216- Konpl ex,—wel cher die

Ver bi ndung der allgeneinen Fornel | ist, in der RL ein Mannosyl- und R2 ein

d ycol ipidrest ist, und gegebenfeﬁab'ﬁziél"lﬁﬂsﬁZeugung eJmmuml"I"ﬂmm"I

in der sowohl Rl als auch R2 65 Wasserstoffatone sind, d
0132116 Bl & Pntigietikymyder Strvigurismpldllt ung si nes d ycol i pi drest’es ‘aud el net
Vet bi ndung, in der R ein Wasserstoffatomund R2 ein dycolipidrest ist
oder =, . ii)~hydrol yti sche Dermannosylierung eisner Verbindomg, in der Rl
“ei.n Marno~sylredt und R2 ein K) Wasserstoffatomist s Ver f ahr en
zur_ Herstel [ ung fei ner Agerbi ndung nach (ﬁ\nspruch %o i Abspal t ung
si nes ; A ycol i p| g- undl oder ei ngs Mannosy 6- Konpl ex,

AP ahren nach

' Anserch_ 1 zur e _
, AAD 216R)

Abspal tung si ne 2 ]S

odor AAD 216C dygrch sa re We. H4. ' ruch 1 zur
Her st el | ung von 0 < - 2t S ~gi-N-Qbae gBi nes
Mannosyl rest es : _ : : n&ch
Ansprfich 1 zur g S " ' d die
Abspal tung sine ; ‘ : H)59

6. Verfahren nagh Anspruch 1 z oagl ycon,
unf assend di e h saure

Hydr@hyse. 7. Vgrfahren nach Ans;ﬁ uch 1 z Herstepfung von AAD 216
Agl ycon, unfassqpd dire Abspaltung eines dycolipid- und sines
' I\/arme)syl restes vom AAD 216 Korrpl ex, AAD 216A, AAD 216B oder AAD 216C durch

e Bl Bkl g e Form
Pseuchag ?5 %éﬁ #abB Pseudoagl ycon odor AAD 216C
8!

Pseudoagl yqs) {.,d.,g IS c es dieser Stoffe mt einem

phar mazeut Itamgmhkralgﬁm&iaﬂa m&mfzrmé 617)58%. KdhienstoffS 151 Wawstoﬂes 33% Sticksebff
sines Ti endmoa‘)ecnbtbﬁlek\pmummdmhdag,S%rm schen von AAD 216 A ycon 25
AAD 226 Pse(d togebwrmmspglst@m %Mmow%q éo'nlt Pm lzewm Mw@sa sllsiowhbudm
AAD 2166°'Ps e]1398<! 1fg Meloshigm.
Tierfutter. g w‘ m&g Eﬁ gh 653 e luster);

futt rn‘; gwo mm m i xlmumm? rgg\mn
Ti er pati%ﬁ E > = Qg3 aL hen
Pseu Pseudoag ycon, AAD 216B Pseudoagl ycon oder AAD 6C
Pseu oagl ngnscmimut K@erdiRenmigittische Redoramsspekitun freCDHOD: D0 (JBITbeiPH szm mit
Hi | f"sst ofdiganderheirisctmnMesschishungérs(irtriass peuiliioaaipm rdativBEmMERafdRrEB 78,7, 1IZJ7.I4U
NL SE 1. 18&8sse 14h4.i181. @tl e 1703 1683 1636, 189, 1. 1386015051 1560 1527, 181.9:1181, -I
35 04 @ 146.2,144,6, 142,0, 138, .8, 136,9, 134, , 134,0, 130.,6, 129,9, 129,8, 129,4, 128,8, 128,

o 1275, 127,2, 126,4, 126,2, 1258 1225, 122,0, 119, ,1191 118,4, 116,9, 109,5, 109,2, 108.,7, 1042 1036

99,8, 78,6, 74,6, 73,5, 72,1, 71,7, 66,0, 63,7, 62,1, 60,6, 56,9, 56,1, 55,9, 55,4, 39,6, 37.3, 33,2, 30,4, 30,0, 29,8,
\_ 28,5, 27,9, 26,3 und 23,1.
8. Antibiotikum der Formel (lf},

® OH
<40

50

. H 0 \ (n

N
MeN -
H . H
HO
55
l

60 7. Vertahren zur Herstelluhg sines Antibiotikums nach Anspruch 1, umfassend die Abspaltung durch

. saure Hydrolyse eines Glycolipid- und/oder eines Mannosyirestes von einem der Ar-tlblotlka AAD 216-
Komplex, AAD 216A, AAD 216B oder AAD 216C.
8. Verfahren zur Herstellung eines Antibiotikums nach Anspruch 2, umfassend die Abspaltung durch

saure Hydrolyse eines Glycolipidrestes von einem der Antibiotika AAD 216-Komplex, AAD 216A, AAD 216B
65 oder AAD 216C.
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B s Vo vl

%_O-Rg_l H EP 0132116 Bt 2
: S'S\Iqﬁthen nach Anspguch 8,bei thggﬂgg/plpge ﬁ\ta%tkuwé\ﬁb %‘fd% g]ﬁg Qsgr H)
rm‘n nos%}F% Q}erfgi?reﬁ %gcha‘ d)mtgiyéj gt[rlled d‘;ﬂzs%n emem gy ée%l:?lrgaf}lsc Logungsa'lénel

_.struc & 8,001'N &3 I NS un

&jghmmeﬁﬁﬁr%rﬁeﬁﬁﬂu g d mm%mmg nBENArBNAEINS Y68 PR biFl Mafindtirkd Vb RAD
gI ycoImpAduq:uean&éHwblysb abgespallérosird. Tannosyl e d' un anti bi oti que choi si dons
| e “gr oupI2.0ieriplrehzyp Merstetiurgaivp Astitdotikiibs Addh, AnsprlEh £ beidem diABladdGRiredt von AAD

216C. 468 Qgtfftﬂpﬂﬂﬁelﬂ? 81’!6&9283" wird. A@p Eﬂesrbé || M’I I 1|1110 U
n 0! ©)| u lr n [ Vi
éé%ih %éﬁa*‘\’ﬁ '@e rg{l;»s e%’b%espaltemﬁ Bf PIGHADEPTY {Heavein Manpgsyirest vemAB| e
(-]

02~d ren Zur Herstellung des Antlbnotlkum nachgnspruch GHg)el dem ein Glycolipid- unJ ein
| Mannosylrest von einem Antibioti¥ a AAD 216-KompE}< AA 6A, %D 2168 oder %D 216C (:IurcRI saure
(1) H Hydrolyse abgespaiten werden.
N 15. Verfahren Niépridh 14, bei dem das hydrolyéirte Antibiotikum AAD 216A, AAD 216B oder AAD

2 !.55 216C ist. HO
' _C~t 46 |Verfahr@n QQQ)\ emem der Anspriicfip{11, 12, 13 oder 18, béiGlem die Hydrolyse in eilrenrspolaren

I aq u el qrga mit 5% Saizsyra beicpchdhtas T GY“G e dusehgrfhre

car act %%ﬁ E‘sd“ Paighe el 12143 odef, 15 Paj ée‘au‘i'ass’é“tﬁ’é’t%'ﬂﬁo%’é a

'igﬂ’pisd,,;,hp ’?ﬁﬁ% .,m%"“”&’"%ﬁE j'é"‘%?aﬁééﬂr 1,056 Boabf¥in corpiegn

‘potneent 19" Tigditpnine!, ekyaRit mwmmw toiddehéh Menge @ihed Ribduktts ALRh Cdihéth Cder
| or squansbdichechbis 6 odér mitsiners Gethisch dieped Praddekte; (d) un spectre d' absorption

i nf r ar ou@@ \agrmischtel Torfuttazmittei, gmfasmdwwmlseptaéwssmfedag eji Rroduktinach einem
noffor 48§ a#m@sdl ewn@mmsc gigeer Pswiuktes10. 1590 1510, 1460, 1430 1390

rsse S WG AT (SO Ty o, P i

pr|n0|pa spectre uIt aV|oIe daris Ie [ ange ac6tonitrile:eau

(13l) ravéntsnspracvitar don VePudgestaatdAnbsor ption a 281 nm dans des conditions
aci des avec un El% = 79,7 et a 300 nm dans des conditions basi ques avec un

4E = 136; threnzur(*g!)stdhnspe@sﬁmbmkumsm&nmelmlhgnGt|que du carbone a 90, 56

MHz dans | e n6l ange CD3CD: D20 (1:9) a

35" — ' -
OH Cl
’ T g ;
./ H o " o
MeN N N N
45 H H z
HO
0]
50
(o]] OH Ci

55  in der R, ein Wasserstoffatom oder ein Mannosylrest und R, ein Wasserstoffatom oder ein Glycolipidrest
unbekannter Struktur ist, mit -der MaBgabe, da8 mindestens einer der beiden Reste R, und R, ein
Wasserstoffatom ist, umfassend:

i) fOr eine Verbindung, in der R, ein Wasserstoffatom und R, ein Glycolipidrest ist, die hydrolytische
Demannosyllemng des AAD 216-Komplexes, welcher die Verblndung der allgemeinen Formel | ist, in der
s0 R,ein Mannosyl- und R, ein Glycollpldrest ist,
ii) fur eine Verbindung, in der R, ein Mannosylrest und R, ein Wasserstoffatom lst, dir hydrolytische
* Abspaltung eines Glycolipidrestes aus dem AAD 216-Komplex, welcher die Verbindung der allgemeinen
Formel 1 ist, in der R, ein Mannosyl- und R, ein Glycollpldrest ist,
und gegebenenfalls danach Erzeugung einer Verbindung, in der sowohi R, als auch R,
65 Wasserstoffatome sind, durch
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un pH de 8,7 qui présente |les glissements chim ques suiv

mllion (ppm par rapport a TMS -come standard 177, 9, imﬂumﬂlmm””w
170,9, 170,0, 169,2, 162,3, 158, %p ﬁsg . 15561, 153,9, 4511 9.s «
149,7, 147.6, 147,2, 144,4, 141, 138. 8 137,5, 136,1, 134,6, 130,7,
130, 0. 129, 8. hﬁ&&lyﬁschi%sﬁaltuﬂ:68elﬁes 1@¥colipiddestés 3ausl 2ied, Vérﬂﬁddng,lﬁ'ﬁ der R, ein
125, 2, 1Wasserstdffatord und Bleid Glykdlipiddest isf.édef, 118, 4, 116,6, 110,7, 110, 4.

1Q8, 5, - 40 mom/ddqmm BemardOsVio®nd. efnbr OlaTlﬂnqmg'? 1" ger7 B; @'" W"BOSVB’M ol 8, ein

63, 7\62, W atqmlsz 56. 0 55 9 550 et 32 % | eurs oK. dans. t o
6| arfge | % A q;:s- e '&a&%"?&% 2
val'eurs 'p 'uﬂ r nge VR Vﬁe mn es
-antibi ot qu@vﬁﬁm ﬁndaﬁfch h ﬁlrmfs{&ihﬁ‘g\dﬁnw ﬁGPéhruﬂoidh)con Zlﬁ\f&lssend die Abspaftlihg
CH. eines Glycolipidrestés vom AAD 216-Kdmpiék, AAD 216A, AAD 216B oder AAD 2160 durch saure
e 10, Hydrolygé COH+Ro (10 H 0 H

N I\/taNl Verfahren ndch Anspruch 1 zur Herstéljlung von AAD 2186A Psnpdoaglycon, umfasseng die
|-||-|2 HO-~~Abspalt einssmnnosyke 216A durch sayne Hydrolyse P %L
est de | Qﬁﬁiﬁ%‘ﬁﬁm o pg 0& ? p uqqqg RO e%glgssend ie
form,)} nach” An II q&% y d die
'EP 07132 eines Manno Irestes vonAA g §'| (a) 50%33
bl anc- j auney, yeHahréh hach An §v ﬂﬂb216Aglycon, umfaﬁ‘send die Abspaltting ines

(b) une Ghycoiigid undpines tho@ﬁewms-l(om)plmm 21820 AADI2068 eded ABDR236C durch
appr oxi maaure Bydrolys®®, 76% de car borie, 4,51 pourcent d h drogene Q 9 pourcent
d azéle et & Vedfe urzeremme@msmlw@um@mtzp "@ hep yvog %D 216

T e E R S S

3400, 292 H&é@ﬁsnﬁ‘&ﬁ'@s ﬁé&ﬂ:&-ﬁﬂ:@h%éﬂéﬁas vLﬂﬁQcheia%QAﬁbzw ycon,
(5) uh SpAD! b8 PSeudBaghRo PRUESAgly3ér) TAADI 2188 PPsdtiddagiEdn vdee 236C
1625 (gr W@Mﬁ%aﬁeﬁm G&msches@fe)serlslofﬂgmnhmemjrtrfmr olet dans le

mel ange ac 610 Weifahrénczue Harstellunp) einpsi vorgeadsshien Tianfuttermiintalsnutnfadsens das Vymischerg yon
nm dans AAH 2316 Aglveon AAD2IP Resudaagivcon, AAD 216A @8“@35 cqn, 4D 4168 Fa Hg@!""“ oder
condi t i o/MD#AE¢ Bepudoaglycen orer jrgendeiggs G‘E'ﬁ'?"'\?ﬁ ?B?—ft,st‘? Bt "P'@g’(ﬁ‘ffﬁh‘e #en-que

duca‘?f’bosaQOSGM—lzdanslenelan u2|2|Auande94qU|

S e ant o Rembdicytians phu le Bt coiTaciaat: BE, G PE PR AB AL LNLE i Pl o Coom par
t AT 175, 6. 171, 6, 170.9,

rl%pgr 170, @%@5@%@%@5@%&? oai §§°"§‘“J‘ig"i8?°&‘gg’o5 153, 5, 152, 5.

151,85 151,1, 146,4, 144,9, 141,7, 138,6, 138,4, 136,9, 134,55 134, 4,

1339, 130,8, 29,8, 129,7, 129,4, 128.6, 128,5, 128,3, 127.7} 127, 3,
125,-9, 125,7, 125,5, 122,5, 122, 11 120, 1, 119, 4 b].ﬁ, D, 1009, 6,
109, 0, 108,7, 104,5, 01'04 4, 103,2, 9819, 78 4HQ'4 , (211, 71,5,
66, 2,,063, 7, 6119, 6046, 56 8 66, 550,8, 55A4,) 37, % 3, 3,
U | ‘ CO,H——R,
H O H © NH m
MeN N N N 1
o5 eH M (o] R2
HO ' Cl OH
—1—(—2H)
(o] o
s0 .
(o] OH (o]
| ' . -

‘'s5 dans laqualle R, est da I’'hydrogéne ou mannosyle et R, est de I'hydrogéne ou un radical glycolipidique de
structure inconnue & la condition que au moins un des R, et R, soit de I'hydrogéne, préparé nar
I'élimination par hydrolyse acide d'un radical glycolipidique et/ous d’un radical mannosyle d’un antibiotique
choisi dans le groupe composé par le complexe AAD 216, ’AAD 216A, I'AAD 216B et 'AAD 216C.
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120 32,0, 29,6, 29,4, 26,1, 22,9 et 14,4 et x_.  (h) d

esvatburs—ptC—dans-
:e neI?nge ac6ton|tglle:ea3 (3:7) comre suit: d3,0,4,3,7,4 ﬂ iwﬁﬂﬁﬁ 10 9,
K, - 0.9 i N6
e vl s DK essus g gt i cetermnées |IEARHITNY
OH H

*

ae 2, Compb@ Jﬂtlﬁignque représenté par la tormule de structure @l
_ OI-T NH 35 MeN Fg\l N N N
'__r — OH 40K> -Cl1-OH
2N¢JU~~~ ~~~~~~~~~ Lic OH di 45(dans laquelle R
L de |' hydrogbne { que g/ dqtructure

i nConnue de [f or nul
sui vantes; (fa) soli ) fornmule

enpiri que O H74 b@FMa%e
appr oxi mati e de : 2 ceat d hydr ogbnél) 5, 64
.pourcent d' gzote et] 8, 3P poarceit dq*chlore Iorsqye | BHt enqur en eau est de

Act 6ri|sti ques

6, 9 pour cent|; mel)—TR\SHECLS\N. | ’ Qe 434S ngggonure de

pot assium gqyi pr6Sen i 1 des| sui Vvantfs cm': -
3400, 2920, 1660, 159044508 , 4 Q&QBO 1060 et 1010; ss
_(e) un spect|re de masse par : rapl A%l vec MtH A

1639 (groupgnent principal) i ol et dans Ie n6l ange
~acetonitrilg:eau (1:1) qui prksente unl maxi numid' absorption A 281 nm dans
-des condi tigns aCides avec UNCEl % = 6O et a €03 nm dans des conditions
#4si ques avgc un EI = 88; 60 (g) un spectre de r6sonarjce magnétique du
_carbone A 90, 56 MHz dans | e nb6l ange CD3CD: D20 (1:9) A un pH de 9,4 qu

- pr 6sméaque'ée rﬁseﬁmﬁve etfarestind shvémmgntévs qymczérlets:ugasu-vnﬂterspon (ppm par

. éc & 300—350°C;

1,;761.@.,@%% SRS o, g
152 otd e lore a

130 gryléﬁ Spectr a'isor é’&ttﬁf:arja éansjgzif ure 46, pé‘ ; % %

119, SombiréOd'Sndes 2dyah tslelﬁ:ne 3105 1650, 1636,,1890, 1534, 1260, 1430, 2390,11360 (323(99180 11%8,, ,
74, 411203050 101, 97t B10;71, 6, 65,8, 63,8, 62,5, 60,6, 57,1,56,1,55,9, 55,4,

3 7pr§n1f£;r8§ve@r%€ﬁ @as_ss psr mmrwe&t atgs\wezm@ EABDayeq M-3pa 14584graupement] 16

Bl I1 1L1 thantlbjotlgbs
Tom bl el S R S G e
s . (—g) un spk&“jde résonance magnétique du carbone 3 90,56 MHz dans le mélange CD,0D:D,0 (1:9) &

“un pH de 8,7 qui présente les glissements chimiques suivants en partie par million (ppm) par rapport 3 TMS
-comme standard: 177,9, 174,6, 171,7, 170,9, 170,0, 169,2, 162,3, 158,8, 157,9, 155,2, 155,1, 153,9, 151,9,
149,7, 147,6, 147,2, 1444, 141,0, 139,0 138,8, 137,5, 136,1, 134,6, 130,7, 130,0, 129,8, 129,2, 128,9, 128,7,
127.,5, 127,3, 126,9, 126,4, 126,0, 125,2, 122,7, 122,2, 121,1, 119,98, 119,7, 118,4, 16,6, 110,7, 110,4, 1085,
40 104,4,103,3, 100,5, 98,1, 74,0, 72,1, 71,6, 71,4, 70,8, 67.4, 65,8, 63,7, 62,2, 61,6, 60,2, 56,0, 55,9, 55,0 et 32,9 et
\ (h) des valeurs pK, dans le mélange acétonitrile:eau (3:7) comme suit: 3,3, 7,1, 8,3, 9 1,10,0et 11,2, les

valeurs pK, au dessus de 11,2 n’étant pas déterminées.

3. Composé antibiotique représenté par 1a formule de structure ({l):

3 ” _ | ; —
OH
50 0}
(1)
H 0

.. 55 H : ] H

50 ‘

s Cli

- -

dans laquelle R, est de I'hydrogéne et R, est un glycolipide de structure inconnue de formule empirique
65 Ci6H2sNO, et ayant les caractéristiques suivantes:



H o | HHH
N N N NR2

~HO EP 0 3032 {85t B1 |

'a décompree £800-FRCac Cal ”mlm"ﬂm" w ,",

| aquel | claRiolide; blankjating, gl ycoI i pi di que | &

(S::[a { ;gt ur‘g) :gﬁd@ﬁﬂdéem& 1909 gtalrgg;pro n'nL'v &% %{v 11 pourcﬁla&d %dro%éne
253 'fﬁs EEQ °" & °"'°'°}3%5!? it i aue

Eé’és%iv%& é‘m 0, new stohsd@ mw 301306} 1240, P1A0) 1080111060
d' hyd 5 5, 3 pourcent d’ azots et 8,08 pourcent de chlore |orsque | a

t eneur ef@) ﬁaspeeﬁé dél enasseSpgp bombandbmerftcitominue apisie (EAR] 'avded [ i 1685 [arduremenye
dans pendipabinur e de potassi um qui pr6sente des pics aux 30 nonbres d'.ondes
suldvant stfian speptre ultrayioiet dang Jgmélamgmcstenjtrile:e.

tt~~~

ardgpnte; orRtien
1080, EE%SG"MW"(@P’ afides guequniy 5 61288 ?341’“%%‘&39 Tbaf'smsq% un
r api de™( o fabbriindemagrislid %ed;ﬁi&keﬂbb BEMAR lidns nérmaa ERE6ID,6 (1:9) 2
ultr a\éh BE fsg ﬂ?:ﬁ ﬁtgiﬁﬂﬁtfuﬁk ﬁva‘ﬁé‘énﬁamabarqﬁlhoﬁf fri? Bér@apPort@ETMSTUM
d' @abs gérink tan nm dans des condi ti ons acldes avec un E1% = 60,0 et
a 303178n2,d78)6, 1de.e 'as:splmw; m70,9) A20,6)126,5,3069,3, 164,6E16%4-1983, 1§ 1@&15.515%51?56 5de
r 6S0nass; 1851 186,4,0144,9¢0 18171 38,6 338:4, 306,961 3Bz 134 4n 133,92 13068, A 099 @2‘(?8§
A un pn.ﬁaézma.mwa 14@%3&& 425,51 3255, 132,B.7§28 51201 ngbg %gg E‘ﬁ%s 9;3?15”&;
p%r? mﬂi%ﬁ 3r?3-3d7 AP fid2. @ﬁnﬁaﬂ' 0, 569, 54, 37,2,
178, 1 156
5\_49.|H&§E é,g,,, ol dad (7 foppimd il 355,72 55,500 139,
138, 6 t |ot| %ve rés Q’laio?ﬂuﬁ de btictdre (11:29, 8, 129141 128, 8,
128, 3, 127,8, 127 5, 127, 126,4, 126, 2, 125,8, 122,5, 122,0, 119, 6,
118, 1, 118,4, 116,9. KU 109,5, 109,2, 108,7, 104,2, 103.6, 99,8, 78,6,
74,6, 73,5, 7'2 1, .71,7, 66,0, 63,7, 62,1, 60,6, 56,9, 56,1, 55,9, 55,4A
39,6, 37,3, |33,2, 30,4, 30,0, 29,8, 28,5, 27,9 3 et 5g3,41. 6. Conpos6
anti bi oti que repr6mnt6 par |la foreul e de stuma - 45 HO OH
d O HO0o J |
3%" CO2H H 0 G Ldgh)
MeN N Co4 -7—R,
HH HO I
oH . Cl 7. corfpos6 fanti bi oti que de

| a%®Revendi.caf MON-T g ‘ i rol YsefeRse d' un
‘radi-rcal glycpli b'i di g adi dal nnoSyl e 1d' un agftbi oti que
choi-si dans | e groups H8 de~PHaAQ 216A, de | AAD

-216B et de 6

b |' AAD 216C.

L S=2H)

40

k/.

dans laquelle R, est de I'hydrogéne et R, est un radical glycolipidique de structure inconnue de formule
empirique C,,H;,NO, ayant les caractéristiques suivantes; '
{a) solide blanc qun se décompose 3 250—300°C;
{b) formule empirique C,gH74Ns02sCls;
50 {c) une composition élémentaire approxnmatnve de 48,98 pourcent de carbone, 4,56 pourcent
d'hydrogéne, 5,64 pourcent d’azote et 8,29 pourcent de chlore lorsque la teneur en eau est de 6,9 pourcent;
{(d) un spectre d’absorption infrarouge dans le bromure de potassium qui présente des pics aux
nombres d’ondes suivants en cm™*: 3400, 2920, 1660, 1590, 1500, 1480, 1430 1300, 1240, 1150, 1080, 1060
et 1010;
55 (e) un spectre de masse par bombardement atomique rapide (FAB) avec M+H 3 1639 (groupement
principal); o
{f) un spectre ultraviolet dans le mélange acétonitrile:eau {1:1)} qui présente un maximum d’absorption
a 281 nm dans des conditions acides avec un E,y = 61,8 et 3 303 nm dans des conditions basiques avec un
Eye = 88;
80 (g) un spectre de résonance magnétique du carbone a 90,56 MHz dans le mélange CD,0D:D,0 (1:9) 3
un pH de 9,4 qui présente les glissements chimiques suivants en parties par million {(ppm) par rapport 3
TMS comme standard; 178,3, 177.,6, 1759, 175,86, 171,5, 171,0, 170,7, 170,3, 169,4, 164,0, 159,3, 158,9, 1564,
152,5, 151,7, 146,2, 144,7, 141,8, 138,7, 138,6, 136,8, 134,4, 133,8, 130,9, 129,8, 129,5, 128,6, 128,4, 127.9,
127.,3, 126,0, 125,8, 122,5, 119,9, 119,3, 118,2 116,9, 109,3, 108,8, 104,3, 104,2, 103,0, 99,4, 78,7, 74,4, 73,5,
& 721,716,658, 638, 62,5, 60,6, 57,1, 56,1, 55,9, 55,4, 39,7, 37,3, 33,1, 30,3, 29,9, 29,7, 28,5, 28,0, 26,3 et 23.4.
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anti bi oti que de |la Revendication 2 qui

aci de d'un radical glycolipidi quEPd'Qt32"t16iBti que choi

conprend |

S* EP 0132116 Bl 8. Proc6d6 pour |la preparatlom\

e M

conpos6 du conpl exe AAD 216, de M AAD 216A, de ‘MAAD 216B et* dé M
9. _ Proc6d6 5sGompesé antibigtique meprésentécnar B fdemmide geygtusiureelly: ' ant i bi ot i que

“hydrol yse est |

' AAD 216A, AAD 5

216B ou

"AAD 216C. 10. Prog6d6 sui vant

| a

“Revendi cation P dans laquelle |'hydrol yse est effectu6e dans un sol vant
OFgahgqUe aquepx avec de |'acide chlorhydrique ( flux. 11.
Proc6d6 pour | [ I bi evendi cation 3
qU| conprend | 216 par
hydr ol yse aci dg. du coyrpos6
anti bi oti que d Stt—-Bo radical
mannddyl e de | Pr oc 6t pouf | a (1
pr 6paration du on B qui| cornprend

- enl everrent d|’ QI yEeRaci de. 14.
Proced6 pour | | a Revendi cation 6
~qui agenprend tp di fal

gl ycol i pi di que enprsi?lans

| egr oupe conpos T " AAD P16B et de
MAAD 216C. 15.|Proc6d6 suivant I, Revendmgatlon 14 dans | aque} | e

| "ant] bi oti quejhydrol ys6 est MAAD 216A, |'AAD 216B ou ' MAD 21pC. 16.
Proc6d6 sui vant-1' une quel conque des Revendications 11, 12,18 ou 15 dans
Iadﬁélle | " ydrolyse ea 20 effectu6e dans un sol vant organi que polaire avoc

de | ' aci densddguelid st aeiChydrdgndiett Ryreetuntdadicsl gbitoniffidiquelb. striéto@RasonAul, W frmule
1" une quemnpidaurCtieNOFwanties candctévistiquas sditantds2, 13, ou 15 dans | aquel | e S
cor npos6 ad?lﬂ?!'@ﬂb'q'lf@%ssd@mpes ?Wﬁbyens chromat dgraphl ques.

Conposi ti o ?mt' ans eI conque des .
Revendi cg gco o :::n éjg’r ot t Qﬁet?lg?{?’ teneur eﬁ p@t‘“’ﬁ'i'f
Suppor t hk bmmuﬂe ‘ﬁﬂ

pour s@ni mﬂmad'dhads%unﬁﬁs dn Re: Wtzbicﬁ 1660n1§9©><1swe|

defini d#@ns; | ' une quel conque des Revendi cations 1, 2, 3, 4 5 ou 6 ou de

ni nporte | deluel spdetrd trimessefiian herebarb@tent Gmiqus fapide (RAB) pves b4 A 085igtoupement
al i ment ﬂwﬁﬂmﬁﬂlnaux conpr enant -un v6h|cule de prenflange et un produit tel
quo .d6f i phet aﬁipﬁ“'ﬁﬂ'&a ﬁ,'eN?a Jeelange aF@ \%32( 'arésezteelwaxsmemdebwnon
n'i mﬁm% §dm dans des "'PBW F@Y‘*&Hgéys O o2pd de= capditions basiayes avec un
vitesse d€ gy sp3@R‘de relonbndainid SuhibBdY 80,86k FHAL THHATadYe CBLGD-BLG %
vi ande Oun éledb 8jatquilpriésentdes grYe gﬁfgd Bhimicuks ﬁlﬂr&&ﬁnﬂéﬂueﬁbﬁﬂ& lflonQ "&56 f g
conposi t TMA céredne stgoidardtafs,ni137,4,am5,5) 175aa 7ga.a7t,omyoz, des, 169,363315059105&6 ss :
3, 4 5,152 1-’8,7 191,90528.1538, 1482y t44cH, ¢42,0, 188;8,(188,6, 136,8a13480184/7a 1340, 130,6)124,9,

Pr @des }ig 2%128,3, 128801238, 1712 P26, 11880 13681 3RAL128.0( 539 , 119,10M18,4, 116,9;
8,7, 104,2, 103, 78,6,74,6,735,72,1c31,7, 66,0, 63,7, 62,1, 60,6, 56,9, 56,1, 55,9, 55,4,
39,6, 37 , 30,4, 30,0, 29,8, 28 ,27,9,263 et 23,1. —

6. Composé antibiotique représenté par la formule de structure (il):
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50
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0 ! OH Ct

7. Procédé pour la préparatlon d’'un composé antibiotique de la Revendication 1 qui comprend
enlévement par hydrolyse acide d'un radical glycolipidique et/ou d'un radical mannosyle d‘un

?mb[;ozt?s%e choisi dans le groupe composé du complexe AAD 216, de I'AAD 216A, de I'AAD 216B et de

kx|




el . oo (I

N N N1 ON2 H
R2 50 HO ‘ EB—P 132 1,1,6,,,@1 ~~~~~ (- 2H) Us
al OH 8. Procédé poutl lb ﬂmatioaqmelcblepﬁlé adibiotiqud 'dhial Reyendication 2eai cogipeend

et _R2 est cienlav gm bhndrdusmwg!eadlycaadl !yspliq!ﬂw un Gé"@?‘l'q"etq“f"se"a"s le groupe
|neo nue a ¢°&‘ &FFQ"ER'F E"‘S‘dﬁ&%&%'m 216A. FAAD

“hydh W la geven lcatmn %ﬁns

hydfog' e85 10 Prot e mbnaéamsmd Birddi .ga&.e'.ﬂyﬂﬁwgmea%ﬁw dBRY un sotvant
hydrol yse dirgsmiqle Gicidl hiBfhlydrigue DUBR Rodu réflud. Or nul e (I') dans
| aquei!a R S, memswue 1€ préparation i dorfposE bntiiatiqué idei 1di Rpvendidatipn [30qUi dofprend
CORPOS6 0bi rdnidveniént dunnaiical manrosiia de AADR 16A, [pgdnyindlyse.acidecn| evenent d' un
radi cal "¢l ycol2pPucégéepquaria pgpgeratigns duomnmo Iamtme)dslle R%{mdl@g?n |4eqm comprend
conpose de 'fQBHMF@“ fup rm'nla Plde"RADééﬁ »\par hyseol J;Z
radi cal gl y'geotﬁgg ‘g :‘g’ %ggg&:&%?ﬂﬁww I'_E’erﬁmoeq capgr; @tfncmmpmd
SUbaquente I W 6P4\i -com
Yoanents | 4 2hL 5‘%‘ e by
Rl est de éﬁo.s. dansl msB@uaH}'anm
d4. mannosyl-at |1erprpesdé bmbw ia}ﬂbveriﬂlddﬁomm ||aqddns ahnquﬁduelawm/sé axtifAAD\216A, dAAD
R2 est de a21|69©udngne16L‘. Pod pour pruparer un conpoa6 sulvant |a
revend| cat i on 18. Riogéd GMBP"M“GMWG ?-d? @%dﬁ&é““ﬂlﬂ?"?ﬁm’ 95'

| Bf dI ¥ftpsty "eﬂ'vv'}ierqeanum daba %??%J 2 ?%ﬁq e m |

g g\;l

2 de MAQ\tigi%I e de

priparer |a- pg %‘ ﬁgﬁgl nLqﬁ@Qﬁi ué'désHevendications 1.2,
hydrol yas agia soudnu.apé 3] delolis aum auﬁaan?ehsaeedeAA :

216A, desr AAD 18] Colmpoeitional n&ltﬁ@ouﬂamrﬂé@daddﬂbhmﬂfum quantité dén toxigde d'up @oinposé tel
pr6parer | agyesdifidiodang F'yreoquelcdhquétleg Révengicatians ifpRch @, 8 gDéucde n'impamariequel de leurs
hydr ol yse awpfldngesd' un radi cal mannos I e der MAAD 216A. 6 Prods ulvnt a

0 éhicy) éla
envamy 8 f@m‘ e e A e Ho e 28 AP S Taaa gy .
ulvant IS r& d iofer B ifdede RéeH Pa & Slidenthird/ FAnfridiix
conprend r e&ﬂ&aéﬁﬂ%&’d&ﬂif} : Y:rah I:M@Ba(ﬁﬁihgx{-at ndfunl| e d'GRB BSHpERitieA &aé\lﬂﬁfﬁg
216C. 7. Prmnequblbdlﬁﬂidés&eﬁdﬁmnﬁalzm 4, 5pe,uI8, w&pzur er la pseudo-aglycone

de M AAD 216 qui conprend - r - n*mw. par hydrolyse acids, dun
radi‘cal 3§l yBexengicationspousi'Egt eantractdnt: AT nannosyl e du conpl exe AAD o v21s do

rAAD 21A, de | 160 de | r arer une
composi ti on conéAg?ér?P“'i W’ﬂ@@%ﬁ?@'@ﬁﬂggﬂ‘g ﬁ?f'ﬁ'i{g"bw Iode Wl;udo

agi veat- d' MD 216, _de pseudo-agl ycone dAAD 216A, de psoudo-agl ycopne  d' AAD
2160 ou gle

./
45
m
MeN
H
50
55

dans laquelie R, est de I’hydrogéne ou mannosyle et R, est de I’hydrogéne ou un radical glycolipidique de
structure inconnue a la condition que au moins un des R, et R, soit de I'hydrogéne, qui comprend:

60 i} pour un composé ou R, estde I’ hydrogéne et R, est un radical glycolipidique, la dé-mannosylation
par hydrolyse du complexe AAD 216 qui est le composé de formule (I) dans laquei!z R, est mannosyle et R,
est un radical glycolipidique; :

ii} pour un composé ol 'R, est mannosyle et R, est de I’hydrogéne, I'enldévement d'un radical
glycolipidique par hydrolyse du complexe AAD 216, qui est le composé de formule (I} dans laquelle R, est
s5 mannosyle et R, est un radical glycolipidique;



 peudo~gl yco. d' AAD 216C ou ninporte | equel de leuts ml
W support _tw ent acceptable. as p Proci d pour prparer une

4R conposition alinentaire pour ainmux conprenant |e n6l ang &“ Iﬂm

$ 218, de pseudo-agl ycone ' AAD 216, de pseudo-agl ycone d' -
¥ agl yono dAAD 2168 ou de pseudo- adgRcOre32/146DBAL6C ou de n' |rrporte | equel

: -if_de leurs nel anges, avec un aI I rmt pour ani maux. 10. ProcW) our 6parer

uie .conpo -U HéFR’“ ﬁrﬂ,‘ engypar:
rohang’ d ~ %EQ"" E ?&vy@ah@ fot Coteconon et 9%'5 ¢ O e
Fd' AAD 216A d€ REQUNOSC I
gou n ijrpqmyWel de Ieurs Ianges avec u?gﬁﬁ%ﬁ@@ﬂ%f@ﬁ@%ﬁéﬁ@#%@?ge

&Ss 'S so Ns 2. Procédé pour préperer un composé suivant la revendication 1 qui comprend I’enlévement, par
¥ hydrolyse scide, d’un radical glycolipidique etlou d’un radical mannaosyle du complexe AAD 216, de I'AAD
° 216A, de 'AAD 216B ou de I'AAD 216C.

3. Procédé suivent la revendication 1 pour préparer la pseudo-aglycone d’AAD 216 qui comprend

10 sniévement, per hydrolyse acide, d’un radical glycolipidique du complexe AAD 216, de 'AAD 216A, de
FAAD 2168 ou de 'AAD 216C.

4, Prochdé suivant la revendication 1 pour préparer la pseudo-aglycona d'AAD 216A qui comprend

Fenidvement per hydrolyse acide, d’'un radical mannosyle de I'AAD 216A. -

8. Procédé suivant ts revendication 1 pour préparer la pseudo-aglycone d’AAD 216B qui comprend

15 Venlbvememt per hydrolyse acide d'un radical mannosyle de I'AAD 216B.

8. Procédé suivant la revendication 1 pour préparer la pseudo-aglycone d’AAD 2160 qui comprend
enidvement, par hydrolyse acide, d’un radical manosyle de I’AAD 216C.

7. Procédé suivant la revendication 1 pour préparer la pseudo-aglycone de I’AAD 216 qui comprend

T renldvement, par hydrolyse acide, d'un radical glycolipidique et d’un radical mannosyle du complexe AAD
N 20 18, de I'AAD 216A, de I'AAD 216B ou de I’AAD 216C.

8. Procédé pour préparer une composition comprénant le mélange d'aglycone de 'AAD 216, de
psesudo-aglycone d'AAD 218, de pseudo-aglycone d'AAD 216A, de pseudo-aglycone d’AAD 216B ou de
pseudo-aglycone d'AAD 216C ou n'importe lequel de leurs mélanges avec un support
pharmacsutiquement acceptable.

25 9. Procédé pour préparer une composition alimentaire pour aimaux comprenant le mélange
d’aglycone d’AAD 218, de pseudo-sglycone d’AAD 216, de pseudo-aglycone d’AAD 216A, de pseudo-
aglycone d’AAD 2168 ou de pseudo-aglveone d'AAD 216C ou de n'importe lequel de leurs mélanges, avec
un aliment pour animaux.

10. Procédé pour préparer une composition de prémélange pour aliment pour animaux comprenant le

» mélange d'agivcone d’AAD 216, de pseudo-aglycone d’AAD 216, de pseudo-aglycone d’AAD 216A, de
pseudo-agiycone d’AAD 2168 ou de psaudo-aglycone d’AAD 216C ou n’importe lequel de leurs mélanges
avec un support de prémélange.




