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anti biotics of the vanconycin roug articular, it relates to
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Wei ght Enmpirica or mu err thioglycer (M+1) Found:
15853%. iﬁg}gbterﬁ%lsgmgzgw,\r] = 1557.5716 (see fig. 4) 25 W (err) : 281 nm
[err] 57052, —shifts—to 300 nmwith base IR (KBr): 1716, 1655, 1611, 1586,
1552, 15%@dlecuidi@gntid4®), 1310, 1230, 1212, 1132, 1066, 1028 and 1015 cnferr]
(see fi EmpljcalefdizeCysHzsNs&R:EII 9. 7 pKa (err): 4.7, 9.5 30 (66% DWVF): 5.5,
6. 8, 7. 9%ABAvig (thidgh.cErolf:a p ) Rend: Na5Y.58084 Calcli SEh2is o D Q58 EE15554716 Sedfig. AB2846B
Mblacul awv O pniax: 28588 (35052), shifisngBa0ingedithBeseul a: [err] FAB-MS
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5) UV 1p1§xnQ] (speefig- 1) 280 nm[err] 5,192), shifts to 300 nmwith base IR
(KBr): 1¥4R[(CBas80) sesthp7 1504, 1403, 1264, 1230, 1135, 1105, 1065, 1023,
and 1018PXafD47. 8ee fig. 2) 40 NVR [err]: see fig. 8 pKa (err): 4.65,
9. SN o 15,00, el . BB ol b ver ont 1625 Broy 11 bal
Formul a. [err 5 (thioglycerol): (MtNa) Found: 1545.5998; calcd. [err]
1545. - UV H20) [err]max: 280 nm[err] 5,198), shifts to

300 nmvrq,I pﬁ, 3600 3004 (broad), 2999, 2991, 2950, 1687-1650,
(838ad) . sQ‘de 1&03 1453, 50 1449, 1402, 1212, 1130, 1102,
6 @Qrﬂ ém

r
H20
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B and A82846

hy.dr ol y sirSki: 118560 hsedCl 562, 1364, Qi’dsefhsh h@adh RBEN0S, 1065, 3643344l 1018&H-< (éyadgt Wo
br'Qad speaks with a trace of glycine. The two peaks appear to correspond 55
t 0 @ct | nid DA, STrGed RHGONYCi Ni ¢ ami no aci ds, both of which are present in
gl ycopeppradagO)of6st 8 vancomnmyci n

Characteristics of A82846C

45 Molecular Weight: 1522
Empirical Formula: C7aHaoN10o Q26
FAB-MS (thioglycerol): (M +Na) Found: 1545.5998; calcd. C73HaoN100O26Na = 1545.5925 (see fig. 6)
UV (H20) xmax: 280 nm {c 5,198), shifts to 300 nm with base
iR (KBr): 36003004 (broad), 2999, 2991, 2950, 1687—+1650, (broad), 1585, 1570, 1509, 1503, 1453,
s0 1449, 1402, 1212, 1130, 1102, 1060, 1032 and 1014 cm™" (see fig. 3)
NMR [(CD3)S0]: ses fig. 9
, DPKa(H:0): 46,94 -
Amino acid analyses of A82846A, A82846B and A82846C, after hydrolysis with 6N HCI, indicated the
presence of aspartic acid and two broad peaks with a trace of glycine. The two peaks appear to correspond
§5 o actinoidinic and vancomycinic amino acids, both of which are present in glycopeptides of the vancomycin
class.
Comparative NMR studies mdlcate that AB2846A, AB2846B and A82846C each contain the novel
amino-sugar 4—eﬂ-vancosamme {(3-methyl-acosamine):
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cl ass. Conparative NVR studies indicate that A82846A, A82846B and A82846C
each contain the novel am no-su ar 4 epi - vancosam ne ( 3-net hyl -acosam ne):
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corresponds to that of vanconycin (err) m nus one chlorine atom plus the

el ements of an additional am no sugar of the vancosam ne type (err) The

nol ecul ar fornul a of A82846B corresponds t Rt of A82846A in which a
hydrogen atomis replaced byHa The nol ecul ar fornul a of
A82846C corresponds to that of ich a chlorine atom has been 15
repl aced by hydrogen. The A8284 onent sf appear to constitute a new
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appear to have the follow ng structural fornulas: 20 [err] 30 [err] 45
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neutral i zqg, X%z RRpGHBRE GPleki A ﬁavé%%uwn %&L@%«%k@ “addition salt. The
agid,addition salts are particularly useful. Representative suitable salts

i nclude those salts fornmed 3 EP 0 265 071 Bl by standard reactions with
bot h organic and |norgan|c @i dg such as, for exanple, sulfuric,
hydrochl ori c, phosphofq etict%uccinic, citric, lactic, maleic,
fumaric, cholic, panpi utanic, d- canphoric, glutaric,
glycedic, phthallc tartarlé.\TDo uP¥c, stearic, salicylic,

met hanesul f @Bl b nzenesulfonlc soxpi’e, picrig, ben20|c ci nnam ¢ and

|'i ke aci ds. uge ept abl e agid addition salts are an
especially pre nvagtion. Antibiotic A82846
can be produced bycsayul rain of Nocardia
orieftalis under subnerggd i glsuipabl e culture medi um
unti|l substantial antibi ot produc¥d. TRe antibiotic can be
recovered using variot§ i uW|f|gat|on . oggdumﬁs understood in
the art. ]
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AB2846A : X=H Y=Cl
A828468B : X =Cl Y=Cl

A82846C : X=H Y=H

50

The absolute configuration of the sugar groups in the A82846 compounds has not yet been determined.
AB2846 and its individual components AB2846A, A828468 and A82846C can react to form various salts.
All such forms of these antibiotics are part of this invention. A82846 salts are useful, for example, for
§5 separaling and purifying AB2846. In addition, the salts have an improved solubility in water.
AB2846 salts are prepared using standard procedurses for salt preparation. For example, A82846 can be
neutralized with an appropriate acid to form an acid addition salt.
The acid addition salts are parlicularly useful. Representative suitable salts include those salts formed



10 This invention also relates to a biologically-purified culture of

a mcroorgani smsel ected from Nocardia orientalis NRRL 18098, Nocardia
orientalis NRRL 18099, Nocar di% 82FeftBls NRRL 18100 or an A82846-
producing nmutant, variant or reconbinant of these strains. These
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Cultures AB2846, A82846.1 and A82846.2 produced an extensive substrate mycelium. Aerial hyphae

(]
(41

tomycetes in Bergey's Manual of Determinative Bacteriology, supra.

formed long chains of conidia with a cobweb appearance which is classified as characteristic of nonstrep-

In all cultures the spore-surface ornamentation was smooth and spore shape was cylindrical. The spore
size ranged from 1.2-1.3 x 0.4-0.5 uM for A82846 and 1.4-2.2 x 0.3-0.4 uM for A82846.1.
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Cul tures A82846 and 82846.1 both produced acid from arabinose, cell obiose,
dextran, fructose, gal actose, glucose, %gerr] -met hyl - D- gl ucosi de, glycerol,
inositol, |actose, maltose, manﬁf’too?ss ®lose, nelibiose, rhamose, ribose,
sucrose, trehal ose and xyl ose, but did not produce acid fromadonitol,
cel l ul ose,,, dul ci t ol yrhri bi to and x A al so
When wi under b er én comWons A bited minimal X’a enJatuon ﬁgzg 1
producqggﬁgéte % i‘h %3 %ga};% (ﬁg {EI%E menf¢é8 6" FeEl T RoSe fPﬁ
salicin no ot §*'S€d acetate, citrat e
| act at ephygrg]g,g?gaecm%@,l@gse propi onate, pyruvate and succinate, but did not
use Rermzoate—Tcateand tartrate. Culture A82846.1 utilized butyrate, but
AB2846 di Quifnedk. AgdBisS4t arade. ADIBASroducste GEHNMMEHE drabinssEl EbllotdP Odartdn ifiQose,
t yr 031 Nflactoged Glucdss] «thyl-Dglucddidel gl}@éroldﬁﬁs@ﬂpme.aﬂhﬂéﬂenﬁannmh%m.n‘iﬁli_ﬁbsﬁ, or
xant hi nieamrded, Fibazel| sutib@s tréhgidseodny Z@loseSbul bid ot meddcaaid froynddonitplz esligis@Uddigtoll5  or
hi ppur adrgtritel,citluline sorbiiot a@t eylitol. | Apaéd6i asb gredueéd acid Srumy biad!l, JOLeyen,| méleditos8, hour s
ant- pr oeltiosel agdsaibiasiayt ABZEBS.ArE pitoBgth atliarse usedLAcktate.carakB 2896, aalkdle ABABKE. 1
had i demepicate, pnwatd angitsuccinateshus tid motarsp bane@tenmucalblrey tanatecCuylles| AS284A1 utiliged
baci trdB#W‘ﬁ ql’\ﬁ?r%ﬁ oeephal othin (30[err] gentamicin (10[err[ Ii ncorryci n
(2 {err 4ﬁ1 %0 ROPed cFRaRi BYRCKaniings ymogingnireas pnd e Betodig deh (10
err}ﬁ ?Heﬂ‘"‘% S rél“}a]a OB FAHNe; Bet %'?VF tyzedsiaFdir § i"hd' %9%‘"“ [err]
nal i x‘?’é"p P rpdsph e Satelien saian. B“‘("é‘tﬁ’os" it “°“'Fra Herpdvs ‘fafﬁ‘ %[”é? FT" and
I

sul | ad' 3 e r] ad lﬁen?ca? (bIOFC Eeoalstgecgg}gﬁern (T%e 8 re

<5[erra x%g.ts,cef :
( g%% éﬁ . cﬁrﬁ but
%50 lh Qb)ganﬁ) AAZQ'LQ :mn ere

. Ejle\a:] |Cll l)'d estrt
AB2846. sknﬁ[é dﬂ( $Rdo éﬁ( M§¥a§yc| ﬁ'cope u.ﬁ)

cont ai n@@lug)h@dmagbldnmq@hg)of d| am nopi nel |c aC| d and the sugars ar ab| nose
and gal achgmas akd1882646.1 bbcR Stalhdy Grath TYRUE dib\oC Qhih 2@ ldsy ABBES pditga FrRlafRE ker
et al ., pighgatsiwheldas ASaggRT didhot. pattern is Type A (Lechavalier, supra). The
cultewes did not produce nycolic acids (LCN-A). ldentity of Strain A82846
The chetastveatimalysisc and general cultural characteristics of strain A32846
are consistent wmth its 35 assignnent to the genus Nocardia Trevi san 1889
[ V. B. D. HBkelyzed whols/ colifot-A0#846 aonthined thd, medo isSmerad! Ifiamisdgimelic"atidpng Vheduddrst s of
Bact er i aitbinqsmeng'galagippe. The culyesthaveBaype M csit walggecorgipg tofRcke( P8 ppPra- e sideari ty
coef P9 cRatern is Tee & (eahaalipra sustn)- The Ritped fid neticeduesimyedligeeigeiCNibt ar di a speci es
publ i shed by Gordon, M shra and Barnett, supra, and five strains fromthe
Lilly c ﬂf"“"’r"es‘i‘q‘“*g%"‘l on. The coefficient of Jaccard [see P H. A Sneath,

The _Appl aty On o) CD ! gr | cut a‘x aracteri |cs of srau AB% ns«stel7 2%1 40
<1957glasglﬁ’5‘* Py e St argf’ o
M ché&he Cfgs.. I ﬁg ST sglsgggrgopgo ‘{EE el at i onshl ps",
Kan. Unk V Jity c cents. ere éar& BAC%% anﬁébeﬁf
COITpaI‘I 8'0?1 ‘Msﬁras ?T@a rleﬁegjp}a an eStl’LIJ\S {rd ﬂEOL cu ure col tio tr]:erltb’:laf Tabl e
| I5./Si na &d [s¥be PORT A1 SHbARTERE Rbpifitied 80cRtiertdo PoldRdmyNOS: &) na.c,%aacne%ob
Cul t W €(1957)] and the simple matchmg co§ﬁd"9n{ Réd RIR. Gadf £ddad. ®nivic Hr' A Statistical Methey foA82846
100 Evaluating S}tk RaGoAshYs Q IKkag) VAR .SSci. Bull. 38, 1409 (1958)] @ére used. The results of Ehebb
aer ocol ampgenessard fvhibAze)din THE Ti. - 78

S|slan
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N. orientalis (Mi3-05865) 78 72 15 N. orientalis
(A51568. 1) 78 ientalis 75

68 N. orientalis (M-18215) EPOng &é &f 66 N. orientalis

(Mb- 18260) 73 66 N. nmadur ae 73

63 N. hirsuta o ) 62 60 N. autotrophica

62 Tableg Idg Simijjard3ys6eeifflisients for A82846 am® 50
N. anmarae 19 Other Nocgrdia Species 46 N. brasiliensis .

56 43 30 N. vacci nci 56 43
N. 4ransvalCelsure 28 Similarity Cod¥iIicCent

48 . 32 N. pelletieri 18 . 24 35 N

ast Bt0i des 46— SSM_ 23 N-—carioh

43 As2gap Nunbers in parentheseslb@gicate strai from 40

the Lilly culture collection. Because N durae has "been transferred to

t é? genus Het 2e&@s@loRigenegas renoved fB@m consi der- Z&ion. Two speci es,

N. aerocolgnig@&@&oqagigenggiQﬁhghbgg*ha@3good simlaridy coefficients.
A8

Labor at ory_ 45 cqQnpari - ween 846 and these two speci es were nade.
Tabl e |11 Bi-v@figndalds (M43505888de conpP®risons. 50 582 10  EP 0 265 071
Bl ,Jabl e I N.: o€demaailien (a61Beepanti es o0f7gA82846, N. ordentalis and N

aerocoloni@én% 2dhture NN rocol on- Prqperty
82846 orfen?é+Fgglsg i genes 10 Produces aeri al . hyphae +
+ N. eraenitall isol¥5-waRis ) 78 66 +
Produces CRNIi @irdentalis (MS—IBZGOl *73 6 Spor €
slypace snboth F + Spore shape cylindrical
+ N. es sol uble pigment 73 €3 - 20
G am + N. hirsuta + £2 $oAcid fast Exhibits
ton. _ +__ .. + + +
iragnentathqngutotrophlca | 62 Producessﬁ?talase
2 N. dassonvillei 62 50
N. amarae . 62 46
N. brasiliensis 56 43
20 N. vaccinci 56 43
N. transvalensis 48 38
N. caviae 48 32
N. pelletieri 48 : 24
35
) N. asteroides 46 23
N. carnea 43 25
< *
o Numbers in parentheses indicate strains from
0 the Lilly culture collection.

Because N. madurae has been transferred to the genus Actinomadura, it was removed from consider-

ation. Two species, N. aerocolonigenes and N. orientalis, had good similarity coefficients. Laboratory

45 comparisons between A82846 and these two species were made. Table Hll gives the results of these
comparisons. : '

50

55
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25 Hydrolyzes: esculin + +

hi ppurate 30 starch + + +
Ca nal ate EP 0 265 Q71 B1 + Reduces nitrate
+ + - 35 Deconposes: adeni ne
- - casein + + + 40
hypoxant hi ne + + + tyrosine
+ Table I1I: Comparisgnee@f Properties of A82846, +
+ xanthine 45 50 55 N.EpPrigdabis| agd EFaE_EES_QI}_EP_}_SMI nued Cul turea 5
N. I\L aerocalon- Property 82346 orientalis
|genes Li quefies gelatin + ciflture® - 10
Pr dduces phosphatase + ¥ ¥ wurvives at 50[err]
8h + - Produces.acid frogéro¢blon- adoni t ol
+ ar abi nose Property + 82846 +orientalis + pehtoDi ose
ter 10 +—et-yth-tot +
- gl ucose Produces aerial. hyphae + + + + atMe- gl ucosi de
+ Aengi yc(bqraplwh1te + + + t o + 25
i ngsi t ol oLt + + | act ose
+ Prodpges Gemidia + + 7 + * + 30
mannist ol Spore surface smé‘oth + * + + marnose
+ |tose + -
- 35 5p°ﬁﬁl§qﬁpﬁs?1mge ad + + - 7 + raffinose
+ Produces soluble- piga@nnose - + - +
+Sprbitol tgehalose + 71 + + + + Xyl ose
+ + +
Acid fast - - -
Exhibits fragmentation + + +
25 Produces catalase + + +
Hydrolyzes: )
esculin - + ' +
hippurate _ - - -
0 starch + + +
Ca malate - +
Reduces nitrate + + -
- 35 Decomposes:
adenine - - -
- casein + + *
b © hypoxanthine + + +
tyrosine + + +
urea + + +
xanthine - - -

1



control 45 50 55 12 EP 0 265 071 Bl Table Ill, continued 5
Cul turea N aerocol on- Property, 82846 orientalis

i genes to Utilizes: benz832PR0% 1rat e +

+ + 15 mucat e succi nate +

+ tartrate con&ro 20 Resistance to: bacitracin (10 units) +

- Table dddmarotidPHeq 30[ err] + + + 25
gentam ci n (0—e+} + Liacomycin (2[err]
+ : + + neomycin (3Q Lerilture - -

- 39 ol eandomyci n (15 pg) -+ pem cillin G NO units) +

+ rifampin (5 pg) N. aerocodbnept onyci n
(10ferr] Property + 82846 &Mraoy}:&sﬁe (30 [err] -

- tobramyci n IO por F —vanconycin (30
[err] Liguefies gelatin, + - 40 = chl or anpheni col
(3Qferr] Pro@uyds pROJHaRakd S [ err ] + o+ + nalidixic acid
(30[err] + ) ont 45 novobi ocin (30 [err] -

+ Survives atx 30 % oo uiits) + F + +

t ri_met hopri roBu¢ey mpid from: + + + 50 + =
strain has theaDEQRSItY: = strain does not, have the property Simlarity

coelficients were again cal cul at ed usi ng a Iarger nunber of wunit
characters. TH&2Pinpsets are 55 surfrarized it Table IV.%13

cellobiose + + +
: erythritol - + -
N
glucose + + +
oa-Me-glucoside + + -
glycerol + + +
i inositol + + +
lactose + + +
maltose + + +
30 mannitol + + +
mannose + + +
melezitose + - -
s melibiose + - +
raffinose + - -
rhamnose + + +
L sorbitol - - -
i trehalose + +
Xxylose + + +
control - - -
45
" 50
5

12



EP 0 265 071 Bl Table I'V: Simlarity Coefficient for A82846, Nocardi a
orientalis and Nocardi a aerocol oni genes Cul ture

Simlarity Coefficient Ssm EP 0265 0743846
100 100 10 N. orientalis 81
76 N. aerocol oni genes 73 65 15 Nei t her N.

orientalis nor N aerocol onigenes has nycolic acids inits cell wall.

Gor don, suprafailestil,beentinmued key properties to hel p distinguish N
orientalis fromN __aerocol oni genes. Conparison of A82846 wi th the Nocardia
specigs using Gordon's key properties is shown dnp,Japle V. Table V:
Conparison of Key Properties of A82846—Notardra orremfjatt™s and Nocardi a

aer ocol oni genes 25

. . aerocolon-
Property Prodeegseréei d From 82846 ReSileataNGe 3V igenes
me- A- t-o— G t-ure EryThritol glucosi de
Lysozyme AB828%6ilizes: - + + 35 N.

orientalis b + - + N. aerocol oni genes -

- 40 Although ABZ8UE does not identi cally match the key properties of
ei*ther Nocardi aci¥reté n, it has a greater affihity to N.torientalis in

cul tural characgghkstics and a highos imlarity coefficient with N
oriedfalis. It also resenbles N. orientalis in that it produces a

gl ycopepti de ant4%5t®t%i®c. A82846 is,*thereforet classifi®dd as a strain of
Nocardi a ori enteddtsafe’i tt enger and Brigham 1956) Pridham and Lyons 1969.
Because N. orieptalls is recognized in the Approved Lists of Bacteri al
Napges, supra, it 1S a validly published species. 45 Culture A82846.1 is
a chem cal |y Reshis¢edcemypant of the A82846 culture. The features in which
AB2846. 1 di fferg, it p0;A82RA0,2{ shpwn in Table Vi. 50 25 14 EP 0 265071
Bl Table VI: Conparison of D fferencies between A82846 and A82846.1

Property cephalothia (3gpghes * A82846. 1 Fraghentation
m ni ral gahuaiarnt (leny size - 7mm 5mm 10
Col ony surface lincomyci har d . sgft Aerial hyphae
abundant 1988 1Re(21"8 col or dark Brown l'i ght brown
15 aé&solyubd €3pigient - -+ - - Produces
acid ml;rom oleandomvcin (15 pg) + - -
penicilliﬁ G (10 units) + + +
rifampin (5 ug) - - -
streptomycin (10 pg) + + -
- tetracycline (30 pg) - - -
tobramycin (10 pg) + + -
;gj vancomycin (30 pg) + + -
40 chloramphenicol (30 jg) - - -
erythromycin (15 pg) + - -
nalidixic acid (30 pg) + + -
5 novobiocin (30 yg) - + -
polymixin B (300 units) + +
trimethoprim (5 pg) + +
50 %4+ = strain has the property; - = strain does not have

the property

Similarity cosfficients were aQain calculated using a larger number of unit characters. The results are
85 summarized in Table IV.
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et hanol + - 20 gl ycogen

+ - nel ezitose +
raf fi nose +EP 0265 071 B1 - salicin :
+ 25 Utilizes: A-nme-glucoside + - glycogen
+ - 30 mel ezi t ose +
- sorbose  Table IV: sSimilarity Coefficient for Amfs4efe
+ Mel aNgichidigmostieentalis and Nocardia

A82846 1 also differs frenotlABbitgende anount of antibiotic activi ty it
proguces. The qther npst apparent differences between the strains are that,
unl | ke A8284&VUIA8XS46. 1 does not [EIEAAALiter CoefhicHlent and a 40

di st+hctive sol ubl e p| gment. Culture AB4846.2 igja natural variant of
culture A828?‘§ 815; the TaentiTyrng Cnar acrterrstits—ouf—A82846.2 are
essentially @ rre as those of A8284°% The % difference between A82846
andi®A82846. 2 N.s oxfizntialld sA82846. 2 cul t .8 produmes significantly greater
anounts of apti %ie%ic%g%%%gég e\/g1en gro én shake fl asks than the A82846
culture does~ 4 case with ot her gani sns, the

chraracteristics of the A82846 pr oduci ng cul tures of this inventi on,

Nogar di aNeO(Eer(?\p orl n.a is nor% aerocolom eneslh Ogsb%h acids m c walpgoruon, supra Qs%{ibeg‘r €
subj e i;reet elp I«sgjy'%&_ %§r%%o$o§ ggrlegscom%a b ant S

Tt anty, @aaﬁd.x%ac@% art,

exanpl e,—vartants can obt Aine by natural sel ection and rrut ants can be
obt ai ned by treat nent vmth vari ous known physical and chem cal nutagens
sugli as ul travieBletV:] | arjsqrapf KeyaRnepesOiex af sABRRE6 cheni cal s such as
N-met hyl - N-ni tro-N-ni t oirdenia liReansiNoerndia st rai ns can be devel oped
by transform ng the NogalodbPoflefdd alis strains, using proce- dures well
known in the art. Becamé_ﬁm larity betvveen Nocar di a and

Strept onyces, ++aRsterrati-ontechnigues—and reconbinant. vectors devel oped
forzsuse with Streptonmyces can_al so be used Pgplekesnsf or m Nocardi a strains.

Through the use of reconbi nant technol ogy, the Nocardia orientalis strains
can be 55 transforned to express a variety of gene products in addition to
the antibiotics these strai n¥rdodexcdciddiromnst arkResisvareecan transformthe
strains with a reconbi nant vector that qﬁnfxgrs resi stgnce to an antibiotic

to Which the strains are nornally sensitive. Transformants thus obtai ned
will produce rdtengy the AgFaytheitiolniphuceside s

resi stance-conferring enzyne that allows selection of the transforned from
wi | d-type 5@ g 6265 071 Bl cells. Furthernore, usi .ng sim | ar techniques,
onegican nodi f £Hx present strains |o |ntr6duce mul i pl e copi es of the
endogenous anthi. boﬂtemcahisosynt hesit genes te achieve-greater antibiotic

yi el d. Progeny, ﬁ ggg :g gLs and induced variants, tants and ' .
reconbi nant's, —of orientalis sfrains NRRL 18098, NRRL 18099 and
NRRL 18100 whi ch retain the characteristic of A82846 production are part of
t hi ® iAnvepih iIABA846 Boes not idiérEicallyl kviatdéh @helidd iptbiperticasad eltt@r Yomitiia swein)NO BT dligraater

uor i entliailyl o N gtidntaliein cotunal lsarateyistion endod high mimibdly cadfficlenidiith. N. ledentalic dtratsoy | n

pr oducesembles Bperientals iyittat il prodynds @aysomsbliderapibintic. ASRHP A, ittereford claesified as @er t ai n
cul t urskaifrpiciiogardie origntalis Fittepgr aPhirighan, dpsaemm @nd kyoas 969.dlecaise Notriptielist e

sour c dsrepqgnipesie e dpprpved Lists REPaciers dames: i govalid rRyblistrdsperiesext ri n,

al t ffoughCYp¢\§es46-1 in aybemicylly indyqed gutagigf e 6 cyliyrianthe deaturs i which A8284611 | o

st ar cHUGFAORHE2H4E e Py i TS Ve used. 10 Preferred nitrogen sources are
enzyne- hydrol yzed casei n and neat peptones, although yeast extract,

aci d-hydrol yzed casein, beef extract, fish neal, |iver neal, and the |ike
cangal so be used.
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Anong the nutrient inorganic salts which can be incorporated in the culture
nmedi a are the customary sol ubl e | e of yielding zinc, sodium
magnesi um cal ci um amoni um crﬁ%a#%%e&qgfbonate, sulfate, nitrate and

li ke ions. 15 Essential trace el ements necessary for the growh and
devel opment of the organi smshould also be included in the culture nedium
Such trace el emgghfe wmmwaﬂ%urolamfg}uﬁ&asesemegtH@zsaaubstl tuents of
the mediumin anounts sufifpgCagisiketp neet the growth requirenents of the
organism If foamng is a problem snmall amounts (i.e. 0.2 m /L) of an

ant i feoam agent sug d to large scale
ferpentation meethioBEEEY o odueti-on- 32848 bt and ities of the A82846
antrbiotics, su eroblcfernentatlon in,ta is preferred. Small
quantities of t?ggé&t%qﬁ BB cs may £5938thi ned BY" %H’}ke flask cul ture.
Because of the tCoheny &gzé¢ n anti bi otim@ productiSem commonly associated with
inocdfation of lgiaRy bapkseW th the50re form,ef the organism it is
preferable to use a vegetative inoculum The vegetative inoculumis
prepared by i nodGFia} ngho?esrral | vol3hWRIRAL cul ttFREe nedi um with the spore
formor nyceli aRebées@nesicx of the ojagRrmbownt 0 138ht Aoahn a fresh, actively
grovm{]g culture F the organi sm The yegetative inoculumis then
transterred to a arge?‘f aik. The veget ati ve i nocul um nedi um can be the
sane as that usdaodwres| agigefrdmr nent ati ons, but other nedia are al so
suitable. The A82846 aptibiotics are pr oduced by fhe A82846- produci ng
organi sns when grown at tenperatures between about 23 and about 37 C.
Op.,r.‘wﬁumterrperatu&b%“ﬂé!a A82846 produdtion appears to be about 30
30-31[err] As is méBRdzqeede/ i N submerged aerobic culture processes, sterile
air is blowm into t{}ﬁgﬂvessel fromthe bottomwhile the nediumis stirred
with conventional *?t¥*8PR% i npell ors. The naxi mum dxygen uptake of the
fernmentati on undesaliwdncondi ti ons used thus far has not exceeded about 0.2
mV L/2m nut e. In,ﬂggergl the aeration rate and agitation rate should be
sufficient to mantainthe | evel of dissolved oxygen at or above 35 50% of
saturation. Produetielofoside A82846 anti biotics can be followed during the
fermentation by tesiddy@nsanpl es of thg broth for antibiotic activity

agai nst organi sms_known to be sensitive to the antibiotic. One useful assay
orgafi smis Bacil PEkex&Pte | i s ATCC 6633. The bioaSsay is conveniently
performed by the ggaoseel |l plate test s+ 40 “Fol kow ng their production
under subnerged aerobic fernentation conditions, the A82846 antibiotics can
be recovered from tHEFFEr mentation medi um by net hods used in the art. The
antifgiotic acti\Melynqidogigmeatsiuri ng fermentation ef the A82846-produci ng
organi sns occurs in both the nycelia and the broth. Maxi mumrecovery of
A82846 is acconplished, therefore, by initially adjusting the pHto 10.5 to
r el easeAdiBaBaisd difem rdhe ASRBIEh ittd ariothnt fof antibibticR@tivitN & pidBdbies! Thé BthérGial @b&erdt he
broih f diteredche betyesal theastrain® 8® . that Junlike ASZEAR, 34888462 NdobE ndt eexdiviedr a@etlal frkyostia tahe a
filtaredstincdelsolnye giomet.i ety of techniques. A preferred techni que involves
adj ust i ng Quiee ABIBHG2 is @ nbluit varianbof guifyre AFRB4ELTWS. e identifying Slerdsterigiics ¢of AG2A462 a

cati on @REP®BAY the samp asdhoge of HEFMK. TRE ain 3iiffFigncebgiyesn ARZ8H andABelI6.2 isdhat 1Re 120.
The act ARB4GH Fuiuferodueescsianiiesstf gremertameunte el apticigtic 82848 whemerpen Bicihgherflagkach

as, fort“é&QPrﬂP@“sﬂf"F'ﬁld@es[err] soI ut| on The actl ve fractions are then

concéﬁtratﬁ?‘ds BRYE e\)’ﬁ‘&fﬂﬂ?{ igj gl d N aé'%{’ﬁ'gé'grjf;‘;géei(f%éﬂfﬁbﬁ
as

HP- 2 at?u ragen nraI
R P e e o
can e separ at ed

ot hapol) g o &&%ﬂﬁ%r@h 'm' Ia il Af?"}

7 al I- - N
Into I ncr' He! inahtOSAMS 84 e é% ‘ggé ﬁE tWQOd%&%B&QQaIstﬁch@uglﬁﬁ proce-
procedupfss wél UAb A ltHeCh. Es‘da@s@%i thQ %mﬁﬁ.ﬂ@ B&tWdeR No Stfeplofmycss, tRRASRation
si l'i ca- @@hniduéd &rdd @&Un@ﬁ&hQ&ﬁ@@Heveféprbd for usb\wit® BHeHdnRRBbY can ddUib @ra®s®rrh dS,
i ncl udi NgcaraRO strbiRs C PRISUGH L the DEeS o AGormBiraRl {ebhRbIGFT EC NGBaRkh WichBaRUbtaRX (e ®bi on
or sepaitraisiomind th Bkprds afvalichbdr\gend Hroducts eiTaddaibn f the\BYitiBibTcs Ates@ stiand [peduddf For
A82846. inBlamceconarph eansiaint Bé stEind aMille b irexamitihan@26rBat dotifers whsistaged e anemibiatid ton
br ot h ¢ #&hicti the dhtrpias arb yrotmathyp kenkitivea Tragaforméys  tiusu ohtainedi wil) produce npt antye te rABRE48
di sti | | antibioticsduiielsdrtie ragistantéreontprring dnzyme that allgws: delsntionriok the trafisfogeed) fsom widdypPeed
prem x. 16
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EP 0 265 071 Bl The A82846 anti biotics have excellent in vitro. and in vivo
activity against Gampositive pathogenic bacteria. A particularly
unexpected attribute of these EMPi2BSO7T1 8% is their |ong serumhalf-life.

For exanpl e, when adm nstered intravenously to rats, vanconycin had a serum

half-llfe of 45 m nutes, whereas A82846A and A828468 each had a hal f-l1ife
erm e, using Slﬂl.l t(ﬁ:h Lﬁ&lon 6er(L rﬁlfl §8ﬂ§:e pre t whi ch
i | ic-b Oﬁw gen s ev, lg? e a
the Aé)é %;{? gd1 reco Tniantsg% §f oca@ 1a orrgn Ii ams ‘5?1 VI I and

du&‘o He LA hcvae%

uoneilahs cu s can be any one of a number of

?oTEE&nErﬁV in production, optima d ease of product isolation, however, certain culture

r edla%re preferred. Thus. for example, preferred carbohydrale sources in large-scale fermentation are

CO~~~ic6ss and potato dexdrin, HBodgh GiBose, xylose, fructose, galactose, mannose, mannitol, soluble starch
0 _ 3(Qnd th@ like can also be used.

4,- A1  Preferred dittogerS$burces are Rnzyme-hydrolyzed ¥asein%n® eheat(eptones, although yeast extract,

VITT. wtpch rg jug.‘
agaE c?:ﬂ;r@?n%&é{rﬁ us to% the Nocardg
. i yield

C4 | racidthydrolyzbll €aBeih, bigef extract, fish meal, liver mugl, and the Jike can aldd be used. N .1 1 0
| ¢ - Among\Whe nutrient, inorganic salis which can be incorporated in the cultyre medig are|the ejstombry |
L5 . solgbl@@alts capable-ef-yigidigd <Bo. sodigm, magnesium, calcium, ammonium, chloride, carbonate,

Z00 O abifagenitate and like ions.
.S 15 0 clessential trace elements necessary for the growth and development of the organism should also be

C Ni mcluded |0 t"lfl’ culture Wed:um Such trace elements commonly occur as impurities in other substituents of
OuN- 4!@; rnedjmen amounis sufficient to meet the growth ¢ rg_qglr@%\ obme Oﬁamw If f(t?mmg et pre% N N
LA small amounts (i.e. 0.2 milL) of an anlifoam agcinb sucU as pal propylene glycol may be added 1o large
V. 4*{ scale fermentation media. RL
o For production of substantial quantities of the A82846 nubutucs ubmerged aerobic m tto
tanks is preferred. Small quantities gf tlge antibiotics m?y be obtam 4hake flais clNllure % _
8 n aﬁ:uotlc producti ioh comm nlﬂassocxateg with ingculation of large ta ith the spore formh Ot _QQ.CO
>| r- 4‘% 2&1 is preferal fo use a vegelalive inocul The vegetative moculum is ‘préepdred by S
to moculJltﬁg small volume of culture medium with the spore f@m or M delial fragments of the o@ nisrt 8
-4 tRlint wdsh, achlelyQrovidg tur&or e oMdanisrh) The Vegefal’nj\; ihoculbim lis terl transferred toa T
Ca V\Lflarger ltahh. 'thét‘beée@atwe moc(utﬁm mediunC&an be the same as that used for larger fermentations, but

- -4 5, ofhet medid-bre biso sudable. " 0 FA~~~~~~~ . CDCU v U141
‘U = ZThe AB2846 antibiotics are produced by lhe A82846-producing olganisms when grown at tdthperatures v

.0 (@detwaer dbomt 23°* and about 37°C. Optimum tempe@tufds 469 A82846 production appears to be about N~
—— 80 30-311G~ N La C C

! ' 50 Asis cugionjary (D sulfmer@ed ae(®@bic cQiture Q)-ecesses.~steci1e~air(is. blow)inip/the: vessel from the
* - 4 | (hattam while thegmedium is glirggd Njith conventional turbige impellors. heqmaxippum oxygen uptake of'the 1 . Q
-0 0 fermgntati(gn upden the gonditigns usgd $hus. famhgp not exceeded gboyt .2 mM/L/minute. In ger;g@} the

| 1 Zﬂf'a r?en?nd a@tatlono'ate shouldzbewpfna% to maml@v@olevebof d&ﬁ% oxygen at or above N
:1.» 35 ? uration.

Pr UCth A82846 antibiotics can be fo%owed %yr}{a r%ofgr%entatlon by testing samples of the
hlhlm
broth for antn |ot|c activity against organisms known to be sensitive to the antibiotic. One useful assay
S organism is Bacillus subtilis ATCC 6633. The bioassay is conveniently performed by the agar-well plate
W test,

40 Following their production under submerged aerobic fermentation conditions, the A82846 antibiotics can
be recovered from the fermentation medium by methods used in the art. The antibiotic activity produced
during fermentation of the A82846-producing organisms occurs in both the mycslia and the broth. Maximum
recovery of AB2846 is accomplished, therefore, by initially adjusting the pH to 10.5 to release A82846 from
the mycelia and filtering the medium to separate the broth from the mycelial mass.

45 AB2846 can be recovered from the filtered broth by a variety of techniques. A preferred technique
involves adjusting the filtered broth to a pH of about 7 and adsorbing it onto a cation exchange resin, e.g.
Dowex XF5-43278, Dowex-50 or Amberlite IR-120. The active material is eluted from the resin with a
suitable solven such as, for example, dilute NHeOH solution. The active fractions are then concentrated
under vacuum, adsorbed on a macroreticular resin, e.g. Diaion HP-20 and Amberlite XAD-4, and eluted with

§0 a suitable solvent, such as water: isopropanol (95:5) conitaining 1% acetic acid, to give A82846. The active
“material can also be eluted with waler: acetonitrile or water: methanol mixtures containing small amounts of
acid.

AB2B46 can be separated into individual components A82846A, AB2846B and A82846C by similar
procedures. A preferred separation procedure involves referse-phase silica-gel (Cis or Cs) chromatogrphy.

55 Alternatively, the culture solids, including medium consistients and mycelium can be used without
extraction or separation, but preferably after removal of water, as a source of AB2846. For example, after
production of AB2846, the whole fermentation broth can be dried by Iyophilization, by drum-drying, or by
azeotripic distillation and drying. The dried broth is then mixed directly into feed premix.
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One inportant aspect of the antimcrobial activity of A82846 conpounds is
their activity against anaerobic bacteria. This activity is illustrated in
Tabl e I X, which summarizes theERBREYPTYBHf A82846A and 55 A82846B agai nst
vari ous anaerobic bacteria, as determ ned by standard agar-dilution assay.
End points were read after 24-hour
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One important aspect of the antimicrobial activity of A82846 compounds is their activity against
anaerobic bacteria. This activity is illustrated in Table IX, which summarizes the activity of AB2846A and
AB2846B against various anaerobic bacteria, as determined by standard agar-dilution assay. End points

were read after 24-hour incubation.
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The A82846 anti biloti cglhave al so shown in vivoesandi g crobi al"" activity
agaiast expefinedtal | i nduced infections in |aboratory ani mals. Wien two
doses of test{conqpound|were adninistered to mce experinen- tally infected
with the tesﬁorgani sm the activity observed was neasured as an ED50 val ue
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20
antibiotics are useful f
and A82846B were nore ef
an experinmental descendi

In one inportant aspect of their antibacteri al

activity, the A82846
yeI onephritis. For exanple, A82846A
KBtonmycin in affording protection in
This test was

or treatin
fectiﬁ!’@ﬁgﬁ

ng pyel onephritis infection in rats.

carried out using a procedure |like that described in U S. Patent 4,208, 403.

The results observed are symmarized in Table Xl . 25 Table Xl :
Activity of A82846A and(B iln thelRat Descending Pyel onephritis Test Percent
of Rats Dosage Per cgnt ofv W th a 4-Log Conpound (nmy/ kg x 12
Rats Cured Reduction in Tijter 46:A\, < 3 - 10 88
100 (5 75 g| N B8e2 63

100\31[) A82846B 10 & 100 100 5

100 100! 2 ' 88 40
Vanconycin 1@ 100 5

387 88|2 . 75 45

aDoses twi ce per day subcutjaneoygly for 6 days The A82846 antibiotics are
al so useful in the treafnent of wendogarditis, For exanple, A82846A and B
were as effective as vahcedyci n it Nt pedl i g ranNexperl ment al

cat heter-induced endocardigis i ectromin rats. 50 In this test, rats

wer'® prepared by insert
artery, feeding it down
it securely. The ani nak
or gani sm Streptococcug
origanismtiter was appg
conpounds were adm nis

-

D

DXI
er e

n@la plagtic-catheter into the right carotid _
o the|right ventricle of the heart and anchoring
re aIIowed to rest two days, and then the test
ical i §i X- 66, was adm ni stered i ntravenously. The
teI ﬁx«[&r 5~n1_ was adm ni stered. The
sub@ut aneously {5 WM nutes prior to infection

and at 12-hour 55 intepvalg for "114 days, a total of 28 treatnents. The
animal s were held 2 dayp affter, therapy; then, the hearts were renoved,
honogeni zed, dil uted a,El pliggedizbn. t Lypti case soy agar. Plates were
i newbat ed 48 hours befffe gourg mrhg. The results of these studies are
summari zed in Table XIfj 2 z°;EP 0 265 071 B1 4. U 5 *1-4"
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The A82846 antibictics have also shown in vivo antimicrobial activity against experimentally-induced
infections in laboratory animals.

When two doses of test compound were administered to mice experimen-

tally infected with the test organism, the activity observed was measured as an EDso value [effective dose

in mg/kg to protect 50% of the

test animals: see Warren Wick, et al., J. Bacteriol. 81, 233-235 (1961)]. EDso

values observed for illustrative compounds are given in Table X.

50
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ilJ) | *S_Et 0 Staphylococchb XStréQ.ocoN?usgz Streptodbccus 0
c d RY°R P i Cc-

N 4\3/ ompoun . ,:u“erh’sﬁ L Bye ent‘sl; neumonide q

S: Ag2gdéa O wH 4.@9 1dtq0g0 0.19 0.17 4 ..~~C coc

o] 4J x0 U 4, n O X

O iy s 0 8)'39598 " 0.20 (R ST

0 . Q A8RBuEL 2.18 4)2.43 Pharsn@teuti cal

formul ati ongy.gfoedyeenA82846 gngi biotics are ghso part gf ghhis invention.
Thus, the antibiotic, preferably in the formof a pharmaceutically
accep,)%]abl e salt, can be fornulated for oral or parenteral adm nistration
for the therapeutjc or_prophylactic treatnent of bacterial inf ections. For
exanpl e, the co'tﬁ/ ng zéaﬂ°g"e‘yéﬂ‘l‘ﬁ &heihd AubytorRsausdR o BESH naceut i cal
carriers and extifiCehtROUARPUWEHPES 9 form of tablets, capsules, elixirs,
suspensi ons, syrups, wafers and the |ike. 50 The conpositions

CONDLY Si NG 3R ABERADapBhti P ivRly | diitibbhal GARKAIMY Ad284H GMtics Qrolushl R Qting?0% by
wei ght  gfeichdpRritRC FérVékamSNBEEBA Ad AsHREE waRNA5B| cdctifd MEA AdnBdktycihUn lafor@RP Ut
30% ThproeQidh @Sdnt dxpdtitentateSerdiny fyclBMFRHRES iffedtidni if Fafs. JNSltobDWds [RbrAGY Sut us as
corn st pbakdure likegrdt désciibed InalL.$.(Pa@nt 45308 AGES The rE3uRY @SdryRitasd dulnivarizee inl Table e,
kaolin, mannitol, dicalcium phosphate, sodium chloride and al ginic acid.

Di si 3¢ egr at org e @ HON! Yo YSed, | rmul atjons of this invention include
croscar nel | ose sodi ump;ﬁlgf z§§ 4F:Rean';é'e 'R Bé"e%a& GFC€RH8h, 55 sodi um
starch glycolate and alginic acid. Tablet binders that can be included are
acaci a, nethylTCerTurose, sodrunrcarboxymetiyd \,Ui,él iﬁgﬁe
B

Xt C:ef&‘;l‘%fsose, sucr ose,

pol yvi nyl pyrrolidone (Povipengk, hydpexyntofy! NH
staréh and etdegpesld ul OS@g/Rg k1 £t ga{gwggr&anl‘p&?ﬁ% ih 4zgq,e magnesi um
stearate or other netallic stearafes, ste I 265 071 Bl

silicone fluiAB28&&l c, waxes,100ils and c@sl oi dal si K CR0

5 75 88

5 2 63 100
A82846B 10 100 100

; 5 100 100
N | 2 50 88
40 Vancomycin 10 63 100

5 38 88

2 38 75

45 aDoses twice per day subcutaneously for 6 days

The A82846 antibiotics are also useful in the treatment of endocarditis. For example, A82846A and B
were as effective as vancomycin in treating an experimental catheter-induced endocarditis infection in rats.
s0 In this test, rats were prepared by inserting a plastic catheter into the right carotid artery, feeding it down
into the right ventricle of the heart and anchoring it securely. The animals were allowed to rest two days,
and then the test organism, Streptococcus faecalis X-66, was administered intravenously. The organism titer
was approximately 5 x 108/mL; 0.5 mL was administered. : - .
The compounds were administered subcutaneously 15 minutes prior to infection and at 12-hour
s5 intervals for 14 days, a total of 28 treatments. The animals were held 2 days after therapy; then, the hearts
were removed, homogenized, diluted and plated on trypticase soy agar. Plates were incubated 48 hours
before counting. :
The results of these studies are summarized in Table Xil.
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Fl avori ng agents such as peppermnt, oil of wintergreen, cherry flavoring
or the like can also be used. It may be desirable to add a col ori ng agent
to make the dosage form nore eBR A@6$ 0871 BT appearance or to help identify the
- product. 5 For intravenous (1V) use, a water soluble formof the
antibiotic can be dissolved in one of the commonly used intravenous fl uids
and adm ni stered by infusion. Such fluids as, for exanple, physiological
saline, Ringer's soltipn or 5% dextrose sol ution -can be used. For
intramuscul ar prepargipns, a sterile formulation of a suitable soluble
sal§ formof the conmpouhd, for exanple the hydrochloride salt, can be
di ssolved and adm ni s efed in a pharmaceutical diluent such as to
Wat eF=f or - | nj ecti on, ‘gphysi ol ogi cal saline or 5% gl ucose solution. A
suitable insoluble fignjof the compound may beyprepared and adnini stered as
a suspension in an a#epus base or a phar ceufical ly acceptable oil base,
e.ge an ester of a langlchain fatty acid guch ®s ethyl oleate. For oral
use, a sterile fornu@at on of a suitable 8 It &orm of the antibiotic, for
exarrpl e, the hydrochfpr hit, fornulat@¢ in~a diluent such as distilled
or*deionized ater, ig, p i € IarIy useful 8115 § Alternatively, the unit
dosage form of the amt i pi _can, be a som tiow of the antibiotic,
preferably inits saft Ss& tabl e di | wenta.in sterile, her met i cal | y
seal ed anpoul es. Thego at‘ldﬁ 5t thehanti®iotdc in the unit dosage may
vary, e.g. from about# lg ent to about gp pegce® depending on the
particul ar form of thre flotic and |tsgsol uli | iy and the dose desired
bysJjshe physici an. In"h 1 ¢r aspect, thms inwent+on provides a method for
treating infectious & se especi al | y fhose™0 « caused by Gram positive
m croorgani sms, in afgm h€ @i Bl maf be & ther susceptible to, or
infected with, the metr |s-m-'The met Kod c@rprﬁ:ses adm ni stering to the
ani mal an anount of an A828
purpose. I n general, $anleffegtive anmount & A82B4Gsantibiotic is a dose
bet ween about 0.5 an@ apoyt K100 ng/ kg. A Frefegyedidose is fromabout 1 to
about 60 ng/-kg of ac%v .5 pound. A typi ®al d& | yjdose for an adult human
is from about 50rrgt bowt 1‘:02 ¢ In p:rae«’alcmgthls met hod, the
antibiotic can be adrg nijst®

dd ¥ n a“él ngl & dai Iy ddse or in multiple doses
per®day. The treatmeni, fed? @ nay requi redadm g stati on over extended
periods of time, e.gh for &veral days o gor Jromone to six weeks. The
amount per adm ni steredjdosejor the total l:agour:l:t mnistered will depend
on such factors as tf# r*atur ¢ and se:/erlty of tﬁ1e gnfection, the age and
general health of th@patiepy]. the Pl erankB| ofg thg patient to the
ant¥hiotic and the i crqor g&pi gn @r crodfganitsns®i nvol ved in 30 the

i nfection. A conveni ent jnet pd of Spraactic % tré:i typeat nent nmethod is to
admi ni ster the antibirdtilc vigd 1& \nféisi onw. is procedure a sterile
fokgul ati on of a suifablle s@uiBeZsfFt ofgtHe &htidliotic is incorporated in
a ppysiological flui@ quch as 5% dextrose solution, and the resulting
solution is infused owl y V. Alter- natively, the piggy-back nmethod of IV
i nfusi on can al so besusgqd. 35 I n other enbodi nents, this invention
relates to 1) nethods of increasing feed-utilization efficiency in aninmals
such as poultry, swi ne, sheep and cattle, 2) nethods of pronoting growh in
ani#al s Rhawtrcenticahtormhulatiyns of the A82848 irgibiptica ad alsal bart & thisinwetipnf Ths. theantiintioduct | on
and 3)prefasblyold sthe forma riif eenefiarrepceriticatly resdialle isgli cm b dameletpdh fpr roeatrion apredteralFor

i ncr e@4inigiratierne dpr e therapeutie [pr epfaphddctish rgatment op ibatiesel ity egfietintTar expmeleg w46

ant i bi°ePPRng canthegdmixed withepnysntignplypharpageuticay ‘iaHB'lsé‘“? é’é’d"el"ﬁ agth vgadd e 1P from
about °§ta'f?fs éﬂ?ﬂi S’EWS gf’s&ﬁ%s'%%tsy’t“l?nw%?’smt by like. For beef cattle, for

Y e s & ot G0% i
oIk af@aa&qvfg nq g ? @?@%§ ?;EHﬁn fr‘avacjg fhancing

anmount, &f‘c"ﬁe" 43lf° as a o ' 25 to
o S Tm“a;a: a”ﬁf CHRELE SO
t h%sl YGRS 53Bn MI eteiac:! ayd ™t Ot m an ani nal fee pr em X,

such pr efghise BinGE Mk %'ar%eoiﬂﬁuo% a@%&c@%@tﬂﬁé&l@&ld YodRE ERbAPhENAFRNNidsE) S

t her efpswvmy%mndonel(ﬁbvraaﬁt@ rhy&r&ybﬂoﬂzWﬁtEtﬁﬁéeﬁulEQQrs%crf)%' Sidrcht 58 eBRRERILON of this

i nvent i Ombridafte thal |chd'Bb G MAGR! MEgN3&GEn Ric@Y¥k AR bihe X RAME Rtedra®8 28dkac HBULC Assay
Met hod so The follow ng anal ytical HPLC systens are useful for the A82846

conponents: 1. Cation Exchange Resi i Col umm



55 Col um Support: Zorbax* SCX(4.6 x 150 nm System G adient El ution
AB(4:1) to AB(12:9) in5 mn., hold for 15 mn. A = MeOH: 0. 1M [err]
(1:9) 8 = MeOH: 0. 9M NaH2PO4 @@?652@?1 B1 Ep 0265 071 Bl Flow Rate: 1.0
nUni n Det ection: UV at 225 nm Retention Tinmes: are concentration dependent,
but ar € SRR R teI OI'ABZ(?CqudaI 4 0-6 mn 5 A82846B = 8.9 mn

wax

C
AB2BAGA"E g rﬁm 5 s Wi 'EE b BB 3 T SHRROLd " 2
oL (45, nﬁé a0 Lol ml ihgrao% parna @ YL O
mn DeteC|on nmRetentlon I mes:
A828456A = FZr latra%rﬂusl@/) use, a waler soluble form of the arfiBidf4Bk b difsoRedih Bne S} 4346moniS- 0
20981 BntRvdnbRDRIE tah® Bardihisid¥ad ibhiiQbsion. &8s &5, Biexamblb,Ushgsidhsyt8BIind,
Shak = f Ringde's baitioR Bt 534 HexBosefsolGloh tan® v8&R846 The culture Nocardia orientalis
NRRL 1809&0r ietrdruedulabregardipr@pdistériieziochuzedn @b scitabla Solebls saf [ ©f 16 cebipotii, ot ai ned
I n | i quexdmpletthedby@irmchlbriie 1ssie dtad be idissdvad atd admisigtedd hed phamdeantical glildehiesuttiobd owi ng
conmposi Waentor-Hiedton. MRpiddyick rsgiine it 8 tglucose solution. A suitable insoluble form of the cosdgnnoht (%)
30 may be prepared and admi@stgied @8 a suspension in an aqueous base or a pharmaceutically accepighi€g)
Sol ubl eciklhasg. lg. an ester of a long chain fatly acid such as ethyl glealp. Yeast extr act
0. 5. Enzyrrﬁf"'l @al WWPG‘ Iylg fgrpulgiipn pfpcsuitgile salt form of the ar@blghc[ foy epx]ample the hydrochloride
0. 1 Dej e/t loaw awaf'b"’r diluent such as distilled or deionized ater, is rt«gularlj_/ uqulfler Adj ust the pH of
the redi 9@?’63‘%% ”7": So%pt 19N fd%e b’é‘ '8‘f° ca P&F 'f"z; PG ihe mz'bm ROV KL £ i el d
Cheni cai;“t o1 ﬂ;“eﬂf\r‘"i‘ﬁ" A ) ale "8 gl[’;f 'g"? 5%
agar to _fiE S8 %° aﬁamr%g‘"‘g . ;1 ee'éf %ﬁfﬁ "?’ce“ et P%%P PEG"8 PI™ £ or
y dt d snr
from abOUtln umé’r fb\g fhS prow ? sm m?elélohs‘%eésés E%E&Qu QL‘é\é th a
st Wzé €cdu nPOAEE Is! ﬁ%‘%\éﬁaaﬁﬂ & sBdcEpub tbf!
mat . QﬁH’ n@‘ﬁ.cfog.lé&%sfh %e t.mmb QQr'ﬁErB adrhAEThg A8 GneC bHichdt! R aglE)LQl% art ABSBas
obt ai neghbisic\aRH i§ ek e Ghid SurRRe. Fh-gPbraBad bfeSive BBEHE oSRRBU6REHiIENs Ldse
The i NOGaihash @Bodi iol5Sdno Shall @00 MElkd! M préferdaCdebalsedn dbodt 2RQbbN 6bmghg e Yaive f | ask
at 30 Cconfpaindaly Bipical 2dity4Bsd Yo ad@ humars i @lsia labdut B0 ing RQabbi 18 gt wo-i nch (5. 08 cm)
Circlze at 12pBcticipgnhis heti®d) the aHiiBibteCtah bé sdmigisterge innieshiglendalyOdose bilip muliiplel 8@es t O
i nocul ape B Tk rediment pagdEbLI0dy retuiraRdHitisvaicy dvageddided @hibdswi rge, GQNP®@ Sbisiabn: 50
55 days or for Irom one 1o six weeks. The amount per administered dose or the tolal amount administered will
depend on such faclors as the nature and severity of the infection, the age and general health of the
patient, the tolerance of the patient to the antibiotic and the microorganism or microorganisms involved in
30 lhe infection.
A convenient method of praclicing the treat ment method is to administer the antibiotic via [V infusion.
In this procedure a sterile formulation of a suitable soluble salt of the antibiotic is incorporated in a
physiological {luid, such as 5% dextrose solution, and the resulting solution is infused slowly IV. Alter-
natively, the piggy-back method of 1V infusion can also be used.
e 35 In other embodiments, this invention relates to 1) methods of increasing feed-utilization efficiency in
animals such as poultry, swine, sheep and cattle, 2) methods of promoting growth in animals such as
poultry, swine, sheep and cattle raised for meat production and 3) methods of enhancing milk production in
s lactating ruminants. For increasing feed-utilization efficiency and promoting growth, an AB2846 antibiotic is
e administered orally in a suitable feed in an amount of from about 2 to about 200 grams per ton of total feed.
40 For beel calile, for example, a range of about 12 to 3000 mg/head/day is suitable. For enhancing milk
production in lactating ruminants, oral administration of a daily amount of from about 0.04 to about 16
mg/kg of body weight (or about 25 to about 5000 mg/animal/day) is suggested.
In such aspecis, the compounds of the invention would normally be sold in the form of an animal feed
premix, such premixes comprising one or more agronomically acceptable carriers therefor.
45 In order to illustrate more fully the operation of this invention, the following examples are provided:

Example 1

A82846 HPLC Assay Method

50
The following analytical HPLC systems are useful for the AB2846 components:

1. Cation Exchange Resin Cofumn
55 Column Support: Zorbax® SCX(4.6 x 150 -mm)
System: Gradient Elution A:B (4:1) to A:B (1:9) in 5 min., hold for 15 min.

A= MeOH:0.1M NaH;PO4 (1:9)
B = MeQH:0.9M NaH, PO, (1:9)

23



* Zorbax colums are products of E. [|. duPont de Nenours & Co., Inc.,
W I m ngton, Del aware 19898 24 EP 0 265 071 Bl I ngredient

Amount (% d ucose EP 0265071 81 5 Soybean fl our 1.5
5 Potat o dextrin 3.0 [err]
0. 25 Bl agkshdi@R oMmldsses 0.3 Acid-hydrol yzed casein 0.5

Dei oni z gL dMdn€HV at 225 nm g.s. 1 liter (Presterilization pH adjusted to 7.5
Wi t h NaGidenfiddyrid@SGe cordéiivhtio ldBhehtilbiale dpproxiniitsly:i nocul at ed production

medi um hgpgkgrcHbategdnihn a 250-nl wi de-nmouth Erl ennmeyer flask at 30[err] for
4 t9 5 pgpesepon a sdhwmker orbiting in a two-inch circle at 250 rpm B. Tank
Fer nent ag2sesa of @shibre A82846 In order to provide a | arger vol une of

i nocwt'um 10 nmL of incubated first-stage nedium prepared as 20 descri bed
i n Seet ReyersédPhassCalgwd t 0 i nocul ate 400 nL of a second-stage growth nedi um
havi ng the sane conposition as that of the first-stage nedium This . :
seciBnd- stoluge Syenpet Zorttay'eORR thiéunif0gmmhcubat ed in a 2-L wi de-nouth Erl enneyer
flask fotysaBo@ediens Eliarrge @iH)9eQsiGHCRH(95H) 18 HaR i9r208Hmi ting in a two-inch
circle dfowBae:d§@midcubat ed second-stage vegetative nedi um (1000 ni) thus
pr epar edPIE W WG24265 Mocul ate 100 liters of sterile production medium

pr epar efeigioy OgY | h&Feg* §e§: T™n A except that P-2000 antifoam (0.3 g/L) is
addéd. The i nocul at dLgC On mediumis allowed to ferment in a 165-L
stirred fernmentation %an “for™80 to 100 hours at a tenperature of 30 C. The
airfI%rj,Fm,ghe stirred vessel (80 RPM is adjusted to maintain a dissolved
oxygemtevet above 50% of air saturation. C. Alternate Tank Fernentation of
CUl LU TpRopA8in HPAnliBIcHee8@ Uding cfureS@BEde0n B is fol | owed except that an

appropriate anmount of —vegetative medium i s used to i nocul ate approxi mately
1200 gabheantasoFerpéralioe b cuiuregglisgen i N a 1600-gal | on (4536-L) fernentation
tank. EXanpl € 3 Preparation of Antibiotic A82846 Using Culture A82846.1 The
cul t ur e Wecaldle Noosriie niriedtalis NNIRIRL 18D8€) Okher cast & ayophilized defed[nidsi Z @ssppresiochet or
as & sunpeadindouideiiagealisweed torindcilaiel b deedinediog davingi tise follolwing carcbositanng t he
procedure described in Exanple 2 except that the production nedium has the
fol | owm ng conpofrtion: Tngredl enlgggp mepigm  ANOUNt (%9 G ucjpse

1.0 Potato dext {r - 2—-0—Peptone 0 err]

0.2 Blackstrap pmol adgedient 5 0 Dei oni zed wgter Amount@)s 1l |iter No pH
adjYst ment Bact p- peptiee (Di fco Laboratorids) 55 Eyanple 4

Soluble starch 2.0
Yeast exiract 0.5
Enzymatic hydrolysate of casein” 0.5

35 CaCO3 0.1
Deionized water q.s. 1 liter

Adjust the pH of the medium {o about 7.5 with NaOH before sterilizing.
"NZ Amine A, Sheffield Chemical Co., Norwich, NY

e

Slants or plates are prepared by adding 2.5% agar to the seed medium. The inoculated slant is
incubated at 30° C. for from about 10 to about 14 days. The mature slant culture is scraped with a sterile
tool 1o loosen the spores and remove and mascerate the mycelial mat. About one-fourth of the loosened
spores and culture growth thus obtained is used to inoculate 50 mL of a first-stage seed medium.

45 The inoculated first-stage medium is incubated in a 250-mL Erlenmeyer flask at 30° GC. for about 24-48
hours on a shaker orbiting in a two-inch (5.08 cm) circle at 250 rpm. : :

This incubaled first-stage medium (0.5 mL) is used to inoculate 50 mL of a production medium having
the following composition:

50

65

* Zorbax columns are products of E. I. duPont de Nemours & Co. Inc., Wilmington,
Delaware 19898
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25 EP 0 265 071 Bl Preparation of Antibiotic A82846 Using Cul ture
A82846.2 The culture Nocardia orientalis NRRL 18100, either as a

| yophilized pellet or as a susfd@Rea0i¥dBhtained in liquid nitrogen, is
cultured using the procedure described in Exanple 2 except that the 5

aci dhydrol yzed casein used is Amcase (Sheffield Chemical Co.). Exanple 5
Preparation of Crude AH§28ddedddt Fer nent at ijon Alwoatt {ye) 400 L) from a

1600-gal l on fernmenter, |pr das descrijped L@ Exanple 2, Section C, was
adj usted to pH 10.5 wi t}h ggfjf; and 3%|Cel i tg 545 [filter aid) was added.
The gni xture was filterqgd ﬁd@m@ém a filter] pregg, and|fthe press was washed
with water. The conbi ndd ¢ddo,rate and wagh (4889 L) has adjusted to pH 7

w t 75N HCl (or. [err] gnopiagR@lap Adiadses @ cdl ummogf Dowex- XFS-43278 (NH4 +) 15
resin (200 L filtrate/ J0 Acidgaioled cddef cql utmowas el pted at a flow rate of
750 mL/m n. Fractions rreem&scayaed ei t her byqbnai&ssa/ usi ng Bacill us
subtwlis or HPLC. The do m1 vol unes of water,
coll ecting 100-L aliqudt Q%g@ﬂ'\gﬁggwgdh%%gf 21 Al was’ el uted fromthe resin
with 5 columm vol umes of HY-CoBnBHetiipld Chergiedt €8t i ng 25-L fractions. Fractions
cont ai ni ng A82846 were conbi ned and concentrated 1n vacuo to a vol une of
about 30 The indlilateliPrétiuétidh WeliGh is\¥idkbadih ia280-n@ wile Hbulh ExRhkEYEr Rbk 491384 @ for HP- 20

resi' isio 9'@dyebn a dHiRer GAIHET MRS INIAEBIBE: 260 Fdin.3 col umm vol unes of water at a
flowrate of 300 nL/mn. The water wash was di scarded. The active nmateri al

was el ot ek Ferowntbtioe olc@uiituraAs2eue h a sol ution of [err] (95:5) containing 1.0%
acetic acid at a rate of 100 nUmn, collecting 4-L fractions and assayi ng
by j3}, 0as dmyrdemid pHPIIEa IsFgesyolromsf itanitmi 19 mig ofABQ8AEe (iriBitaid meviemepremsrddi aed,
concenﬁ?sa'ﬂl@d in Realiert fo's ApRd 1P inseulate #10) ralg ok »sagprst-tpo8 I WE Medium hryimo ABPBME. 25

Exanpl| eorgpopition| astthah af 99 f‘A@Z’BﬂGﬁd'a'ﬁdThRSSESQl‘GB‘aSQ)Vegﬂta""Sé'r?&W@t'F aubgied fmg Pthed
A82 84Gﬂ‘da'ﬁl?“tﬁ\&?ﬂm%@%f%atPMBd‘P“‘s f}? %"p&r @Ha Seekereskitng g tW%“%ﬁﬁ Pe?8  was
di ssol V&Y in vvater "Fggﬁ ressurl ze

st aizl g3 noyp Col erijl é?m?gls"'l}h Iu f”@ "‘1"‘?11%[) t‘j"_se?‘fr] The
col urm EVIC F’hﬁ‘g gf&%‘? maed is al (§§:t§ % ué on (t 3}’for 90
Gri f‘% ‘is I ( 0

vat er : Qurgngzlci t%m c?Sed (o} | thnr ate of
250- 30(j; racti ons and

monitort ng Eer}) PI on u5| ng a tect or at 254 nm Ind| Vi dual fractions were
assa’9e@ Rieraatad tdemdntdibi-dsculikedsdosans rich in A82846A (#6-9) and fractions
rich in A82846B(#10-17) were eacir conbi ned and concentrated in vacuo. 40
B. Puri f ithalptoostiurfor SSASHS B 1ohSweadtdipt thatan 6sprspnith bbb otfveguitileRed iy ig usedns
carri et indtilale JpsleaadhD ead0 gallodSar produbtiohicRiuthas at60adamh (4536-56mhtatdn kadkm  Of
‘Diaign HP-20 SS, washing with water, eluting with [err]:iPrOH (95:5)

‘cont & Examipld)3 5% acetic acid and assaying by anal yti cal HPLC. Fractions
j,fcont ai ni ng A82846A were conbi ned, concentrated 45 and freeze-dried to yield
7.4 9 BfepﬁBlEG&BNtlbquﬁ%%weﬁdﬁuw&wﬁﬁhe A82846A-enri ched preparation
(?‘\2 g) was dissolved in water and applied to a paratlve HPLC col um of
siliga gelre lture MNogarflip ofioptalia Ay RLTWé‘ggcﬁ"Wswaéyﬁg'W i #ha Fuepeaifitent of
1% (N '“tac[t"é‘i‘r' liquid RrgRgpR i 'E“'HE? t4519 e pracepige ppscribashing BETAg 2 RECRINA Bn by
anal yt P hafé'l?f?f{?’lv HEPRPHMg at a flowrate of 48 ni/nin. After

t he f|rst 10 L was el utEdAEE.O.Q_Lﬂ__LLﬁMJ_QﬂS_JAﬂLEJOHECted 50
Fractions contai ni ng A82846khgredient 10) and| fArmonti®®h$ cont ai ni ng A82846B
(#12520) were each conbi ned pg‘g concentr.gre 4 vacuo. Concentrates of

'AB2846A from 3 runs were copihbhgshand appliegyto @ 1750-nL col utm of Di ai on
HP-20° SS to desalt the sol upigupe* The colum y@s shed with water, and

AB82846A was ] CaCOs 0.2
. 50 ' ' Blackstrap molasses 20
- Deionized water qg.s. 1 liter-

No pH adjustment

*Bacto-peptone (Difco Laboratories)

5§56

Example 4 .
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eluted with H20:i PrOH (95:5) containing 0.5%acetic acid. Elution was

noni tored by HPLC. Fractions cont ai ni ng A82846A were conbi ned, concentrated
and freeze-dried to yield 7.9Eg ocﬂssﬂﬂ?%ﬁl ed A82846A. 55 The IR spectrum
of AB82846A in KBr disk is shown in Figure 1; the FAB-MS of A82846A in

t hi ogh.y¢, ;“91 O}¥bake , Asoa ] the NMR spectrum of A82846A

hydr oeftot+€ g6 on a Bruker AMOO spectrorreter (HDO

suppr es$ﬁed):ult§|te ﬁSHat%rar lnehéhsshw 131'30 Fétglw €s L lyg;@hhzed et00r2§55 aosz;peﬁgio

Pur i f h&bihddNn Rhud Aoy Dis 7SRO RingNthd proeSiule’ @stinBd s EXamile> ch@ﬂ%a@ttﬁeve HPLC
ruBs RRRRKAzENEsASdsad B Anidask miBtadned as described in Section B,
werg conbi ned and desalted on a 1750-nL colum of D aion HP-20 SS, vvashl ng
5 Wt

ampiesr and el uting with H20:i PrOH (95:5) containing 0.5% acetic acid.
El ution was nonitored by HPLC and the A82846B fracti ons were conbi ned,
conc efrepagiigrof iCrude 482846 and freeze-dried to yield 8.8 g of purified A82846B.
Thew | R spectrum of A82846B in KBr disk is shown in Figure 2; the FAB-M of
A82846 BF¢rmentation biotpd209 1) from %W@%P"Pfhfeﬂegﬁt ereaarechﬁdietqﬂbedmagpb@t Pestionof
A82846Bracdirgedioj pil 1G5y PN SiaPH. ord 3%) Celil oY (Biteppidkwgs apded. Thgypidyre was
spectfﬂfefﬁ%théqug'aﬁ f'%P@FSr]a" 1o BIRE VWS’PthW watgr. Ty combised W‘r £4?9?g can

al so Hevayad &d"ilisIh HCIoP a3 1 40d 2pplied &9 # columep of | Dep [err]
(4’51)r '5(20 ﬂ' %{?/ ln'éj‘f% ™ B'BTF (#ﬁdcf‘ta%ﬁf?l%mp PLIBN-fr3cHons spre AR C A

Separea i‘f’ with cour% 9umelgop Qer( tm 00? al ped fromfour 165-L
ferment g 4 25 rﬁi {a%‘ R!E&ieél% ﬁ

OcQ) é%tmg%-

ad]j usfLghnt. Q-'raQHm JnS‘Jn?r d"m%'bu % Et@o graeel filter

aisdy THAEsorfon! was lapghb @toMé@)um%ﬁDi@u h Hﬁie@ thsinGn Rat 7 THE doldmm Nad frdsnan@mappl i ed
10 a &GRkMANBIUGES b Mol AG (& rdte S 30BN, FheSwatéh 3B whsedidchrdée ThdactivRasal UM was
was hegas\Muida 1R the fumWaNitR b soldidhl oft H©:iOH (95%) Battatinigal 09 \&Sticdcidtze 8l raw di iocD. OSN
NHAOHn (M, Ediectifidd-L ®adtibistind assafifgiiit ickesay afd HPL®) Fradfhs BoatiiningABZB4b Wehiupassay.
Act i Veré tanidinied Rnceiithted Jn vaRiband Pevhé-trizd to WM 838y of afuaelaganderacuo to a vol une of
abeuit 1700 nL and freeze-dried to yield 283.9 g of crude A82846. 30 B.
Separ &tamgla 60f A82846A, B and C Crude A82846 (2 g), obtained as described in
Section A was dissolved in water and applied to a 2" x 45" stainl ess-steel

prepa\s%tﬁil’vefﬂqﬁf_“@’\emwﬁéont aining 2110 m. of silica gel LP-1/Cl18 resin in

1% ( NH4 err] The colum was devel oped using a gradient of from 1%
[eP"r]At Pi}tP"P F'qhe@@$%8f6Asﬁ"QlA§ﬂ$ﬁ‘fBrl le (92 8) at a flow rate of 70 nml/min.
collectin ract ons and noni tor g ¥ mn Fracti ons

cont ai nf® deg "beﬁj 'é%"l? PIER I3 33 ni ng
AB28 48 ;ope s‘s‘e *be ’ 18 %FH'H '?tP , F%‘g‘j"/A828463
(#21- G, o & 'QJ% Qfeett ggto 2 vas
ConCe g Tary sl 954 al%a.oﬁé)@ i .yaea @m gl ass
col UG ﬁéhninn e%:an 254%%' #10-P) ?‘es ch! &Q\bma'd“%nd'ic'f | Ve
nat er ipbeniBed if vathed WI O—I H20 45 cont ai n| ng 0. 1% acetic acid,

colkecting 1-t—fTacti ons at a flow rate of 25 nmL/mn. Fractions containing
C (9. Ryiicamnef he2edead, concentrated in vacuo and freeze-dried to give 662.2
ng of sem -purified A82846C. The sem -purified A82846C (500 ng) was further
puri f i edsiBisA-ipeaicenies frem ey 8¢ anp banise dulPisCiestribptin Sesti Age@ dbdalted 84 St eel
col unmvse-ontcalumn o Didisl) HR120 GB, washing aitigwater] elpting veth gl Qifir@ih (9567 cahtdinjng rOrSPe t 0
acetic acid and assaying by analytical HPLC. Fractions containing AB2846A were combined, concentrated
45 and freeze-dried to yield 7.4 g of AB2846A-enriched preparation.
The A82846A-enriched preparation (7.2 g) was dissolved in water and applied to a preparative HPLC
column of silica gel LP-1/Cis in 1% (NHs)H2POs. The column was developed with a gradient of 1% (NHs)-
HzaPO4s to 1% (NH:)H2PO4:acetonitrile (9:1), monitoring the elution-by analytical HPLC at 254 nm and
eluting at a flow rate of 48 mU/min. After the first 10 L was eluted, 500-mL fractions were collected.
s0 Fractions containing AB2846A (#4-10) and fractions containing A82846B (#12-20) were each combined
and concentrated in vacuo. Concentrates of A82846A from 3 runs were combined and applied to a 1750-mL
column of Diaion HP-20 SS to desalt the solution. The column was washed with water, and AB2846A was
eluted with H20:iPrOH (95:5) containing 0.5% acetic acid. Elution was monitored by HPLC. Fractions
containing A82846A were combined, concentrated and freeze-dried to yield 7.9 g of purified A82846A.
§5 The IR spectrum of A82846A in KBr disk is shown in Figure 1; the FAB-MS of AB2846A in thioglycerol
is shown in Figure 4; and the NMR spectrum of A82846A hydrochloride in (methyl sulfoxide)-ds on a Bruker
AMS00 spectrometer (HDO suppressed) at 60° C is shown in Figure 7.

26



[err]:acetonitrile (92:8), a flowrate of 11 nL/mn, collecting 25-nL
fractions and nonitoring at 50 254 nm Fractions containing A82846C
(#169-210) were pool ed and desdfR 826%A71aB6- x 45-cm gl ass col unmm cont ai ni ng
HP-20 resin. The colum was eluted with [err] (4:1) containing 0.1% acetic

aci d, %ol ECtln 100 mL fractions and follow ng the elution by anal yti cal
HPLC wtR. Fractions containing A82846C (#5-11) were conbi ned,

concentr n C POOl 1
conta ) pattn %&E?% G ep%egmgwg Bl Q) éﬁ Aigb koot e gf%% orea PO0!
lu o4

manner wm&& ol o éorb it 4R Blutic Wb fdo and
AB2 éﬁg $odkide VRktions! Whrb 'c&ﬁ@n’réanc oféentr Fdnd freedetanth 18 @%ldcyslg 5 uA% 846C
(70 )Agm purified further using the fottow ng preparative

chr omat ogha bgectsPe @RE488 inCkBr WIER is shown in Figurd @F MAKABKAY of R28468 ik MidglydrorCat i on
exchangeshbabinl g asad the AMRI spe@iumOst 2BRIIBB aBdtadd Ini A@thir stiBxfde)lds NnNa Blk¥A4
but fier AmeoU spedriometerldd 6 Ve @Hhbwen i0 F@Me[ser r] buffer containing 10% MeCH in 6
mn. and holding 5 mn. (no adjustment 5 made to the
buffer P. Ddspiting Rat e: 6.0 mJm n. Detection: UV at 280 nm Load:

6.0 nmg/injection in [err] A82846C was col |l ected by use of an automated
fraction Rogdlting cqapralse(rd 8esamoisheg) usnquibipipie HP &P tresim ase alkting Ovith. WeRiH4Q ¢t
mec HAnPEYANING™ Eeoftagde was delivered by a MIlipore Waters MB0OO G adient
HPLC Séstem and sanpl e solution was injected via a Htachi autosanpler.
Fracti tai ni ng A82846C were conbi ned, concentrated to a volunme of 30

L and|s tplnlog Jafhcan HP- 20 colum (50 nL). The col umm was washed w th H20
ahwzgl &ﬁee"——w—&—&efr] i sopropanol (95:5) containing 0.5% HOAc, collecting 25

m frag té&gghono; @hﬁons cont ai ni ng A82846C (#9-14) were conbl ned, 15

concentr hilized to yield 37 ng of purified A82846C. The IR

spectr um@ﬁmfﬁa’&% 481 KBbotdtled Hrot Joup MW e ldniiiloBd Eafiied outlal Bedcida YPERnp682846C
i N thi 90sathsH ©)wab SASAQIMS dHM1dd G SN RaorBRf fibes WYRsRNSAS Bt A28 46G

acetaat Qurktd (430%f M8 adhiiled @XpHI)ve Bt HCOdha @pfied ed cotVRQBn@RERS 10 O BRI Rex-kHIO
‘suppr egsed)N@l) REh.e]coluin $AOWEShbd Wil UL 61 Biter, EXATRI R11v8 ridteRipiakal tolufid varh
A82846 088 Nl G (DAY UdoBectib4-L ragiatd) ERadeyas inieitofdiBAio s saypadientraciidid3Q#1Rgy) was
di ssol wesd combigkel, comcangrategvint v@cuo(1d.8 vollrpe ofTdbeut pFHOOHL bridi feearried footeld\BES.9ggfust ed

t o abouotudphB2846. usi ng 0. 5N acid (err) The solution was |yophilized to give
the sappropriate salt form It is inportant to note that if the pHis

| oner e®- Bepaistinotof BRBHHA. BABC(i . e. pH 2), the conponent is degraded. The

followi ng yields were obtained: 30 Yield (ng) Salt A82846A

-A82846B ude AB2846 (2 g), obtamed as described in SecfigmA, was dissolved in watggargl applied to a 2" x
88.1 [ " i}znless-steel prepar PLC column contammgfyo mlt f hfa gel LP-1/Cyg 'ei"lﬁ’ ga (NHq.)-
: ol ng fro 1% (NHs)H2PO: to 1% (NH:)-
-105 i HzP mt:'éd '?12 ggt a flow regggl ‘% gli’r?fgﬂlgctmg 400-mt fractions and monitoring by UV at

- 254 mm.
Fractions containing AB2846A (#11-14) were combined as pool 1; fractions containing A82846C (#16-20)

’ ‘were combined as pool 2; and fractions containing AB2846B (#21-25) were combined as pool 3.

&
o

40
- C. Purification of A82846C

Pool 2 was concentrated to a volume of about 200 mL and applied to a 7- x 45-cm glass column

containing 1800 mL of Diaion HP-20 resin for desalting. The active material was eluted with MeOH:H20

45 (4:1) containing 0.1% acetic acid, collecting 1-L fractions at a flow rate of 25 mL/min. Fractions containing C
' {#9-12) were pooled, concentrated in vacuo and freeze-dried lo give 662.2 mg of semi-purified A82846C.

The semi-purified A82846C (500 mg) was further purified by repeating the reverse-phase HPLC steps,

using a 1" x 48" steel column containing 450 mL of silica gel LP-1/Cyg, a gradient of 1% (NHs)H2PO4 to

. 1% (NH)H2PO4 :acetonitrile (92:8), a flow rate of 11 mbL/min, collecting 25-mL fractions and monitoring at

s0 254 nm. Fractions containing A82846C (#169-210) were pooled and desalted on a 5- x 45-cm glass column

- containing HP-20 resin. The column was eluted with MeOH:HO (4:1) containing 0.1% acetic acid, collecting

100-mL fractions and following the elution by analytical HPLC with UV at 225 nm. Fractions containing
A82846C (#5-11) were combined, concentrated in vacuo and freeze-dried to yield 127.3 mg of A82846C.

) Pool 1 containing A82846A and pool 3 containing AB28468 were purified in the same manner described

55 for AB2846C to obtain additional purified AB2846A and A82846B.

D. Further Purification of AB2846C
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Tabl et s cont ai ni ng A82846A can be prepared using the follow ng ingredients
and anounts: 50 55 28 EP Oépg%oal | ngr edi ent

Wi ght A82846A phosphate s ocrystalline cellul ose 101.1 ny
Croscarnel | ose sodi um 12.0 ng Providone 12.0 ng Magnesium stearate 3.0

my St eaﬁdz@w@g'ﬂﬂm%) vhs BurikBa fBkHet bdifgGheWRllofing preparative chromatographlc procedure:

0.16 mgoik@nA %o&h@sphemm)@aumiaaa&o the mcrocrystalline

cel | ul amsicamdse pﬂrn.héaearaaxsnz sBANE &S 0. BNTREH,POL btRELIARINING 10% MEOHA bem

cont ai ner and bl ergH,@0f bliteh OMRERH QU% . MIOHEP BT Bin.2an8 Bbidihg 6 nid filnoR@lusttheme | N
waser, and add theeRowitrdongensol ution to the bl ended powders. Ganulate the
res@} Flog Radext ur ef.0gilmén.i f necessary and dry. Add the remaining

m crociPgwtighl | ne P¥l1aowe and croscarnel |l ose sodiumto the dried m xture
and 20Lloadh| end. ABE mednjsstioniima&t earate and stearic acid, and blend the

m xt ur eAB28Hiprasseliectas by g af @p AgjoprisddiEaction| caliegtos ﬁ'@nt%tﬁ)@ﬂ@wemam peak10 25
AB28481Bcia gedhaaismoyioRie gt escafyeigd oy 2 é’Uﬁ'ﬂoEfl "M‘f‘?f@ Mﬁ@z@ﬂ%@‘ HBYE Pystepr &¥ar ed

usi ng*""f‘ﬂ%s?"BP'l’ 69@‘ “fdﬁ’ ae'ﬂa T}, puosampRiery nt s di ent
Wi ah lzf6t§n combmed concentrate to a volume of% m and e to Cor n
t 9 (,!-h: él e column was washed with H20 and el lg? “2 propanol (95:
S a‘r cgﬁgm e tm L fractlons Fractions contammg‘;\ 846C | 3?5 ere C blgnﬁd starch
neent lf d. Al '
1 ﬁgi%% RH .éR h‘ﬁﬁ a%gu:%ta’:‘fh% B! %&4&9%&@@&' i cone
fl ui ds 3&0". Ge R Lr%tbo & the NS 5 REfuh BONEB46C! ddetite S kntt b&ufm.ass:as Ighuker

honND GRS Ybctrdrteter (HU@&Eﬁ}%éc@Wdoah&s%oZ«@mh@d’F&Qe ati'n capsules. Exarrp e 11
45 AB2846A Suspension Fornul ation Prepare a sterile insoluble form of

A82846Mnpyscrystal | ization or precipitation. MI| or screen to a particle
size 'Suitanl e for suspension. Suspend the A82846A in the follow ng vehicle.
50 55 r&fdration dER8EB4@68HIsO71 Bl * C L M S * Ingredient

Amount
Procedure:

25
In each case, the AB2846 component (100 mg) was dissolved in deionized water (10 mL). The pH of
this solution was adjusted to about pH 3, using 0.5N acid (HCI, H2SO, and HaPQs). The solution was
tyophilized 1o give the appropriate salt form. It is important to note that if the pH is lowered to much below
pH 3 (i.e. pH 2), the component is degraded. The following yields were obtained:
30

Yield (mg)
Salt AB82846A AB2846B
.35 ' HCl 93.8 88.1
Hy S04 92.5 75.4
R HaPO4 110.8 105.7
o .
40 .
_Example 9

AB2846GA Tabiet Formulation

Tablets containing A82846A can be prepared using the following ingredients and amounts:

50

55
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Lecithin 1% Sodiumcitrate

2% Pr opyl par aben - 0. 015% Water for

‘I njection q.s. tEP0@6%PFIR! vol ume 10 The suspension may be
manufactured in bulk and filled into vials or nay be prepared

ext enpor aneousl y by addlng t he vehlcle to the A82846A in the vial. 15
Clainms Cai Saeymy s Lg ey 3 FR, GB, IT,
LI, LU, NL,—SET_—_The 2846 PTi ses
conponent s haV|n§88§§é‘tP§PﬁPh@W§ fo@&%MQK?quS|cal and spectral
propgrties: 20 Microbaiathaniisle ¢e1afulE846A 11 elcuﬁ%r Wi ght: 1556
Emptrical Formula: [err] E B—NBs&dploglycero“) éhM&) ound: 1557.5803;
Cal-cd, [err] = 1559S53¥meddose W (err)max: 281 nm[err]
5, 052), ShlftS t pra3videmenwith Obage IR (KBr): 1716, 1655, 1611, 1586, 1552,

1504, 1410, 1340 2 066, 1028 and 1015 [err] (see
fig.10l) NI\/R[errf'l ?ﬁégflf%h%g' %%—12%1%24"9} 9.5 30 (66% DMF): 5.5,
6.8, 7.9, 9.4, 13tgagigpacdik md.0 wg 1542) Characteristics of A82846B
Mol ecul ar Wi ght : Formul a: [err] FA (4401 ogl ycerol ) :
(M+l) Found._.1591 ég%gfﬁgp lerr] = 1591, 5327 (iﬁl%ﬁ 35 5) W
(err) 280 nmJ[err] 5,192), shifts to 300 nmwith base IR (KBr): 1656,

1586°? 1562 1 04 1403 1264 1230 1135, 1105, 1065, 1023 and 1018
cnf er r hos f the CLy hne8ce sé and a porti %Fr chamwlkg 9.5
Char ac » tF, , ﬁtpfepi'éf%‘ le, of PRugone- YalRrad [ o |
F AB I\/B oyi one so esu ‘dure[ size i ﬁaﬁs yﬁg 5 ( see
\gﬁ e rg egm ?dr A OSe ‘ﬁ ed 1
! d. Ad d
IR (KB%ﬁﬂ,ﬁg gh 004 (brggh Y 5890, 5391 2950””1687 Tt o (broa s 1585

1570, 1509, 1503, 1453, 1449, 1402, 1212, 1130, 1102, 1060, 1032 and 1014
cm' (sRéndd® 3) NVMR [(err)]: see fig. 9 60 pKa (err): 4.6, 9.4 2.
Ant i bi otTCc A82846, as herei nbefore described, or a

phar #aneeed16E ahgsite Bamamioabl e salt thereof 3. Antibiotic A82846A, as

her ei nbet ore described, or .a pharnmaceutically-acceptable salt thereof. 55
4. Anti biGbsutes A8REIGEE82846B kaT el pndpefed wsinglibe oliawing dhgredientsiand amounts:
pharmaceutical |l y-acceptabl e salt thereof. 5. Antibiotic A82846C, as

her ei nbef ore descri bed, or a pharnaceutically-acceptable salt thereof. 30
30

Ingredient Weight
' A82846B hydrochloride . 262.2 mg
. Corn starch flowable powder 137.7 mg -
i 3 Silicone fluid 350 centistokes 2.7 mg
. Corn starch ]_.47_._1 _nig _
S |
40

Blend A82846B hydrochloride, starch flowable powder, silicone fluid 350 centistokes and starch powder in a
suitable mixer until homogeneous. Fill into appropriate size hard gelatin capsules.

Example 11

A82846A Suspensuon Formulation

Prepare a sterlle msoluble form of AB2846A by crystallization or precipitation. Mill or screen to a partlcle
size suitable for suspension. Suspend the AB2846A in the following vehlcle
50 :

85

29



6. A process for producing antibiotic A82846, A82846A, _A82846B or A82846C,
whi ch conprises cultivat- ing Nocardia orientalis NRRL 18098, NRRL 18099 or

NRRL 18100, or an A82846- pr odkft? RS BFBEny t hereof, in , ﬁl
cont ai ni ng assi m | abl e sources of carbon, nitrogen, an(“lllm Iﬂmmu"ﬂ “m]
under subnerged aerobic fernentation conditions optional’ly®foll ohed by
separation af the antibiotic 5 _fromthe fernmentati on nedi um and/ or
salificati onofiRgEedhentinotic if not in salt Bmownt7 A process of claimé6
for prepari Ilgacﬁnih;t)hotl c AB2846. 8. A process ofjglaim6 for preparing
aptibiotic %8&344 E 9, A process of claimé6 for Preparing antibiotic
A82846B. 10 I%‘b ta Fy purified culture sel®€t ed from Nocar di a
orientalis mmmemsogs NRRL 18099 and (NRRLS%SlOO or an

AB2846- prod p e 15 11._ A pharnaceu |ca corrp03|t| on
conpri sing g@%’?\r a%??vgx?%gﬁég ent_a &)nspou{god SRaR RIS uﬁ' any one of
cloains 1 to 5, associated with one or nore phar maceut i cal l'y acceptabl e
carriers therefor. 12. A conpound as clainmed in any one of clains 1 to 5

f or The suspersionanay he mepyfaciredyig Gulls prchiflied infoadals a5 may be grerared extAmpatandosgldbpr eni x
comﬂ%qﬁg%c'eatﬁtm& Aihi§? ¥8i ent a conpound as clained in any one of
cl ai B 1 to 5 associ ated vmth one or nore agronom cally acceptable carriers

e s A el el St [ 9 SO BE ¥, o3 B RGBS et ant b ot o
. A82&46Thé0‘ §:§é}> lde%é% 546A§ﬁ§14§??npr§§s Qﬂdoﬂ&% haﬂnn l@skﬁg‘hg t% ftﬁ!owmg

rma G SBL ereof, assocl ate
pjgw%gﬁ;i'& %{chg%@g\tra%le carrier therefor. 30 2. A82846, A82846A,

AB284 6B, " WeinanbWeight 1586 Phar maceut i cal | y-acceptabl e salt thereof, for use in
t he ther aMpirkhs #aasﬁ;gumssn,mzecltl ons. 3. A process for producing antibiotic
A82846 CINBFVMS ithiggiydeebl)y (M| FoGRINNSETE803S CABE 8% 5. NABR 84 6B1 531 sABZSbbEg. and
wher ei n) t he A82846 conponents. have essentially the foll ow ng physical and
spectral B5(H20) a\npax028e hini (£5,0521skiftsato 30 nre tvitic Basef A82846A Mbl ecul ar Wi ght :
1556 EnpilRi(ieBr): 1F @ mapbat61],0686] 19588506 14 tthit &gl 18¢@r1830) 1212 MH 33, 1PgR. MeRs and
1557. 5803;cmCalseelfig-[terr] = 1557.5716 (see fig. 40 4) W (err) : 281 nm
[err] 5, d@gl)[(cgﬁﬁ(}lssegﬁggoo nmw th base IR (KBr): 1716, 1655, 1611, 1586,
1552, 150)&“'124&0‘7 2{340 1310, 1230, 1212, 1132, 1066, 1028 and 1015 [err]
(%’ee fi‘ % 2‘( I\ 9.4, 423 (3ppagent rpolywl. 1542) pKa (H20): 4.7, 9.5 (66%

. Ehagact 'sg?s°f7 ‘5284 4, 12.3 (apparent mol. wt. 1542) Characteri stics of
A8284GB ?‘%ﬂ*ﬁig PIote 1 1%68'2 mpirical Formula: [err] FAB- N5

1

(t o o8 yﬁf?r (er t‘LS' LMGE@’ it ?er T %%iggélé %dcgf L5 %O@l n—m1éva§%};1275 9267"g§ SRee

({<Br) 1@5\5 H. & - 2085 (¢ %J'shlflsll‘tg%m 4«3@41» basg30. 1135, 1105, 1065, 1023,
and 1018 |gNk&s:Mbsd, 368, 1469, 1403, 1264, 1230, 1N§4?1{6'$r ides, 088 afwéx P0188m— (see

go

. fig. 2) -
_ NMR {(CD3)2SO}: see fig. 8
40 - pKa (H20): 4.65, 9.5

Characteristics of A82846C
Molecular Weight: 1522
Empirical Formula: C73HaoN1002¢
FAB-MS (thioglycerol): (M+ Na) Found: 1545.5998; calcd. CraHaoNioO26Na = 1545.5925 (see fig.

45 6)
UV (H20) xmax: 280 nm (e 5,198), shifts to 300 nm with base
IR (KBr): 3600—3004 (broad), 2999, 2991, 2950, 1687—~1650, (broad), 1585, 1570, 1509, 1503,
1453, 1449, 1402, 1212, 1130, 1102, 1060, 1032 and 1014 cm™" (see fig. 3)
NMR [(CD;3)2 SO} see fig. 9
50 pKa (H20): 4.6, 9.4

2. Antibiotic AB2846, as hereinbefore described, or a pharmaceutically-acceptable salt thereof
3. Antibiotic AB2846A, as hereinbefore described, or a pharmaceuticalIy-acceptéble salt thereof.
55

4. Antibiotic AB28468B, as hereinbefore described, or a pharmaceutically-acceptable salt thereof.

§. Antibiotic AB2846C, as hereinbefore described, or a pharmaceutically-acceptable salt thereof.

30



pKa (H2 0): 4.65, 9.5 Characteristics of A82846C Mol ecul ar Wi g 1522 31

Enpirical Formula: [err] FAB-MS th| osg‘a%}cerol) Nt , "I

calcd. [err] = 1545.5925 (see fi brr) 280 shlfts
d 2991

to 300 nmw th base 5 IR ( KBr) 3600 3004 (broa

2950, 1g8

ote, 1 hG I R e A i N@g@ e
f|g 9 pKand &t = ditdle med WilkiGiky EQWEB@@&“& | Lavih, dhgP bigarid sp8t al i s

NRRL 1809&ndé¥%mé'r§@19a%r&fc f%atﬂaﬁ 1BRbitioRS oftidnal followed%Qs% 2tiBh SOIAG | aRgbidaE 0geny
t her epf, | Mroth (B HetrbnRUJIREHAIUAN A@6H sAit(iBALBE ofaksSantiote ln6t is Qtigi@s of carbon,
nitroge and inorganic salts under subnerged aerobic fernmentation

condiTi mnsA progeis arelain § fof prbpativgeahtitigtic@pms.at i on of the antibiotic fromthe
fermentati on medi um and/or salification of the antibiotic if not in salt
form 18 4Aproaces ofichiy €&t brypagog dnfibietid AGRA46Ar e sel ected from Nocardi a
orientalis strains NRRL 18098, NRRL 18099 and NRRL 18100 or an

A82846- Br O‘H(!re‘Feﬁ@O‘Gfa@g%fﬁ'yp"@wéf'skmibimina’tﬁéﬂ@%nspr Uche Pat ent ansprl i che flir

fol gende Vertragsstaaten: BE, CH, DE, FR

d ycopept |’b|9m'?9 ??f'\b?‘f”k%ﬂﬁ"}i\‘gﬁs%“eddﬁwm&ﬁ _Kﬂ}ﬁﬂbﬁ@rﬁ'? é‘ﬁ‘RL a?"éaw"fﬁ'\k/éé%"ﬁtar“i' chen
di e foI ger & BHPLr pyAe2 P?espé?ﬂ’@ﬂ"qmﬁpeglb@&?? aI en Ei genschaf ten haben:

EI ge éC f ! VOQ A 2846 l\n/bcom I’lSIﬂa éenp com un gl SCheOﬂE% l
MLt e el e e b

nm (f 5 Q 5ﬁ2éam %Lﬁ{dsag' @uh-ﬁ\'@& m%'n?g'neaolf't:lau%gq :J1£%|r EgeAA Jﬁ@lhl’-}é@hﬁ @actérugi u(fégt% 1716,
165545, 161 1586 2, 1504, 1410, 1340, 12, 1132, 1066,

1028 UNds, 36 anima, ie@elﬁ.e&mcom&@lneBgza'Facﬁ\wr.nglaa,en%n{pe@@%A amd inShENB oFgHS 7
pKa (H2 0)t to4%,afsociPedwiiroshe % e hgrofomiallybacSptable Raridls therefd?, 3 (wahr schei nl i ches
Mol ekul ar gew cht 1542) 35 Ei genschaften von A82846B Mol ekul argew cht:
1590 Enpiaims®hthefafowiig CAal3¢igletdeHAH)CB FAB- M5 ( Thi ogl ycerin): (M + 1)
gefurden: 1591, 5315; berechnet: C7. Hgs N10 026Cl2 = 1591, 5327 (siehe Figur
5); 40 1. A phdmideRutiCyl fonuation 8iprisimg §sGantaclhve gredieat amtidintie HB2846, (628464, ABZHISBIM | m
Al kal i schemi;ABREREE ka8 defineti R Glaim] §,86 2 the@RceuliGlitaccdpi®B, sall A@rpof, 2EgCjated] W62

1105, 10653“’*']!@2@“%%3‘:&@1"8‘9(9%‘1‘“Q‘%?f‘éhe Figur 2); NVMR[(CD3)2 SO : siehe

Fi gur 8 pK H210): 4,65; 9,5 45 Ei genschaften von A82846C
AB2846, ABZ846A, AB2846B, AB2846C, or a pharmaceutically-acceptable salt thereof, for use in the

therapy of bacterial infections.

3. A process for producing antibiotic A82846 comprising individual components A82846A, A8284€B or
AB82846C and wherein the A82846 components have essentially the following physical and spectral
35 properties:
Characteristics of A8B2846A
Molecular Weight: 1556
Empirical Formula: C73HgsN19026Cl
Nt FAB-MS (thioglycerol): (M+1) Found: 1557.5803; Calcd. CraHsoN10026Cl = 1557.5716 (see fig.
40 4)
UV (H20) amax: 281 nm (¢ 5,052), shifts to 300 nm with base
IR (KBr): 1716, 1655, 1611, 1586, 1552, 1504, 1410, 1340, 1310, 1230, 1212, 1132, 1066, 1028 and
1015 cm™ (see fig. 1)
NMR [(CD3)2S0F: see fig. 7
45 pKa (H20): 4.7, 95
(66% DMF): 55, 6.8, 7.9, 8.4, 12.3 (apparent mol. wi. 1542)
Characteristics of AB2846B
Molecular Weight: 1590
Empirical Formula: C7aHggMN190O2¢ Clz
50 FAB-MS (thioglycerol): (M + 1) Found: 1591.5315; Calcd. C73HgaN100O26Clz = 1591.5327 (see fig.
5) - .
UV (H20) xmax: 280 nm (¢ 5,192), shifts to 300 nm with base
IR (KBr): 1656, 1586, 1562, 1504, 1403, 1264, 1230, 1135, 1105, 1065, 1023, and 1018 cm™! (see
fig. 2)
§5 NMR [(CD3)2S01: see fig. 8
pKa (H20): 4.65, 9.5
Characteristics of A82846C
Molecular Weight: 1522
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Mol ekul argewi cht: 1522 Enpirische Fornel: C73H30N

(Thi oglycerin): (MNa) gefunden: 1545,5998; berechn
1545, 5925 (siehe Figur 6); 50 EP°2Q§/°7(1H?110) Xmax: ﬁlﬂ!ﬁﬁﬂm maﬁﬁ\b
verschi ebt sich auf 300 nmim Al kalischen; IR (KBr)
2999, 2991, 29'€§For QB7 %br eit), 1585, 1570, 1509, 1503, 1453, 1449
1402, 1212 Fi

By SiP: %“E\%%’Bmﬂgl g‘°"98’gh “&@ ‘gn@Ant'?’%{SS?g u%82846

[(CD3)2 ] S| ehe

W e vorh rub%&)g;,hg‘b%,mp@gqg IshindXd AbdTRL G daSEN annehnbares Sal z davon. 3.
Ant4 bi oti k 860 o008 (Brod 3889, J9615 2650, e&senass@d@roa?l 1938 24GTRZ R, | 1564)

annghrbafses 1 |Z409|84\2mﬁ113321102 1660, A3 br 1014 (SR wi e vorher
besc |ebeﬂmnq@g)zm]mepm.rmazeutl sch annehnbares Sal z davon.

Ant i bi ot i kpra #8@8468,4 ;Wi e vor her beschri eben, oder ein phar mazeuti sch
annehnb awrih @&ipﬂseda:ulﬁmindSNocﬁrdia\/aiéﬁtﬂisrmLzm%:mPﬂLelﬁbssmj R 13100, v @hi kuns
AB2846, HREB4EACINSBBIGR thefenf,in/A8 2B8HECmediinn feargaiminy] assthgileraourdds o reghiben,

or i ent al nighiRRd HEOIE: saitiRider] 8OOSgestizarobidRRMetiD0 Condiens, entiorally RBNG By

produzi eseesveiion oiNprc#TRiBiptisl fiomghatfermentation metiinye andiy salifieatiendif thenantibiptic iadiimsalti er bar e
QJE‘| | en P8 Kohl en- stoff, Stickstoff und anorgani sche Sal ze enth~lt unter
Subner sf er ment atl onsbedi ngun n ZI i chtet und egebenenf alls anschliel end

das’ Aftt i HPEPYRIHPY e ﬁwm SIFRE 18A98y it 1884 0
Ant i bi ot VRIS 6aP ??%%T?frﬁﬁ‘éw PRIYY "R&fn es nicht in Salzformist. 7.
Verfat.;r en.. nach Anspr uch 6 zur Herstellung des Antibioti kuns A82846. 8.

Ver fahren. n S [ i bjpti A82846A. 15 9.

egf,aﬁ?téﬂtaﬂ% 2%’%@8%‘*6"@4 HEfE} :# k&ﬂ%%g@ i EL B %% A82846B. 10.

0gi s I

ot armgn lﬁl @Ju@dn%&itﬁn Kbﬂa%%égéhaéééﬁﬂ R%Lémeﬁi% ﬂ%bg;”ﬂglﬁér@ﬁoﬁédd@r%@ku
A82846- pﬁ.%%h@haadmgma\chkomﬂ i ng davon. 11. Pharnazeuti sche
Zusamen@ gwicibeessend ei ne Ver bi ndung nach ei nem der AnsprUche 1 bis 5
al sesakt | megriskit ka3t s N 02s80Mhi nation nmit ei nem oder nehreren
phar maz eeRs-198 kThingipedinib o e1) gélusuge:r 1557,5883; bbfechaetnCiy HG NROEJT! & TEsMBTI6(sighaspr uche
1 bis 5 @gur4Nerwendung in der Therapi e bakterieller Infektionen. 25 13.
Ti er f ut t BY HhPMingsiR8h gm (LUMISEL sesetiolt|sich a BP0 emin! Akedischest of f ei ne Ver bi ndung
nach ei n'@n(f(ﬂférﬂﬁﬁasimﬁé 158B,i 1552 1504, KEIRDIAAL BN 1230 124RNERT. JQEE: 1838undr en
| andwi rt Y3haPT Giele RgsnBhnbar en Tragern. PatentansprUche fUr fol gende
Vert rags§'t"5é(f38ﬁzs%ss'e*@|ﬁ'9307 1. Pharmazeuti sche Zusanmmenset zung, enthaltend
al's aktmé@r{ ﬁjh“aﬂ Eéséigff das Antl bi oti kum A82846, A82846A, A82846B oder

AB2846C, hi %I ert, oder ein pharmazeutisch annehnbares
Sal z davi{a™s g‘ %far mzeuti sch annehmbaren Trager. 35 2. -
A82846, A82846C oder ein pharmazeuti sch annehnbares Salz .. ..

davon zug. i%ltﬁ '°§“e € Therapl e von bakteriellen Infektionen. 3.

u
e
Ver f ahr ey Lok SS nzel nen
Kcﬁct:p/onen';?f)‘ﬂZM é % Agggﬂ &ﬁndbﬁlr1b%\8 E&S@nﬁﬁ%%%}l 186%%§84géw8%p78%§re1t en im
wesgntlig @noﬂxneaxf@b RN 2] brschiéht!sich aé}Qoo nm insARASheAd spektral en
Ei genschmf e : hedse 586 H 562 1504) 24032 1264,01230\3 2534 615, Mobs; 4 bd3aung oA &1 (Si6He6
Enpi ri schgurlBpr nel : C73H8MNI Q02sCi
NMR [(CD3)>S0)] : siehe Figur 8
pKa (H20): 4,65; 9,5
45 - Eigenschaften von A82846C
Molekulargewicht: 1522
Empirische Formel: Cz3HsoN10 026
FAB-MS (Thioglycerin): (M+Na) gefunden: 1545,5998; berechnet: CraHao N10025 Na = 1545,5925
(siehe Figur 6); .
50 UV (H20) xmax: 280 nm (¢ 5,198), verschiebt sich auf 300 nm im Alkalischen;
IR (KBr) : 3600—3004 (breit), 2999, 2091, 2050, 1687-+1650 (breit), 1585, 1570, 1509, 1503, 1453,
1449, 1402, 1212, 1130, 1102, 1060, 1032 und 1014 cm™" (sishe Figur 3); -
NMR [(CD3)>S0] : siehe Figur 9
pKa {H20): 4,6; 9.4;

&5
2. Antibiotikum AB2846, wie vorher beschrieben, oder ein pharmazeutisch annehmbares Salz_ davon.

3. Antibiotikum A82846A, wie vorher beschrieben, oder ein pharmazeutisch annehmbares Salz davon.
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FAB- M5 (Thi ogl ycerin): (M+l) gefunden: 1557, 5803; ber 10026C=
1557,5716 (siehe 45 Figur 4); UV (H20) Xnax: wgﬁ“m‘ﬂl
verschi ebt sich auf 300 nmim Algl?a??i%??é TIR (KBr) L s 1811,

1586, 1552, 1504, 1410, 1340, 1310, 1230, 1212, 1132, 1066, 1028 und 1015

(51 ENlgle Moud il b B3ha5Rbin, 36 gk flucn a5z 620

Mol ekul gr g@m.&m&m hasbdgc, ﬁle%ﬂéfb@%ﬁé%gn 684 of¥ %%Maﬁ s,h.u.l.,ﬁaa&@%& Blvon. 1590 65
Enpi ri sche Fornal: C/3HssN1IQ026C 2 FAB-Ms ( Thi ogl ycerin): (Mr1) gefunden:

1591,634.5; Veha{r&pM%rstemé lde@hlkt@(s@é&aasze4ém3@32/zezmaem Razgagc, Doniassehd, ( H20)
Xmax; 280 daB) dodn Rockfid) oriev@iisS RRRLE BE008, RRIA WE093 Ude NRRIN1 80 b GiRdNAB2845-  EP
0 26%/071 gedduzierenden Nachkdmmling ldavbh dl didskn Kditldfbalubil, déd dskimbiibrbire Quéllen file Kolvdn- S

| R (KBr) : sidif58tick&&iBand ahbrgahisclebSatze ehth@B pntdr2Bbmerk@dibntatdh3@dindub§dy, ziitkd@5nd 1023
und 1018 cgwpebiesdnthie arscitiefiend Jizs AdiBLk(rCNG) ABOFermentetvesniddgon ab8erpiKand(odier1d2®) :
4,.65;10 9, 5 Atibiotikum i Fpixfore Aef ity werores ABIREUSABIHD ist\b| ekul ar gewi cht: 1522

Enpi ri sche Fornel : C73HsoN00026 FAB- M5 (Thi cerin): (M:Na) gefunden:
1545, 5988; Veﬁér%wﬁe@nspfmNmﬂ@bwsﬂn&mwﬁﬁ%ﬁs| ehe Figur 6); 10 W
(H20) Npex; 280 nm 8u) verschiebt sich auf 300 nmirn Al kalischen;

| R (KBr§- Veg@sernsen '(SB’F@}‘i r Herggjlyng dasdptibicsilguses ABZEA8A. 1650 (breit). 1585,

Lo B bl 8 il el ey e 4
unf asseqgl, B.Qéd.sc%&@%%ﬂbn Sihie b %JN% Wg{ taliby Ae%%%q@{%ﬁés NRRE
B0 B4
Ko

18100 odeér ggd nl N einem
Kukg g medi um das assim |1 er are QJe I enst of "“Stickstoff und
anor gani{ Gfharmaddue&ns RhdaMmbnsetdiig CommaRERDSHS @mﬁgs 25 WRBh 3l ARS0EM NGYB- gen

zuchtet, oROKBRAGRAIBLbIBIN REGERMOEhE Sifdh 6HREMAREEDbHEhdcbURRncARbAen Trigern.
Fer nent at i onsrnedi urn abtrennt \. und/ oder das Antibiotikumin die

Sal zf or n2. Unasiriauly dach silsiiden ndpiichy 1 bi§1s SalVaiweliding brdei T@tapie DektatielieBin@ki@géns ch
gereiani gte Kultur, ausgewahit aus den Nocardia orientalis Stamren NRRL
18098, MRRlierfLB&IEBMischdng\RMlassé@1akinee inhalissieffeidk8 PBdGiupy aath zinem derd@ppriiche 1
Nac hkonr n| bisgind@mbinatioRmil einen oder mekrere® BndwRisohefiiith @anehobaerpidigerd. es Et at s
contractants sulvants : BE, CH DE, FRL GB, IT, LU LU N., SE 1.
Ant i bi ofpigtfenyrybgSirielpendgerrgssiadienifpPBnant | es conposants qui ont
esserffi 3' | enent I es pr EI’I et dsngphg:‘thaI ues et %gct raltes swAvtan ﬁ% AB2846,
Caract 611 5232% A GB oder % , wie in Anspruch 3 definiert, o %ETn%ghaldrmaze%tich annehmbares
Salz davon zusammen mit einem pharmazeutusch annehmbaren Tréger.

35 2. AB2846, AB2846A, AB2846B, A82846C oder ein pharmazeutisch annehmbares Salz davon zur Verwen-
dung flr die Therapie von bakteriellen Infektionen.

3. Verfahren zur Herstellung des Antibiotikums A82846, umtassend die einzelnen Komponenten A82846A,

) 1\4 AB2846B oder AB82846C, wobei die A82846-Komponenten im wesentlichen die folgenden physikali-
T 40 schen und spektralen Eigenschaften haben:
Eigenschaften von A82846A

Molekulargewicht: 1556
Empirische Formsl: C73HggN10026 Cl
FAB-MS (Thioglycerin): (M+ 1) gefunden: 15657,5803; berechnet: C;aHsoN1002¢Cl = 1557,5716 (siehe
45 Figur 4);
UV (H20) amax: 281 nm (e 5,052), verschiebt sich auf 300 nm im Alkalischen:;
IR (KBr) : 1716, 1655, 1611, 1586, 1552, 1504, 1410, 1340, 1310, 1230, 1212, 1132, 1066, 1028 und
1015 cm™" (siehe Figur 1);
NMR [(CD3).80] : siehe Figur 7;
50 .pKa (H20):4,7,95
{66 % DMF) : 5,5; 6.,8; 7.9; 9,4; 12,3
(wahrscheinliches Molekulargewicht 1542)
Eigenschaften von A82846B
Molekulargewicht: 1590
&5 Empirische Formal: C7aHgsN1002¢ Clz
FAB-MS (Thioglycerin): (M+ 1) gefunden: 1591,5315; berechnet: C73HgaN10026Clz = 1591,5327 (siehe
Figur 5);
UV (H20) Amax: 280 nm (e 5,192), verschiebt sich auf 300 nm im Alkalischen;
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Forrmul e enpirique : C73H8s9N10026CI FAB-Ms (thioglyc6rol) : (M+ 1) trouv6:
1557, 5803; cal cul e C73H90N10026C1 = 1557,5716 (voi r”'mﬂuﬁmuumu(l 0) X
max: 281 nm (e 5,052), d6pl ac&HeheeserisBBO0 nm avec

(KBr): 1716, 1655, 1611, 1586, 1552, 1504 1410, 1340, c131‘0 "1230 1212

1132, 1028 et 1015 c v0| ure 1 VoI r flgure 7
pa. (o ke %50 gon 165 i o, g285T . biog Yok, 10333ba ot (it

nol dcul ‘% £ tlehéL§42) 40 Car act6risti gues de A82846B Poi ds

rml 6cu| KE%—I%%%B 0r nur'e enpi ri que: C73H8sN10026C1l2 FAB- MS (thi ogl yc6rol)

: gehgcgmé von@%@SlS cal cul e C73H1sN10026C02 1591, 5327 (voir

|gu«L/ Nioidkargewioht: 15220V (H2 0) X max: 280 nm (e 5,192), deplacement vers
300 nm av@misthd FaARR cl R {NSES,) © 1656, 1586, 1562, 1504, 1403, 1264, 1230,
1135, 11B,mslQfifuglyddda)3 (at- N30 déhuraed: 1645908  oftidhrdt: 20 YN DL E13) 28%63g25 VOi 1
figure QsighéeFigut®0): 4,65, 9,5 50 Caracteristiques de A82846C Poi ds
moliecul aivr(e,0) x&:ﬁozﬁsd-‘m (318)188), 881t HIdbOsieh duf DDIHSOMLGB2G6ENFAB- M5 (t hi ogl yc6rol)
(M + Na)Rt(keyhv 8600133003, (608329980299 Ul B5ACABHIOOBFOORAINASSES, 1545199260 viesd, fi gure
6) .. 55 1449, 1402| )\21Z, HP300) 10X 108K 1032280 1¢1AchHG’ GeteFRur 3)depl acenent vers 300 nm
avec | a MR ECDRSOKBiche Fig@@00- 3004 (| arge), 2999, 2991, 2950, 1687-1650

(I ar ge) ,PK2E80) 4865%H, 1509, 1503, 1453, 1449, 1402, 1212, 1130, 1102, 1060,
1032 et upipBsengpslal RSy P‘°qafd'gw%"t% 5 NRON BPLDAREL dege0 R?’B' ’P‘R‘FH {RIPR ogpr pipen  EP O
265 0 846-produaerenden Nach mhlnq; dﬁ n in qamem E“'M'"ef‘]:'T ?e QHeI n (ug 4 2.

Ant bt df"f" '??zl‘é* ifﬂ?r‘ﬁ ?afz B @ﬁ‘n@fﬂbe" RO uement
a C Cle pti’i §, %fgl);e& t "{i d ?’f&ﬂ? sﬁg gm Aﬁg téiaag I;ra%eé\ ionsr n.}m ?btrenngu
Hen as Mi” u“rllln R Cezuom uueH’éran '5.1 T IC] it cc’fe CeF%I - kj ci. 4.

Ant ' bhOt %%?, %3«%9@ Ku?(a‘ ggf‘éﬁﬁ a&s %ﬂ%&%m alis %wﬁﬂn mr%&e“&hhguemnt
8699

accept ab] dﬁﬁhyhmo&bde iRerr? As2B-A S OL LSS NAGREHRng o8RRTTE dbCTT
prec6édenment, ou sel phar rraceuthuerrent accept abl e ae celui- ci. 6. Procé6de

pour Révaddicatdnkes anti bi oti ques AS2846, A82846A, A82846B ou A82846C

conrpr pavaAtichton8ipsar IbSEtats cofifiadiatitd suivintie BEOCAITE, ar,@E, entaly, s eRL 18098,
NRRL 18099, ou NRRL 18100 ou d'une progeniture de ces souches. qui

pr oduit.s esmtibidg 284 fropephidiquarnsra4b icardprel@ntde dobhpesadid Nii @ntaRientBEMa0s Ore@iétés

assi m | gihysigieslet spatrblenmivadésazot e. et des sel s i norgani ques dans des

condi t i dbesaciestifieasvie ABZB¥SAHON aer obi e subnergde suivi fvenluel | ernent par une
separ at i onPelds molépnlairdyi18%G que du nilieu de fermentation et/ou d' une

sal i ficati bpmdle empisgHe;: brabkiNyef&s@i cel ui n'est pas sous forne d' un sel. 7.
Pi ocAd sef RARTMP {thioalyeerrlli :dMt T Jh ' evH oIS SPBpsaiete GratemblioBsGt Fotre” a8 &4t

figure 4)
UV (H20) A max : 281 nm (e 5,052), déplacement vers 300 nm avec la base
T35 IR (KBr) : 1716, 1655, 1611, 1586, 1552, 1504, 1410, 1340, 1310, 1230, 1212, 1132, 1066, 1028 et
1015 cm™" (voir figure 1)
RMN [(CD3)2S01] : voir figure 7

N pKa (H,0) : 47, 9.5
‘ (66% DMF) : 5.5, 6.8, 7.9, 9.4, 12.3 (poids moléculaire apparent 1542)
© 40 Caractéristiques de A82846B

Poids moléculaire : 1590
Formule empirique : C73HggNj9O2¢Cla
FAB-MS (thioglycérol) : (M + 1) trouvé : 1591,5315; calculé Cz3HgaMN1oO026Clz = 1591,5327 (voir
figure 5)
45 UV (H20) A max : 280 nm (¢ 5,192), déplacement vers 300 nm avec la base
IR (KBr) : 1656, 1586, 1562, 1504, 1403, 1264, 1230, 1135, 1105, 1065, 1023 et 1018 cm™" (voir
figure 2)
RMN {(CD3)2S0] : voir figure 8
pKa (H:0) : 4,65; 9,5
§0 Caractéristiques de A82846C
- Poids moléculaire : 1522
Formule empirique : G7aHaoMi602¢
FAB-MS (thioglycérol) : (M + Na) trouvé : 1545,5998; calculé Cy3HaoN1oO26Na = 15455925 (voir
figure 6)
55 UV (H20) A max : 280 nm (¢ 5,198), déplacement vers 300 nm avec la base
IR (KBr) : 36003004 (large), 2999, 2991, 2950, 1687—1650 (large). 1585, 1570, 1509, 1503, 1453,
1449, 1402, 1212, 1130, 1102, 1060, 1032 et 1014 cm™' (voir figure 3)
RMN {(CD3)2S0} : voir figure 9
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8. Procede secon |a revendication 6 pour pr epar er | —antibiotique A8BZ846A.

25 9. Procede selon la revendication 6 pou pr6parer
A82846B. 10. Culturo purifiee bffoP 88t &t nt sel ecti Wm:“ln 'ﬂm“!)uches
NRRL 18098, NRRL 18099 et NRRL 18100 de Nocardia orientala SLoun fine*
progeniture Qg@ﬂgﬁp‘{d 68 de A82846 de ces dernieres. 030 11. Conposition
phar maceut i que conpreénant en tant qu'ingredient actif un conpos6 sel on

|" une  guehBiuqud W82ed6 TomY B &&E&e‘ﬂﬂ%mlo@se%ha%é&ﬁ&u%mént léE'ceBHle b ST S

supports pharmaceut i querment accept abl es pour cel a. npose selon |'une
quel ¢onguenidREqut ABEEIEA Cdinhe ¥8cril pracsderRdAt, obl 88 phuransdemhérﬁamt %@ﬁad:@det QL apl e
35 (_jdtinfections bacteriennes. 13. Préntlange d"alinentation pour

ani maux conprenant en tant qu'ingr6dient actif un conpos6 selon |'une

quel corgusntdetioue @828468,. camme Kécrl précéddnment 90 6é! Ghamarruiiendnt stceptatde daUg@RO! t S
agronom qecienent -accept abl es pour cela. 40 Revendi cations pour les Etats
contwactants sulvants: ES, GR 1. Formul ati on pharmaceuti que conprenant en
tant qu-i ﬁl@@@@nuew@%é@@lepmme Aeéarit presoereirat, AB 3¢ HRMAR IR GRent ARSBaERItIUAS2846C
comme d6ffini dans |a revendication 3, ou son sel pharnaceutiquenment 45
accept abl e, associe a un su port har ITB.CEUtI uenent acceptabl e pour cel a.
2. A82646P '0%8’28’11‘6/?'0 A‘892'8§16‘B °fﬂ8328%6 Warﬁ‘i‘é‘@ég ﬂ% enpate mise
s'\@ﬁ\ PERETHP BB nes.

accelit abl & Bt !

50 3. Pr ces uches u1p1 ui en ia dans mlh u r f:?n n /ﬂ ? %:e% IsrBP% °§ﬁ‘,’f’ | es
conposant glufd it tade é p rato %ﬁg Al aé u?mz ﬁe
conposant gl .&i&éﬁm@ e@scémeg lab &TE Rimd &n@fopn ys' ques et

spec4,ral es sul vantes: racteristiques de A32846A P0| ds nol ecul aire : 1556
55 7. Piobik Bhbiia GBIt ©: o@%ﬁﬁr&h@%&f&u&%ﬁ’s% (thioglycerol) : (M+
1) trouve :1557,5803; cal culg 20N10026C1 - 1557,5716 (voir figure 4) W
(H2 0) & m‘&&:dezaan 18 Mavédicatiod B pbur pripRbraaRiBBRjue ¥&1B%6A300 Nm avec | a base 35

C L M S * IR (KBr): 1716, 1655, 1611, 1586, 1552, 1504, 1410, 1340.
1310z5 1923Brocék2 5pn & 1Endick@6 6, podk PZBaratladiOidinue A82844B/0i r figure 1) RWN
[(CD3)2SO: voir figure 7 pKa (H20): 4.7, 9.5 5 (66% DVF): 5.5,
6.8, 7.19. Cguup putipeedigiquisivementrediegtianheei gaemi dgsprarabas NRBY 25098 MRt W09S etiNfifés de
A82846B P&#14e derip@usia aippials od 9@ PrRg¢NiuE erodyrbice fe4%2846 G7IPIdeN#BO26C12 FAB- M5
(thioglycerol) : (M+ 1) trouv6: 1591,5315; cal cul e C73H89N1Q026CI 2 =
1591%5 337 C?W;ﬂﬂswoM@’aarmacetﬁupm@prgyant_ en tant qu mgregﬁnt HQ O comppsk selaglyng Fwe(cgn-
5,192), dBff HedhrEnicajigss! 3 025AeR Wt 0Y a'uw%upmk acegigiggmeny geggptablass
1504, 1408° $8%4, 1230, 1135, 1105 1065, 1023 et 1018 cm1 (v0|r figure 2)

RN [(q123£0m X v0| r fi p (H202| 4i % %
posé se n l que des revendications 1 2 5 ‘pour Grie utflisafion dans la thérapie
Car agt 6ri é Ile%l'longb cenerr? @%&6‘

13. Prémélange d'alimentation pour animaux comprenant en tant qu'ingrédient actif un composé selon
Co {'une quelconque des revendications 1 & 5, associé & un ou plusieurs supports agronomiquement
N accepiables pour cela.
40 :
Revendications pour les Etats contractants suivants : ES, GR

1. Formulation pharmaceutique comprenant en tant qulingrédient actif I'antibiotique AB2846, A82846A,
AB2846B ou A82846C comme défini dans la revendication 3, ou son sel pharmaceutiquement
45 acceptable, associé a un support pharmaceutiquement acceptable pour cela.

2. 'AB2046, AB2846A, A82846B, A82846C ou son sel pharmaceutiquement acceptable pour une ufilisation
dans la thérapie d'infections bactériennes.

s0 3. Procédé pour la production de I'antibiotique A82846 comprenant les composants individuels AS2846A,
AB2846B et AB2846C et dans leque! les composants de A82846 ont essenticllement les propriétés
physiques et spectrales suivantes :
Caractéristiques de A82846A
Poids moléculaire : 1556
55 Formule empirique : C7aHgsN19 026 Cl
FAB-MS (thioglycérol) : (M + 1) trouve : 1557,56803; calculé CrsHaoN10O2¢Cl = 1557,5716 (voir
figure 4) o
UV (H20) X max : 281 nm (¢ 5,052), déplacement vers 300 nm avec la base

35



Poi ds nol ecul aire: 1522 Formul e enpirique : C73HOON10026 FAB- M5

(thioglycerol) : (M+ Na) tro 1545. 5998 cal cul “mm
1545.5925 voir figure 6) W (ﬁé”G? 286 fELBT 280 nm (eﬁlﬂlﬁﬁﬂmﬂﬂ\l nent
vers 300 nimavoc |la base IR (KBr) : 3600- 3004 (I argd), ¢ 2doo" 28917 2950,
1687-1650 (lﬂii(ﬂbe)171el5&5 1645 4686, %9915041591% 13]4651%10 1%91215-4% 1068 1188 & 130,
1102, 106815 chO3oiigurd@jL4 cm ' (v0|r i gure 3) : voir figure
9 25 RMNDKCD. 58] :Qpit fighveGz, 9, 4 conpr enant Ia m se en cuI ture de NRRL
18098, NRRIpki800pPA%.0a5NRRL 18100 de Nocardia orientalis ou d' une

pr og6ni t ur €66% DMEC 55| €& 78e9.A328 foidsleoealidire sppatend®am un milieu de culture
conl gnantCardadrisinpen dea$284681 m | abl es de carbone, d' azote et de sels

i nor gani queidgamkcutbes: B8R di ti ons de fernentation a6robie subner g6e,

event uel | erfemulesanpifiaes GstsstboGeBlar ati on de | ' antibiotique du milieu (le so
f er ment at i GHBMY @LPQH%?De (E"afl‘f F?Pa? r &?‘é@ﬁi i Bi e ihgtreCi= ¢ 89 dione so
trolfve pA®rs ‘rBu gurifi6e b| ol ogi quenent

| ( 9) 80 ﬁ ce av g de
Rocar oot B e s M i e T e
cel l es- C ﬁ&aﬁéO}S vou?g’ gure68

pKa (H20) : 4,65; 9,5
Caractéristiques de A82846C.
Poids moléculaire : 1522
Formule empirique : C7aHsoN10Oz2¢
. FAB-MS (thioglycérol) : (M + Na) trouvé : 1545.5998; calculé CraH:aN:cOz4Na = 15455925 (voir
A figure 6)
UV (H20) X max : 280 nm (e 5,198), déplacement vers 300 nm avcce la base
IR (KBr) : 3600—+3004 (large), 2999, 2991, 2950, 1687—1650 (large), 1585, 1570, 1509, 1503, 1453.
1449, 1402, 1212, 1130, 1102, 1060, 1032 et 1014 cm™* {voir figure 3)
RMN [(CDs)2S0] : voir figure 9
25 pKa (H20) : 4,6; 9,4
comprenant la mise en culture de NRRL 18098, NRRL 180999 ou NRRL 18100 de Nocardia
orientalis ou d'une progéniture productrice de A82846 de celles-ci dans un milieu de cullure conlenant
des sources assimifables de carbone, d'azote et de sels inorganiques dans des conditions de
fermentation aérobie submergée, éventuellement suivies d'une séparation de I'antibiolique du milieu de
30 fermentation et/ou d'une salification de I"antibiotique si celui-ci ne se trouve pas sous forme d'un sel.

4. Culture purifiée biologiquement sélectionnée parmi des souches NRRL 18098, NRRL 18099 et NRRL
18100 de Nocardia orientalis ou d'une progéniture productrice de A82846 de celles-ci.
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