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organisms of these two ‘strains have been
deposited and made a part of the stock cul-
ture collection in the United States Depart-
ment of Agriculture, Northern Utilization Re-
scarch and Development Division, Peoria,
Illinois, where they have bcen designated
NRRIL 3274 and NRRL 3275 respectively.
Samples of these cultures are available from
the collection agency upon request.
Macroscopic examination of 28 day old cul-
wures (24—26° C.) of Micromonospora mega-
lomicea var. megalomicea on Czapek’s Sucrose

[Price 25p]

throughout the mycelium, The spores are
ovoid to spherical in shape with a 0.7—1.0
diameter and are dark brown when mature.

Colonies of Micromenospora megalomicea
may be further characterized by their growth
characteristics under aerobic conditions on
various nutrient media. Table 1 below gives
the growth characteristics of Micromonospora
megalomicea on some of the more widely used
nutrient media. The colony observations were
made on 14 day old (24—26° C.) cultures
unless otherwise specified.
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Micromonospora megalomicea shows par-
ticularly good growth at temperatures between
26 and 37° C. but no substantial growth at
temperatures as high as 50° C. It is aerobic
and does not reduce nitrate to nitrite, This
species does not liquify gelatin; does not hy-
drolyze milk and does not decompose cellulose.
No diffusible pigment is produced on peptone-
iron agar. ~

Micromonospora megalomicea shows good
growth on carbohydrate media containing 0.5
percent yeast extract base and 1 percent of 1-
arabinose, glucose, starch, and sucrose but

10

only fair growth where the carbohydrate 15
source is 1 percent xylose. It grows poorly
on such media in which the sole carbohydrate
source is 1 percent d-arabinose, cellulose,
dulcitol, galactose, glycerol, lactose, laevulose,
melibiose, melizitose, raffinose, rhamnose,
ribose, inositol or mannitol.

Further characteristic of Micromonospora
megalomicea is its ability to utilize nitrogen
sources. Colony growth characteristics on typic-
al nitrogen sources, plus 1%, glucose, observed
after 14 days (24—26° C.) growth, are set
forth in Table 2 below.
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the following description, wherein the process
for antibiotic production is elaborated, it is to
be understood that the use of the name Micro-
monospora magalomicea is intended to include
the color variants specifically described above
as well as all megalomicin complex-producing
variants of this species such as megalomicin
complex-producing mutants and descendants
of the described microorganisms.

THE ANTIBIOTIC
(1) Preparation of Megalomicin Complex

The complex mixture of antibiotic substance
hereinafter referred to as Megalomicin Com-
plex may be produced from a suitable micro-
organism by the controlled fermentation tech-
niques described hereafter.

In order to prepare a suitable inoculum for
subsequent fermentation, the microorganism is

(Difco), 5.0 g; CaCO,, 2.0 g; tap water, 1000
ml; Medium II: Bacto-Yeast Extract (Difco),
5.0 g fish solubles, 1.0 g; corn steep liquor,
1.0 g; dextrose, 200 g, CaCO,, 1.0 g; tap
water, 1000 ml.

Desirably, a second germination stage (e.g.
inoculum stage) is employed prior to fermen-
tation and harvesting of the antibiotic in order
to enrich the inoculum. Employing media as
described above, fresh medium can be inoculat-
ed with the germinated culture previously pre-
pared (59, weight/volume) and incubated at
about 22 to about 37° C. for about 2 to about
4 days. Usually, a temperature of 28° C. over
a period of 3 days is found most satisfactory.

In.order to produce the Megalomicin Com-
plex, a 5 percent (weight/volume) inoculum
taken from the inoculum stage may be added
to aqueous fermentation medium which, prior
to autoclaving, has been adjusted to about pH
7.1 to 7.8. Air, usually about 3 to about 6
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55 Column fractions are combined according to  arc made slightly alkaline with 5%, aqueous
their anti-bacterial activities as evidenced by  sodium hydroxide /to about pH 8.5 t0 9.0) and 120
agar disc festing against Staphviococcus  are extracted at least twice with about equal
aurens (ATCC 6538P), concentrated to drv-  volumes of cthyl acetate. The combined ethyl
ness, dissolved in a small amount of cthvl acctate extracts are concentrated to dryness

60 ether or acerone and added to an excess volume  under reduced pressure to obtain the Mecgalo-
of petroleum ether (b.n. about 30 to abont micin Complex. The complex at this stage 125
60° C.). The mixture is then transferred to  will show a potency of 450 to 550 pg/mg
a dry-ice/acetone bath (approximatcly —50° in the assay described above.
C) and allowed to stand for about 20 minutes .
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25 Further, by comparison of the physical, most polar organic solvents such as ethyl acet-
chemical and biological propertles of Megalo- ate, methanol, ethanol and acetone, methylene
micin Complex, and of its separated fractions, d1ch10t1de, butyl acetate, chloroform and
as hereinafter described with properties of butanol.
known macrolides as reported in the literature,

30 Megalomicin Complex and its components are  (3)  Resolution of Megalomicin Complex 55
distinguishable from all known macrolide anti- Bioautography of thin layer silica gel plates
biotics. on agar seeded with Sarcina lutea following

Megalomicin Complex gives a positive color ~chromatography in a solvent system consist-
reaction in the Ninhydrin, Starch—KI and ing of chloroform:methanol (60:40 volume/

35 Biuret tests and a negative color reaction in volume) indicates that Megalomicin Complex 60
the Stannous Chloride, Molisch and Sakaguchi consists of at least four antibiotic components
tests. The complex is essentially transparent which will be identified hereafter as Megalo-
in the ultra-violet region. The activity of Anti- micins A, B, C, and C.. These antibiotics, in
biotic W847 Complex is not significantly the solvent system described above, show R,

€0 altered when a solution thereof is subjected to  values of 0.19 (Megalomicin A), 0.38 (Megalo- 65
a temperature of 100 © C. for 30 minutes micin B), 0.52 (Megalomicin C,) and 0.65
throughout the pH range of 2 to 10 (stability (Megalomicin C,) respectively.
is tested by dissolving the antibiotic in ethanol, Separation of the constituent antibiotics may
diluting with buffer, and disc testing against be achieved by dissolving Megalomicin com-

45 S. aureus and Escherichia coli). The complex plex in acetone mixed with silicic acid, evap- 70
shows no loss in activity after treatment with orating the acetone and adding the dry mix-
tryspin, chymotrypsm, pepsin, a-amylase or ture to the top of a silicic acid column, The
penicillinase in buffered solutions (optional pH  column is eluted with chloroform: methanol
for each enzyme) at 37° C. for up to 24 hours (60: 40 volume/volume) and fractions are col-

50 exposure. Megalomicin Complex is soluble in lected. The column is monitored by- disc test- 75
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as a conplgx or as
: to 6.0
erature of
Iabgratory gI asswar e, to clea and sterilize
fl actigity in 30 surfical instrgnments and the
trgy a e stabl @, hgweyer, qun syb- antibiotics
i l‘at-:edto-othels%% itiops at pH 7.0 to

[err] =acetyl;

[err]

soaps and detergents t%® ?%%9&‘%%‘1’?@’“?&?’ gal pmicin [err] in
contrast is stable at Q uchdias kit- 15 pH
2.0to 8.0 for 30 mnu 1g0[err], chens, d|n|ng hal I'sfand the Iike.
but is unstable under|§ me"‘condl ti ons at d anti bacteri al
spectrum of Mega- pH [19. S REFFR RS under lomcin
Conpl ex, Megal omi ci ns| A, [“éﬂr"]"‘ah‘d“b‘dfﬁ“‘a‘bf"d"%@%"‘zn) ampd al kal i ne (pH
10.0) [err] and agai nst 40 condi g§ions at 100
C., but is stable at pE4+—t\Mp S gramnegat i ve 20
4.0 to 8.0 for 30 ut ¢s, at 100[err] organlsms is showmn in Table
7 below. The suscgpt| bill&ty of the test organisns (5) Biol ¢gical
Properties of M I m'qi to the antibiotics was deteqm ned by
Conpl ex, Megal om % [err] [ r] and a tr?be did uﬁ% assay in
yeast - beef brot h, 34 | gree adjusted to
pH 8.0 with sodi &n yg rloxi de” §% :iaE !I %E :>m%f"o“i’)‘r”gzasniBB tested are
iden- A In V'tro t t+fred—by—gol | ection
nunbers; here and (o} C: § 45 o I\/bgal om CI n Conpl ex, Megal ¢m cins A,
Tabl es which foll s nugh Mc[.g:r,r\,lo [‘,@ r] and -
Megal oni ci n- C Conpg ex ngh(ﬁf,gl,tfﬂe@:‘:lib §%ﬁ'§c\t;h SColll ection of 50
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1, 229, 835 12 The anti bacteria

activity of Nbgalon10|n broth at pH 6.8. The results show that Megalo- |o
Conptex Ts tonmpared Wt that of erytrhrony-_ micin Conpl ex conpares
favourably in activity cin, penicillin G and methicillin in Table 8 to’

the other antibiotics tested agai nst gram bel ow (susceptibility being
deternmined by the positive bacteria. In addition, Megalomicin 5 tube

dilution a sRay t echni que descri bed :@ggis Conpl ex is active agaist
Mycobact er_l_ follow— speghatis at -

a | ower concenoOn gteibasis df Inl&rfoxegbgﬂ g chefificali ang) physichil arop«fmg,adhomnmmnmnpbt@x and ery-
t hronyci n, wef Pesajsasinciomplich ars belisved i bavE gfots| polpcylaf SBYRMESS 95 folloWseast - beef broth
at pH 8.0; are inactive up to 10 [err]g/m . penicillin Gand nethicillin-

in yeast-beef TABLE 8 COWARI S (
MEGALOM CI N COVPLEX W TH ERYT

THE ANTI BAGLERI AL SPECTRUM OF
N, PENRCALLIN G AND METHI CI LLI N

Megal om ci n Conpl ex Er ronmycin Pgnicillin G Methicillin
Baci | | us cereus 0.c8 o0 S ey, 005 0.12

4.8 Bacillus subtilis tod 00 % 0. 005 0.01
0. 03 Di pl ococcus pneunoni ae 0. 05 0.12
1.8 Sarcina lutea Hoi}" Q,? 0. 005 0. 06
0.3 St aphyl ococcus aureus (3 diffemgnto

S .
0. 064 6"306 0R1 0.12-0.6 Staphyl ococcus

0.005-0.2 0. 005-0. 05

aureus (7 different Strains)* 0 OR2 0.03-0.6

0.005-0.5 1.2-9.4 1.2-7.5 Staphyl ococcus aureus (1 Strain)**
2.7 50.0 - Streptococcuss faecalis 0. 005

0. 0005 0.75 25.0 Streptococcus pyogenes (4 different
Str ai ns) wherein in megalom1c1nQ’x %—Q{ 2hydrogen 0.05 0.01-0.02
0.6 M/cobesct eri um smegmatia &egalomlcm B, R,=thyérogen, R,=acetyl; 5.0 10

10 Megal omi ci n Conpl ex aridl megajdntii g&ﬂmma cyglaged beef broth at pH 8. 0;
penicillin G and nethi ci |'PiFfetiopigedet RoerstylhReTProBitYbH 6.8. * Cini cal

i sol ates i ncl udi ng, peni C|II|n reS|stant organi sns. ** Cinical isolates
resistant to ts eg mn ‘Te ascomplcx or as individual fractions, there- 30
may

Megal om ciyg ﬁ%ﬁ'iﬁéare as 1065% gﬁtﬁ%‘g aﬁ orzlﬁ'y glas V\%(ﬁoc%ﬁ @xﬁj stablze

Megal omi ci n Boddw a @’nfﬁ anfl M3s l\imhe;mncsm- Cardi@niab tﬁﬁﬁeﬁf @ndadhe GikeD |AGY,, these
Megal oni ci n- @m@@ I’%})@re smhtsh ovhen alb’cl mlbagalmﬁstbeg!sqdmw l!atlveWtﬂr gani sns

t he genus i5s deﬁﬁ: at 100° chens, dmmg halls and the like.

20
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but 1s unstable under the same conditions at
pH 10.0. Megalomicin C, is unstable under
both acid (pH 2.0) and alkalme (pH 10.0)
conditions at 100 ¢ C., but is stable at pH
4.0 to 8.0 for 30 minutes at 100° C.

(5) Biological Properties of Megalomicin
Complex, Megalomicins A, B, C,, C, and
Megalomicin-C Complex.

A. In Vitro Tests

Megalomicin Complex, Megalomicins A,
B, C, and C; and Megalomicin-C Complex
all possess a broad spectrum anti-bacterial
activity in vitro against a variety of gram-
positive and gram-negative organisms. Either

The in vitro antibacterial spectrum of Mega-
lomicin Complex, Megalomicins A, B, C, and
C, and Megalomicin-C Complex against
typical gram-positive and gram-negative
organisms is shown in Table 7 below.
The susceptibility of the test organisms
to the antibiotics was determined by
a twbe dilution assay in yeast-beef broth,
adjusted to pH 8.0 with sodium hydroxxde
The strains of microorganisms tested are iden-
tified by collection numbers; here and in other
Tables which follow, those numbers preceded
by the letters “ DA * refer to the collection of
Schering Corporation, Bloomfield (N.].),
USA.
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coccus and Streptococcus are the organisnms antibiotics described herein.
responsi ble for causing bovine mastitis. These Megal om ci n Conpl ex

*suspended in pea- peci es are readlly controlled and treated py nut oi
gives an [err| (ue haA dose fof 50 per neans of.the antibiotifks disclosed
herein after cerﬁ efS hI&p@msaﬁ;ﬁeﬂqSe@ES;d-)quq&m ke acrel ativel y
bHefremnenof91mﬁlmxaﬁ%ﬁ°°°?ﬁ9ﬁa?ﬁﬁ?ﬁ€lmﬂaﬂﬁmommlroMe.
On sub- 50 1%

1,229, 834 - 13 [err]
[mr][eg] 14 S n o w388 ¢y eninl 3p

14 TABLEGL1 ACTI O T¥ 28 JECH T iﬁ@&é@é@@@@p&f{%ﬁmm%m TONEAL
| NFECTI ONS IN M CE{[err] AN M& KG Megal oni ci it dal 6nj ci n Conpl ex
in g Conpl ex KA Megal om ci n peanut oil in [err]
[err]||1§ewr] Subg¢ut aneous Tr gat nent Staphykococcus aureus G ay

35 3 5 5HF| |omnnB8n8nn3S §3% Ty eeocsus arelis DA 2030

- 8 23 &%ﬁﬂ*&%@ﬁﬁ°ﬁﬁ&ﬁ°@?ﬂﬁo°“”*°“ -

3.5 Staphyl ocloccusjaureus Snmith 2.3
Strept ocgccus| pyogénes C DA 21 23 4.6

45 Strepge)coccus PYQ nes DAD(:\%%NN\D&DN\D\DO\DDL\-—!ONNOOOOOO 1. 5%
Streptocgcus| pyag %3‘2'555655555555ﬁdu;czo'.ﬁowgd& 1. 5*

t r ept ocogcas| pyogénes DAMNL 1.5*

" Strept ocBkcgs| pyogénes DA 9 - 1. 5%
Di pl ococ&is3pheunoni ag DA 150 35 23.2
150 Di pl gcogaus pnewrdniae ol B oo dayotresti@riynogo 9o
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St aphyl ococcus aureus G ay >116 >116
50 Streptococcus pyogenes DA 21 - >116
Di pl ococcus pneunoni ae DA 150 - 116

15 TABLE 1IZ AcTIVITY OF

1, 229, 835

MEGALOM CI N CONSTI TUENT ANTI Bl OTI CS AGAI NST LETHAL
I NFECTI ONS IN M CE [err]

IN M KG Treat nent

| NTRAPERI TONEAL
Megal om ci n

15

Megal om ci n

Rout e A Base* [err] Base* Streptococcus pyogenes C 203
O al 300 207 St occus ogenes C 203
[err] 12 5op 118 St Eg%tggsgggggus ppyélgggene ' 12
O al TBO @ntibacterial activity oBMBgaBtnuoeptbmnbecplm @;Imgf;MSsth that Megalo- 10
S. C Complex is compared with that p. ly ip getivity
o al cin, cillin G, and metl}ésy g@ﬁg %@?ﬁ ag gram-
a belossgjg.lsceptxblhty being ne l\zgtlomlcm
S.C 5 tub tion assay technique desébéd Shok pt O&ﬁiﬂ&uﬁs E&i@@&@ﬁr&t cobécterium
O al TheZ&Q have been made utﬂlzxﬁg)thSﬁq‘lle\p-t owms apy bgyen@sgceiaitioDthan ery- 15
S. C. 11:i11g tfia: Megalonglafn 503 g 115&9% lgnqngi pethicillin
O in yeast-bee TO Ctl (< t m
O al penzgmn G a);d methicillin us 3 Smith
S.C St aphyl ococcus aureus G ay
O al 300 >250 St apmahmoccus aur eus Gray
S. C 20 Sta Iococcus aur eus
O al Commflfeln OF THE ANTIBACTERIA IE: g&% Iéli%\ﬁlgﬂ WYTHROMYCIN,
S.C 20 tapﬁy ococcus aureus No. 41
O al
S.C 20 Memlopicil ococcus pneunpni ye i
O al 300 SHP'B pl oc ST ey eﬂ‘\"i (gye Methicillin
S.C Bacillus ceredO d.67 D pl ocoasus pneurmm ae No. 1.
O al ) 250 200 Di pl ococcus pneunpni ae No. 2
S.C. Bacillus subtiliyy -9 Ent er o€fB%us No. 0.03
Oral Diplococcus’piitumoniae >2pQ Enterocgggus No. 802 1.8
S. C 180 Enterococcus No. 804
O al Sarcina lute2 50 R85 Ent er o€ MTus No. B4 0.3
S. C. 250 Escherichia coli
Staphyl eus (3 different . . .
O al sl:rayu?sco%‘gsffm us G dife @b—oscher o@os-20.09! i 0.003—0.06  0.12—0.6
S.C Staohol 100 ¢ & 250 Kl ebsiella pneunoni ae
O al taphylococpapureus erent > bsi eI I unon
S.C. Strains)* 1 5 (ggs_é!sgudononogss_ggrugl fn sat 1.2-1.5
O al Staphylaa’&& aureus (1 Strain)** >25@ Pseudonsmas aer ugi-Rosa —
S.C 161 >250 * in 0.5% aqueous
car boxymet heResose fadis (1) s . 0-8bcut ane8#20% 0.75 5.0
Streptococcus pyogenes (4 different
Strains) 0.03—0.2 0.05 0.01—0.02 0.6
Mycobacterium smegmatis 0.5 5.0 10 10

Megalomicin Complex and erythromycin in yeast-beef broth at pH 8.0; penicillin G and methicillin in

yeast-beef broth at pH 6.8,
* Clinical isolates including penicillin resistant organisms.
** Clinical isolates resistant to erythromycin.
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B. In Vivo Tests

As was noted above, Megalomicin Com-
plex, Megalomicin-C Complex, and Megalo-
micins A; B, C, and C, exhibit a broad range
of anti-microbial activity against gram-positive
and gram-negative microorganisms. Included
in the gram-positive group are pathogenic
microorganisms including species of the genus
Streptococcus, Staphylococcus and Diplococ-
cus which are known to cause many disease
manifestations. Various species of Staphylo-
coccus and Streptococcus are the organisms
responsible for causing bovine mastitis. These
species are readily controlled and treated by
means of the antibiotics disclosed herein after
a relatively brief regimen of administration.

Megalomicin Complex, Megalomicins A, B,
C,, C; and Megalomicin-C Complex are also
active against gram-negative organisms includ-
ing species of the genus Escherichia, Salmonel-
Ia, Proteus and Pseudomonas. These organisms
are responsible for many serious disease syn-
dromes including urinary tract infections and
diarrheas. Such syndromes are quite common
in domestic animals such as cattle, horses,
sheep, swine, dogs and cats and may be effec-
tively controlled and treated by means of the
antibiotics described herein.

Megalomicin Complex suspended in pea-
nut oil gives an LD, (lethal dose for 50 per
cent of the population tested) of 270 mg/kg
in mice by the intraperitoneal route. On sub-
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16 TABLE 13 ACTIVITY OF MEGALOM CI N CONSTI TUENT ANTI BI OT1 CS AND
COMBI NATI ONS THEREOF AGAI NST LETHAL | NTRAPERI TONEAL | NFECTIONS I N M CE

(PD60 I N MY KG Megal om cin-B Megal om ci n-C
Megal omi cin-C Base in -Megalomicin-[err] Megal omcin-[err] Conpl ex
.Conpl ex peanut oil . Base* HO in [err] Base* HC in
[err] Subcutaneous Admi nistration of Antibiotics O gani sm Staphyl ococcus
.aureus & ay 150 200229,835 45 _ 5@3

50 Streptococcus pyogenes C - ' 150 —10

50 50 St aphyl ococcus aureus Snmith - -

- 86 - Streptococcus pyogenes No. 5 -

- - 39 - Oal Administration of

Ant i bi oti cs Organi sm St aphyl ococcus aurﬂus G qy - >250

100 390 >250 Strepté)c ccus pyogenes Q -

>250 100 310| §EB >250 Stlaphyljococcus aureus Smith
- - 3 - EE 2310 - Streptococcus
pyogenes No. 5 - -l ES ';‘\'7\3 - 390 *

Ut rasoni@'@tﬁ&d'ﬁs@s@asi on i n aqueols 5% car boxynet hyl |- cel | ul ose.

Megal omi cgig A sﬁJSpem_gled in 0.5%aqbeous | agai pst $. pyogenes C. The

anti bi oti€8& -~earboxymet hgl cel | ul gse ang di $persed by ultra- what
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adm ni st FaEiRd FEm g Megal gmi £i ie$ @ TT ap a usperfsi on i n aqueous

against S. aureus with a [err] Bf [N5&<g/ kg Farbpxymetlhyl-cellulose is

active by subcu- 35 and agai fist=P.| aerudi nosa, 35p ng/Kg del ays taneous

administration. It is, howevélr,@mofe 15| death by| 24 hdurs. The [err] in

m ce by the advantageously @sed as an dqueoupgso| ution of subcutaneous
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17 EXAVPLES organi sm The concentrate will give a zone of
The follow ng exanples will nore fully inhibition of approximtely 20-35
mm ilTUStrate preferred techniques for the prepara- tion of the

anti biotics described above. . EXAMPLE 2 Tank Fernentation 5
(1) Fernentation of the Mcroorganism A Germ nation Stage

60 EXAMPLE 1 Carry out the germnation stage and the
Shake Fl ask Fedfrent ation i nocull¥?3:838t age i n the manner descriled

in Exanple 1. A Germnation Stage Add a 0.5 m lyophilized culture of
Mcro- B. Fernentation Stage 10 nonospofg ggal omcea (NRRL 3274 or
Aseptically transfer 500 m of inoculum 65 3275) to a 300 m Erl enneyer
flask containing to\cavird ok MEGLOMIGIN I0oMELEY AGBIYSH IHTRAL TYTRABRITGNERL TyFEgfioNs00 i of
the foll owi ng medi um which has st er ™ MR hMéYescri bed in Exanple 1 to
been adjusted to pH 7.5 with dilute sodium which has been added 6 mni nf

anti-foam Dow hydroxide prior to steri Megbkmican: Megalomidizor ni ng B

Cor ni ng Corporation, Md- |and, M chi gargbmplﬂalhow f er Gemplea®in to gﬁ

15 Bact o- Beef Extract (leco) opegrut ol coad f ot B8 hour s

foll ow ng con- Bacto-Tryptose (D fco) 5. Osghcutanebls trve@iaent Dext r ose
1.0 g Starch (potato) 24.0 ¢ —Ferperattre—

31[err]. Bac§tephyloepsus Emuv Di f co) 5. B5g St ef*13l e Air Input?

4 i ter s/ mn %‘y %ﬁg‘::a oCarbonate 238 g Agi tation
250 r. lo ges,mth —-1000.0 M 2.3 Anti - Foam ( Dow
Cor ni ng B) a&tﬁ:&soemexbgdesl@lmtﬂate the flask3and its conténts for 3 d&¥s at
37[err]. on fropwess RePAB280 r.p.m; At the end {)1‘5 this period, the
potency of 5EH 3@% Fofencs DA 12 t hg'sproduced
antibiotic r Ebaﬁcuapﬁﬁ& pRbch remains subst antially cosstant. Throughout
80 25 B. | nDiplecasens Sacageniae DA 150 ferm?ﬁﬂatl on, the lé‘H of
t he ferment aPi CFHSQDWQ%EPW transfer ﬁ/dz i nog from ay
remai ns subs 3 s ipdeubBnidetsa fsAnge of 7.2 t germ natllq)ra; stage to a

l'iter Erlennbipitoccis pnddmaniac RICGMCISed cel | el une reached.54 fl ask contai ni ng
500m of the sterile nedium constant val ue of 3. 504 QmenThe activity of
used above for germ nation. Incubate the flask thg_ﬂcﬁ.sﬂ;f_anti biotic in
the whol e br giphylofbacusfrendGlyi tS contents $or6 3 days at1188[err] on a 5@i ves
a zone di arreSeqptoodccmwy@&esmA\Zhen rotary shaker (280 r>H6m ; 5 cm stroke).

di sc tested Riplcessys psumgniseddh18r P aerugi nosa. C. FerH@ntation Stagé
EXAMPLE 3 AsepticallTy transfer 25 m aliquots from Tank
Fermentation the inoculumstage to 2 liter Erlenneyer flasks 35 containing
500 M of the following sterile A. Preparation of |noculum

90 nedi um whi ch has been adjusted to pH 7.8 To four 2 liter flasks each
containing 500 with dilute aqueous sodi um hydroxide prior m of sterile
broth as described in Exanple




to sterilization. 1A, add 0.5 ml of a l|lyophilized
culture of M crononospora negalimcea (NRRL 3274 or Sucrose
30.0 g 3275). Place the flasks on a rotary shaker 95 40 Sodi um

Ni trate 3.0 0 running at 280 strokes per minute (5 cm
Di pot assi um Phosphat e _ 1.0 g stroke) and incubate at 28[err] for
72 hours. Magnesi um Sul.fate 0.5 g Ferrous Sulfate

0.01 ¢ B. Fernmentation Stage. Peptone 8.0g¢g

To each of tsour fermentors, add 10 |i42¢85%5 45 Tap Wat er 15

10060. 0 M —of—thefottowng-stertte producttom ediumm—100—=adjusted to pH
7.15 to 7.25 prior to steriliza- Incubate the flasks and their contents for
4 tion: days at 28[err] on a rotaryTélﬂ“é%r (280 r.p.m; Trypti case

170.0 g 5 cmM HckOkedr MEAXMIER Sof@RbRR AR TIBbriE Al M BaL InTra@irsNELCII OF i de
50.0 g and adj ust an al i quot hokcrioRemnpt @Dy etMe/dep pH Di pot assi um

Phosphat e 25.0 g 105 50 9.5 and extract with ethyl acetate

(appr oxi - Dexirose 0 2V . .per vol une
of broth). Sep- Czapek-Dox Broth 13?&%297 3§g%§iéggra?%§@§gf§olvent
phase and . i under

t he agar dgﬁéﬁﬁﬁﬁg‘ﬁﬁfﬁ@%ﬁggﬁz i que (Schegggtady, Ne oYor k) 0

110 55 usBidéptotoced Phogenss C ATCC 6538P) as &g test 13ap Water mos.

10. 0 | it er Streptococ@is pyogenes No. 22 Oral 1801, 229, 835250

18 | nocul agEPEeates PUEREIn22wi th 500 n Cthe evaplrate the tract to a
vol une of Eﬁ?ﬁsﬁ gnzgsle‘écg culture prep _rr'(agd above. {Bring m>.25 sol ate the
Megal om ci Brtafiyliakex adogus Smizh t he t enper at uiosl of t he f esorent ati onisgedi um t o

of the folg): ngé%e%?%l? 31[err] and?%}zitate atagﬁgo r.p.g%\?\hile i ntro-
5 ducing t he nmedi um at e A Hy chl ori id
Extracti onSmpﬁ§1§c3cm1§ aure% ate of 0.5 |i t%’;ai; of air/ljter of brggh/ m nut e.
Extract a B@ghyltocaub ageno® of t he et hyl acétGte Increage the agitation rate
to 600 r. pgﬂghy}i;f"gc?_a“f% trate twice wiOdh 250 nl g tions of179.5 24 hours
and to 700pf el phlameliacite hOUr'S.  per cé@; (0. 14n) ,fldrochl orj3 acid. Make
t he Ter m nbiphcichs phambRittepd | ON at the eng.f conbi ngd acid exjgracts

sl i ghtly aPiédcecrre phegpmptie N2 69 hours. P@ddl the brows from thaofour fer- .
addi ti on oﬁf@?@gfﬁ%ﬁgg@ 2edpi? um  hydr oxi d&:C: 70 nent or,® for extrHBtion (about
37 liters) Enterb&@ o.Jab2 8.5 to 9.0) and efé%act tvm'céwm’th 250" portions
of ethyl aEmtradoens Kase4 (2) Extraction obrdvegal om cizso Conpl ex 250 bine the
et hyl acet uterowspy Ne88¢ and concentrate ufider reduced8®ressure 350 dryness.
The com o 2 pl exJ¥ produceddui | | haveZ28 potency of
about 75 beieBE brle@Ronf Megal omi cin Conmpbgx from %5 [err] gldsg when
assayed byKiehgllpprevmanisg| y 15 Labor at osy. Fer nent attfoon ( Chr aambogr aphi c
descri bed 25;1130??&@? acgugmoBechni que. Techni g’gﬁ) Adj us®280 liters>8P whol e
broth prepat&d o8 *B#"Piri ¢ Acid Extract accordi A% to the PBcedure
described a—Ex——1tilize the extraction described in Exanple anple 2 to
pH 9.5 wi t h *din/0ui% acugeve casbpxypusttiylertiuloseX A Sl rssubtutneong 0. 1 n sul furic acid for
the 80

vacuum Te ‘F%"ﬁ?&“ﬁ&?@@ﬁ%‘é?ge for (Gen%l El ectrid Corrpany)ﬁ%Cti vity by
hn




20 hydroxide. Extract with 2 volunmes of ethyl hydrochloric acid. The
conpl ex so produced acetate for each volune of broth. Separate the wll
have a potency of about 550 [err]g/ng in solvent phase and concentrate
under vacuum the cylTmder cup assay. to obtain an oily residue
(approximately 30.0 g). The biological activity (1/20 dilution) of (3)
Resol ution of Megalomicin Conplex and 25 this oily residue will give a
zone inhibition dia- Preparation of Derivatives 85 neter of about

20- 30 mﬂag% nst S. aureus and about 1% 8%? nm agai nst P. aerugi Nos g,
EXAMPLE 6 Purify t of

Megal omcin [err] graphy according to the foll ow ng techni que: 30
Prepare a col umm using 1000 g of LH20Taete Prepare a col um (105 cmlong, 7.6

cm di a- Sephadex 1(‘Phar |a FI ne Cheni c usj 2000 g of
silicic acid (An N (;1'@6 ﬁoﬂr‘?giii%lv E@fﬁéﬁ‘ ?iﬁ‘ﬁ'gg &Hol .
t ran8fer

Reagent, Malli nckro y packl ng sm seg- e oi I y residue

to the ce i , Mt h

95 per cent et hanol at a Me “Pfa‘t'B an I\é Ca@l %‘H‘l‘i“hCEx-

35 of 200 ni/hour. CO| | eCtpe B P1E i’“ "““ |@asﬁ‘§£’| h a “ﬁhéom xed
W th silicicacid s als -- bac

evapor at éuhch@eaue&dmﬂmdefAMQMm Add the actl vity (determ ned by agar
disc testtnmg dry mxture to the top of the colum. Elute 95 against S.
aureus (®I&hxH538P). Concen- the colum with a mxture of chloroform (60
trate fr s having peak activity to dryness. parts by volune) and

met hano! Staniylopngeus gur G#@ Di s¢¥ ve the2¥olid resi*%ue in a5%mall m§$|

vol ume) §F°Pé°°?°F‘8\BY‘?g ¥Cof 1007 / hour. ¥l 1ect of® acet one®ind pour ' nto an
EXCESS V@lapHiRcoced Qurblls shitgct i ons. Moniter the colum by digg of petrol eum
et her (bS@eptoB&mﬁ@&cgweQNo 5Trans- testing each fraction agd nst S. adreus
and E. 1&0 r. the m‘xtu e.to a dry-ice/acetone bath coli. Chromatograph -
the acti éal TPTSRY Ol HUPRih  oxi mately -50 C.) and allow to stand silicic
acid thin layer plates run for 1.5 hours 45 20 mnutes. Allow the m xture
to retur@raanismi n the sanme solvent system used for the roomtenperature and
separat eg i mcoccusaueus rl um. Conbi ne 5%ct|ons 3 or di ng ;b t heir quuor
fromtheg( L{mc (&gy decanti ng. Bsg chr orrqg?;c)gr aphi cgupatter @25@5
det er ni ned by 1 centrate the nother liquor to dryness to obtain the two
met hods |§melwlomgeusyurde§emhbed (see purified Megal onicin Cépbl ex. -

Char act ePFPReEH PEBEEN%I%0ni cii Conpl exY. 50 Megal omi SPh Conpl eX”so
produced wi |l have Concentrate the fractions under vacuum By a potency of
about 225 *t Glusiicafed sush@pbionin\apesus ocfrisrkyngthfr@ibfidons as i ndicated in Table
14 assayed according to the cylinder cup tech- below, Megalomcin [err]
Hydrochl ori de Megalosiin Aldipemted) it€0.336 3@edud € dgadds0S @yogenes C. The antibiotic is some- | at ed
as a white powbxymdtyylceljutpsersing dispgrsediey lkist}rrblwhetdeSF e@wmre@ lranmmé’D«o#wmé éf

met hanol cgtiog 15 active by subcutaneous ad -IG{ ain F s of
ethyl 55 ExXGraClrabeieulbaed i cih %lgsmlsﬁ%m e routeSs esm iﬁm e ﬁ;ffgf ial at
this stage h@Spuanqﬁoteecwyaf ”Earnig/kgjzardngmhmt ikg.nMeg aﬁmlme@lt alE»(Ex‘lﬂﬁlﬁlamﬂmaK-)f about
1000 [err] g / aep'tfgmpqqutb Pil)ngérlﬂcxg?kg j_I‘ixg id ety mst Plasmodium berghei and 30
assay prey LR Y i RHfPerst "Plet Yg}f hkes gt_m ﬁ’cg‘%g) "ﬁb

ed in

I'sol ation | CB RuspeRdcti]in Woh@Y ditok Icmf &rpﬁl&ssragmha dapira
Exanpl e 3 to acnve ub@nﬂnwm iisehiph if mivet | OMegalamicinr(dias atwpkn§dh in dphe@sz W th

50% aqueous $ o Wil A ED:. °fr1|5 kg J‘:%Fb%@P?W -ceffyos ? ‘Ul b 58% i on
e a\v e S0 e o o o, A a os o
white pOV\Ul 9 route is greater than 500 mg/ its hydrochloride salt and when administered

subcutaneously to mice has a PD,, of 45 mg/
Megalom1c1n C, suspended in 0.5, aqueous kg against S. aureus Gray and a PD;, of 10 40
carboxymethyl cellulose and dispersed by ulira- mg/kg against S. pyogenes C. By the oral
20 sonication is active in mice against S. aureus. route it has a PD,, of 100 mg/kg against both
When administered subcutaneously against S. organisms. The LD,, in mice in intraperitoneal
aureus Gray it has a PD,, of 62 mg/kg. By administration is greater than 500 mg/kg.
the same route it has a PD,, of 180 mg/kg
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19 concentrating the selected colum fractions to up volunme 700 m).
Charge the colum with dryness. At this stage, this material exhibits a

2.8 g of the residue from Exanple 6, dis- potency of about 900 {errJg/ng in
the cylinder solved in 20 m of nethylene chloride. Elute cup assay

previ ously described.: The remaining the colum progressively with 700 n

of hex- 15 5 active material is eluted fromthe col um, pool- ane, 700
m of etgg 700 M of ethyl acetat ed and concentrated to a regsj due.

and i ncréasing amunts of acetone 12 %?hvl acetate (flowrate 205'n1/hour)

Col | ect 100 EXAMPLE Efampres orgsﬂlsni‘ TRE Edn@Bfate FGsive QlA¥THE | S
nmoni t ored. é@le léowmgsgdalatlcsomllofnowegpw ofirhibitios of\apprdinttely 20-36isdny. descri bed by

testing f lno gﬁﬁm %ﬂcs?*ﬂ-‘. iy dscRreppiat e 500 g of Elorisil at 100 [err] for
S. aureus i IS PEEE by thin | ayer }ﬂglkxg%;j;é%ns; fix in hexane
and sl Lﬁrryl)l m'eeneatagénaﬁ%e Mivegassmgdr aphy. Conbine e fractions as in-
colum (105 cm | ong; 8 cni di anmet er ; AnGlegeinatichh 8tagecd i N Tabl e 14 b&l ow.
TABLE 14 RESULT FJ AV enta 1EPARATI O\IS rPuLé‘Vege“Pa*tt‘P@ls gjc r]heChI or o-
Pot ency form Me of (terr] gl mgfy SRt e manner describedsf |y - oyt
Wei ght A Germmatwn(ﬁﬁde40) Silicic Acid urm Megal omicin [err]

28-48 Add a 0.5 milygphigjzed culture of Mzcro- 0 B6Bermentation Stage 900- 100 Megal om ci n

[err] 10 mono)sjtmra 3 @ :%Alzcea (NIERL 3274> ”90 Asepnlcally transfer 50§ mb of inoculum 65 350-100
! 0a rlenmeyer fla contalmng a’l4 li containing 10

Flori sil emu which has sterile mecingfém?gzrmbed m Examﬁﬁﬁ grg

0. 38 been ad;ustdiZﬁ-pH?f)S (w30 Uilae éde  IwhiclChad Yden adRd 8tk pf NBEFAMPDIET N A

370- 397 hydroxide prigr3ro ﬁgnhzanon 0Co®ing B (Dow Corning Sﬁpolﬂ@n,(lﬁﬁ% cetone in

ethyl gaget I\élchlgan) Allow fermentation tq. aWpr 0 of this
exanpl e on%a% a,gtﬁfe aé‘,f%f“& o- I\/Eeg%l onﬁeffl?,[g°rcfb6nlﬁﬂur§xu"fiﬁla‘¥’%§11}?‘8?ﬁ &2 sal t

m cin CorrpID;xtrassetr the various fraetions there- Suspend about 140 ng of

Megal oni ci % bst i t@'ﬂ)mg equli‘evmreme quantities éi°@0 Conpl ex, as
i sol at egl i ik onfl i ny o “%t her JEHOAT dph as, 41‘16;’5 el e, sul furic
or about 5Q‘aﬁ'| wat er . Adj ty@bo?

e pHAR: Tobe oRpPasabr B acil, the

respective sal ts ma aI SO 30 suspenS| on to about 6.5 at® af nékddlly t he

addi tion a”éf“ glp ngfrﬂ 1) hydrochl or| c aC| d and stir Tabl e

15 bel ow § atrﬂtérya% fruf PP Q‘ij%‘}l PhgoEREsf ubl es, i f
uce b1o c reaches a

any re- the hy rochl oride, sulfate a ﬁagt odgRdub), 8Py

filtrad oB. GmddimnS ,ﬂ.Bhl I | ze the filtrat &rmdii&dﬂl fhéqamof e gahawied mixConpl ex Wit h

ato obta hﬁ‘s?“ tage & ﬁﬂkggg%gﬁr"ﬁ‘rl thee TR@pi subst"wtllem: e @fng2827.3 err] g/ my of

Megal omi Chgdc bafitn g_soo hi AOCLIEe! %g. X ’?:? caSSali il BBt bl ex

aga| nst ausvdaﬂioﬁttyr g@ 1@&1&{T\Iﬁﬁlﬁtetthé/1ﬁslan€£ éj étfmﬂl the whole broth 85

gram né‘{;amd\ﬂé Qg fos (Fedays ot 28 w{bamta b gieds abzuni iafdtert dfe15u425 | thid attieOn  Of

subst ant i 2% IRNTR(CHY BRm e tiitkeat pH @isqrested against S. aureus or P. ags@ginosa.

§

C. Fermentation Stage ExAMPLE 3
Aseptically transfer 25 ml aliquots from Tank Fermentation
the inoculum stage to 2 liter Erlenmeyer flasks
35 containing 500 ml of the following sterile A. Preparation of Inoculum 90
medium which has been adjusted to pH 7.8 To four 2 liter flasks each containing 500
with dilute aqueous sodium hydroxide prior ml of sterile broth.as described in Example
to sterilization. 1A, add 0.5 ml of a lyophilized culture of

Micromonospora megalimicea (NRRL 3274 or

Sucrose ) 300 g 3275). Place the flasks on a rotary shaker 95
40 Sodium Nitrate 30¢g running at 280 strokes per minute (5 cm

Dipotassium Phosphate 10 g stroke) and incubate at 28° C. for 72 hours.

Magnesium Sulfate 05 g

Ferrous Sulfate 001 g B. Fermentation Stage.

Peptone 80¢g To each of four fermentors, add 10 liters

45 Tap Water 1000.0 ml of the following sterile production medium 100

adjusted to pH 7.15 to 7.25 prior to steriliza-
. Incubate the flasks and their contents for 4 tion:

days at 28° C. on a rotary shaker (280 r.p.m.; Trypticase 170.0 g

5 cm stroke). Pool the contents of the flasks Sodium Chioride 500 g

and adjust an aliquot of the whole broth to pH Dipotassium Phosphate 250 ¢g 105
50 9.5 and extract with ethyl acetate (approxi- Dextrose 250 g

mately 2 volumes per volume of broth). Sep- Czapek-Dox Broth 3500 g

arate the solvent phase and concentrate 100- G.E—60 Antifoam as needed

fold under vacuum. Test the concentrate for - (General Electric Company)

activity by the agar disc diffusion technique (Schenectady, New York) 110

55 using S. aureus (ATCC 6538P) as the test Tap Water g.s. 10.0 liters
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20 TABLE 15 ANTI BACTERI AL SPECTRUM OF WATER- SOLUBLE ACI D ADDI TI ON SALTS OF
MEGALOM CI N COVPLEX M ni mum | nhi bitory Concentration ([err]g/m)

r c 103:8&?3‘? 2150
by one

I nosa ATCC 8689
cl‘hyl acetate

Hydr oChrori de Sulfate Phosphat e M croorgani sm
Sal t Sal t Salt Bacillus subtilis ATCC 6633
0.01 0.01 0. 01 Staphyl ococcus aureus ATCC 6538P
0.1 0.01 0.1 Staphyl ococcus aureus ATCC 11163
0.1 0. 1 0.1 Sarcina |utea ATCC 9341
0.001 18 0.0 0. 001 St rgzeb,e3s0ccus faecal is ATCC 1054118
(2) 33', 2 iulate each fermenti g a éggf %I’I Cna'ﬁ;?r t(e:o
ur seced culture prépar

1.4 perature of the fer tidal rﬁﬁdﬂhh&o Vgt gﬁffdll‘&m te ﬂques
5.6 5 ﬁ1° C. and ;gltati at 53(1; AmPgeladorvenas aer u

Cl air flow throu € m e
EIL_' j I%cr:g 0.5 liters of axrg/llitogoﬂﬁ%': ga‘\ E;Qt;ﬁgg 5 gﬂd liquot o

EXAMPLE 10 | sobatho@h a
Tartrate Salt @Qferngimt

i cin Conpl @2 %9 h S e !
m cin Conp gg?%ﬁ’“f‘%éf%&ft 3§ate)t's eat ![téo fﬂYS ﬁib;}%

se the 1tat10n

|0 e 46 héupd1p|
alemaemamsul the c5df g

conposi tion cofpfi

of de-

concentrate twice with 250 ml portions of 0.5
peXcent (0. 1415’ﬂ1¢¢iﬁt:hhﬁd axid. ¢fakathe

cembnMé { onvieet wglmmﬁhlgx by the
)T

e

JofS 951

65

ST 911
W -1
a conplex BiralYRgal Mejabinktin] @iniplex and bMeg&Ieﬂryl maiteextmmgld@atcbmtef or

about 30 m nutes at m ci n- [err] obt ai ned unerd no@ss%eabéveess 34 Qout
room t enper at ur iy PP 5 n
Add to the iz i Z;‘Gféii Qﬁin b@‘i,m” % %w’ﬁ E“t?fp %hfﬂ% &:hn §§“ ﬁs]
solution 0.57g OTechrﬂqu)arl C aC| di s- ltrate |n vacuo to apprOX| mat el y
2.0 liters. sol &dgt |?ﬁ lfzerﬁofmﬂhtdﬁf bxethhmmred Sﬁlsruff 3}‘5 % Lepare a

ac 1 ﬂll.l)
sl urry of about Cspngl ?lé}g?)vnt dllucaq us S0 1 %ﬁ@% furT: élh f \e/\l’g the
precipitat- yat h‘? AR BN v QOFoRies S bt ﬁ-@d e tcompl sosp?tbduced sh

t he precipitat acewtet for dblﬁiohiﬂe-of’ﬁlﬂﬁh Spirutt thon. wt]Alhh\@W pracyt @ngber 6 g/mef int he

ether and dry tSMeen P*G
to about 25[ert

with stirring

quantity of
in vacuo to y|

obtain a
The

é}: f. a!n#r ﬁg@:&h

2beeyHReSifuP 28y suspension to rise
eRLQAth{% %ﬁmek‘ﬁonﬂgtp %mﬁZxSanl'S
of Derand

mSvQ ﬁlh&&ho a-fi | t r a- Prepddtion ads Whose 85
rotation is -57hest o] ahmamwedxm dfRintti Hrwreddsh t he sol ids WI t h a snall
an a ut) 1 S éﬁw
at U fY %I{E?n%i{%?ggﬁg lu:&E chrgrr@?g—c \rllva'tce{:lgﬁrt1?n 0 ega}omzc é‘l t 50[ err]
Q!

EXAMPLE 11

aypxragua

mol Qslily 1006 1g] @/ urgzn

Conpl ex Propi or&phadeﬁs (Pberm2@r Fine Aghdinicaloderl)

Dissolve 1.0 g
nmot her
product may Qe

agueous am 25

I n 5 0
o OO0 m]/Kohir. KIBIRE SO Ad] Erac@iodd
wi th Megal om cibirs fActznd a@rdmg to theip wmqee#peq&almﬁéhef g9¢tong upy
and Megal omi ci rf‘%’:"

e e g e
Q 7 the
i éﬂi? S e

UYEUS

fwné ERUstivify )Qedrﬂl&@d

agamst

tra ac

t he resul tingy ppiecivgthk aslid r&mle til ©BmOf angantd

wash with 40%

45

50

55

60

o cpaserg n an 1
of petroleum %f%%ngd—t %égg Vﬂ;}gﬁ
fer the mixture to a dry-ice/acetone bath
(approximately —50° C)) and allow to stand
20 minutes. Allow the mixture to return to
room temperature and separatc the mother
liquor from the oily residue by decanting. Con-
centrate the mother liquor to dryness to obtain
purified Megalomicin Complex.

Megalomicin Complex so produced will have
a potency of about 225 to 275 pg/mg when
assaycd according to the cylinder cup tech-
nique described above.

EXAMPLE 5
Extraction of Megalomicin Complex From
Tank Fermentation (Solvent Extraction
Technique)

Adjust the pooled whole broth (about 37
liters) obtained as described in Example 3 to
pH 9.5 with 50%, aqueous sodium hydroxide.
Extract with two volumes of ethyl acetate and

Prepare a column (105 cm Magerl6om dia-n- C

presiuesing o9yl sligc Ilda@é‘ lytiegly
ingkrod: (5&5 cg ;

eal
%%‘: Yl

ﬂltﬁlUQr prepheddEMEEx-

e
L fofengk
aﬂs Bwh Qoldthe§ RAd MethanB@ @arts
x&d:duex at @ flovg geketof IQOSnl:éngwﬁlolbetl

m! fractions. Moniter the column by disc
testing each fraction against S. aureus and E.
coli. Chromatograph the active fractions on
silicic acid thin layer plates run for 1.5 hours
in the same solvent system used for the
column. Combine fractions according to their
chromatographic patterns as determined by
the two methods previously described (see
Characterization of Megalomicin Complex).
Concentrate the fractions under vacuum. By
combining fractions as indicated in Table 14
below, Megalomicin C, Hydrochloride is iso-
lated as a white powder by dissolving the
combined residues in one volume of methanol
and precipitating with 10 volumes of ethyl
ether. This material at this stage has a potency
of about 1000 ug/mg in the cylmder cup
assay previously described.

Isolation of Megalomicin C, Material

By combining later fractions as indicated

in Table 14 below, an Megalomicin Fraction
C, isolate is obtained as a white powder by

&t At Oo%%fof t he

this

y m-d eampBt4 if adetose mixed withssiliak art@.mdn at ed

énmm? )

9%" 2%

ter
OoWw.

100

105
110

115

120
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21 water to obtain the desired product. The pro- Procedure: duct obtained
in this manner has the follow 1. Blend the Megal om cin Conpl ex and the

ing constants: lactose. mp. = 207-210[err]
[[err]][err]= -63[err] (C 2. Add the magnesium stearate and mx. 5

—1% i n ethanol). 3. Fill capsules.

60 EXAMPLE 14 EXAIVPLE 12 Oral Suspension: Megal om cin-C

Compl ex Di acetate Ester Megal omcin A 25.0 ¢

Dr ssol ye1d1 0 g of Megalomcin-C @;zmsgx Magne5| um alumnium ilicate

dce Sout
Car boxynel‘twes?%[“ﬁ g%%“ :‘l a t°651’%1‘§ \kg{é"geﬁj‘? leact i on
nt xture atpoﬂé&?'?ﬂ? abo nr ﬁiE %ylm P solved in 10 m] of ﬁﬂleﬁﬁfeur e for

about 18 hopisssy ptebiasly [ﬂwﬁbed {The Fdnaintng  the column progressively with 700 ml of heg-s.15i nto 2. 0

liters Bf aftivemepeniabis claiohirem e piunBippagl- 1789 ml of ether, 700 m! of ethyl acetate q.s
of 14% aqﬁgéﬁ%c"&m‘i‘i % FYG 1 gor ous s%ﬁf‘mmmﬁ m‘— 1
0.9 gring. Filter lp,h,eﬁpﬁ_@sul ting precigist nmw,g omtE}re@Es rpar aben, USP

0.2 g 70 1}? Is%&ﬂdﬂd@dz zti&%ﬁel d tvlimaslyzléstrrbecub :esrdlgcftacno;pfh pgr (28t e 80,
USP Cuvate g ofgF’ ft Y AR Et | on

c iy t oRs-as i
Sor bi tollo &err l&smm 38c:m/dfag’rr:::ter,a ]@ thﬁte m Fﬁ(?] Tu fd— T%in
et hanol ). e .0mM Alternatively,
the precipitated product may be ex éﬁg £d with et hyI acet ate, the extract
Procedure: 20 washed with water evaporated in vacuo to 1. Heat 200 m
of water to boiling and di sRnsumSoaCowmdmnuﬂihse residue is subsequently
dis- solve in it one half of the parabens. Cool to solved in acetone,
treated wth decolorfzing about O[err[, tihen Ry f.0.the TOT ysor batje 80.
carbonf and precipitajed by the addition of |an pas RPEhiGod N| t heroehdyi dat e,

stirrijng until a uniform equal vollune of wdter foum- !é#ndlthi t(u&/mg) prioduct .
snmoot hl_stERRHS i on resulPEm Mt ch il s W¥®Hi x{ 25 M) view ¢f the foregoing

exanpl eshicicl Acidi@tumnt U € 1. 80 cones {obvi ous
t 0 those—skitled—n-{he art that |2. Heat gn additional 200 mn of wdter to
boi | - t%&ﬂe dn otick of this invéntion willl formother g, dijssol ve
init HClommi nder of t hé&dBrers) 1.2g 0.65 9001

par abensMegdofR@I G t e casdosgymet hyl ggidgil dse in flhizs unti | aseomot H gel
resultis. Mx in the (4) Phar maceuti cal Ddsage Forns Sor bijt ol

Sol ut i flerisfGeIHmBli ssolfve the sodiuh 85 30 | . The fol | owi ng|Exanp! es lare

di rect e,qegtalgm,cﬁlBtrate to eQtabn premgyipre 2. song [f the phapmgsut)i cal
dosage| forms 3. Add|prsm abiofegn 2 {t 0 prem Yture 1 slowy, erein the

antibiptics may be u echthyll'#waté)or- V\,i th constant stirring. |Cool theA
resultjn X = | at il ons, ,.ex di 1 e topicals, ,are de- |[tu 45[err].
My Sohl 19 o 0% §-ioB

Add th om<cin ($0k23AbneSh 91 mt thd Adninisqrafion of from
and cof or, m xi ng th I’CttlgiLHcgtate)Add suffl cierft go 35 about to 50 of
ant i bi otTTpeTr—kTtOU! oun guantity—of—water—tonake—the—totat—votunme- of
body wei ght per day. is, of course, con- 1000 m . tenplated that the

medi can®nt s lye LE 8 NF‘EE”@B‘PEIWI%‘EH‘@@S@S‘H rom2 to 8
tines in a aﬁ% %ﬁ alt erg’nqg Complex or the various fractions there-
bout ich %sua tutmg valcnt uantme of 40
Megal om ciay lex, as isolated in Example 5 above, in Oo thbr a as, fo
f or mul at i cabent &ip enl @€ werea |Adjnst it pHirof cheAcphdsphoric acid, the respectwe salts may alébOO g
30 suspension to about 6.5 to 7.0 by the addition be prepared.
of dilute (n/I) hydrochloric acid and stir Table 15 below sets forth the activity of
vigorously. Remove the insolubles, if any re- the hydrochloride, sulfate and phosphate salts 45
main, by filtration and lyophilize the filtrate made from Megalomicin Complex with 2
to obtain a Megalomicin hydrochloride weigh-  potency of 232 ug/mg of Megalomicin Com-
35 ing approximately 90 mg and assaying about plex against a variety of gram-positive and
550 pg/mg. gram-negative organisms, in a yeast-beef broth
By the utilization of substantially the pro- medium at pH 8.0. 50



applied to the infected area from2 to 4 tines

104 g daily.

20 g In the utilization of the fornul ati ons set

nonol aur at e
g.s.

Sor bi t an npbnost ear at e

Sor bi t an nonool eat e

Pol yoxet hyl ene sorbitan

56 g forth below the dosage of antibiotic given and Wter

1000 g 100 45

in large part on the stage and severity of the Procedure: infection, the
type of infection and the in- 1. Heat the stearic acid, sorbitan '
nonost earate, dividual characteristics of the animl species sorbitan
nonool eat e, atad pol yoxyet hyl ene bei ng 1,22988%d. 20
sorbitan nonolaurate 10 6o[err], SO as to obtain a prem xtare 1.

105 50 " EXAVPLE 13 2. Heat about 90% of

the required water to Capsul e:
t hen addAnTisadrerifdr SPECrRUMF OV akereSbTusMe g&b ADBIEbM SATEY e MBGALOMICIN

70[err],
250. 00 ngy

TasLE 15

mx to formthe cream baseomMrLEiCct 0Se
248.75 ng 3. Slurry the Megalomcin B with about 10% Magnesi um Stearate

1.25 ny pbf the water, pass throughla &%&&ﬂhﬂt&r{rcoma&dﬁ%g%ﬁﬁd { he
mlled slurrylto the nolten 55 500. ngy
cream base and mix. Allow to cool. 27 Hydrochloride Sulfate Phosphate

1, 229, 835 Microorganism Salt 5> ExAVBRE 16| St

plex or a conbgaiiantiieRircOisesi ¢ t hereof, whigch) Topj calp gp nt frentp.er
conprises incubating a negalomcin co ex- Megalonjicin [err

10 g produci p¥eriylepessy ayeeti ARCC 6BPP straj n) of®-the 60 PMr ol at urfrl

990 g specie omcea in aqueous jnutr|en m
under aer obi CFSC%Q{;@@{%&QPA?C&M& of 0.1 1003’ t rons.
2. Process ac ciﬁarhgeatfd‘Qﬂ Bitim 1 wher ei n| Proc®dwt e: 0.001 0. 001

t he m'croorga smuti i onobnogpor a 5 1. I\/blt t he petr Im
nmegal om cea VE mptﬁ%’&%f%f’f‘?l éﬂ%d\z/l‘ 5 | urry}the l\%gal onji ci B} [err (ﬁk ut
10% 3. Proc eamcrmdmgcuws@lmm 2 Nhel‘eIZI’B of the patrol tumsand Dass
t hrough a col} m cr oor utiliped |s M cr onon ora | ol d
mll. ° Klebs‘el?a Poeumoniac R%CE%& meaal om'cea valr. (r?rqual oh c@a NRRL 3274
3. Mx the m|haehsShigdhs pawei h the remai hder 506 a galiam ci p prigduci Hg
mut ant or de-{ 70 of the nolten petrolajum Allow tjo cool. pcendant
thereof. 4. PyRsendemonacaereiarsndTES 868%i m 1 wherleét n the EXAVPLE| 1714

the m croor gar%aﬁﬁUanathbtﬁﬁgllérﬁ)M&r ononogpor a yPar entjer al, 880I uLl OR.g

n’ega| oni cea Vi plgra na omcinl A - Tartrate | nr-nl vi-al 5.

t he frequency of administrati on depends

Process accor di ng to claima whereln the 75 Citric Acid serving as

14 ng/vial mcroorgani spramiideid i sed s M crononospoEamblieS0di um Phosphat ef
buf f er 36 /Dsl'/ﬂolalhons eh@nvméh%aﬂex ni gPeprdiRiRE o3¢ TErirgte Salt E!t@rM?gela-

issolve ogpicin @ W
distilled E‘fa 4%% l1ters of aceton’gang) m Cllo B composR CC'li‘l nsmg Pbsof 30
descendant ré@ n thh 81 g of de- a complex of Megalomicin-C, and Megadlo-

Process accor
A Tartrate w

10

15

dtd[lﬁznh@ Cﬂ‘&)ﬁ fof &b I0gmimhied @

t #boutygbraxr winperatire Reppeyelsbet decptpr
izing carbon by filtration and concentrate the
filtrate in vacuo to approximately 2.0 liters.
Prepare a slurry of about 80 liters of ice and
water and with vigorous stirring add the acet-
one solution. Allow the temperature of the
resulting suspension to rise to about 25° C
with stirring and collect the product by filtra-
tion. Wash the solids with a small quantity of
water and dry at about 50° C. in vacuo to
yield about 212 g of Megalomicin-C complex
assaying about 1075 pg/mg.

Additional product (about 85 grams) may
be obtained by concentration of the mother
liquor, however, this product may be con-
taminated with Megalomicins A and B.

Megalomicin-C Complex as prepared above
may advantageously be used in the prepara-
tion of acid addition salts as shown below.

B2ind0), obtine

smpef fighylesher il sfimigg hAdd to the
resulting solution 0.5 g of tartaric acid dis-
solved in 2.5 ml of ethanol. Stir the mixcwure
for about 15 minutes, then filter the precipitat-
ed salt. Wash the precipitate with diethyl-
ether and dry the product to obtain about 2.0
g of tartrate salt whose bioassay is about 575
pg/mg and whose rotation is —57° measured
at a 1%, solution in ethanol.

ExampLE 11

Me alomicin-C Complex Propionate Ester

Dlssolve 1.0 g of Megalomicin-C Complex
in 5.0 ml of dry acetone and add 0.35 ml
of propionic anhydride. Stir the mixture at
room temperature for 4 hours, then slowly and
with stirring add 8 ml of 1.29%, aqueous am-
monia. Filter the resulting precipitate and
wash with 40%, aqueous acetone, then with

35

40

45

50

Exsilipt 9 dbeveMag@ad om ci n



sterile citrate/ phosphate buffer aseptically. nerged aerobic conditions.
2. Fill into sterile vials. 7. Process according to any
preceding claim3. Add water and shake well imrediately wherein the

m croorgani smis incubated at a before using. :

tenperature of fromabout 22 to 40[err] and at 85 a pH of fromabout 7.0
‘to 8.5. 25 ‘ _ EXAMPLE 18 8. Process

accordj,ng to claim 7 wherein ral Suspensi on:
t he t.g;%:p_e_r__ar ure is from?28 to ?ﬁ#zgﬂlg}f and the Megalomcin [er r%l

" 250 ny/waieato obpai thedebired Pproduc? ’Ihath 2. Pr&ediraam Car boxyrret hyl cel lul ose 3
my/.vi al duct obraingdy @G@s@amtmsdhenfgﬂ% dn%gct @t;eltltgnlgmrslhdiompleg(@n@meysor bat e 80,

USP ing °°“S‘an? | Ni s Whi cl udfesser ecoveri ng at ast one anti- 30
. = 207—2{t0/ ¥! Fhj,= Y o 9..at leas
Met hyk pat B e echanol). tan (g Ealat arty

e m CblmS

aba b o “dctive cegpound or
subst ance. Propyl par aben .4 gl vi aI 10. Process
according to cl a| m 9, V\/nerel n Wat er (| EgAMPLE 14 2.0 m/vial
the anti b,{,%gﬂoﬁa I’)t'j 8.Somaund 0mcmé“Af’ance S recover d in free base
form lv &alomicin-C Complex Magnesmm aluminium silicate d g Process

accor di ng5% ml o’f|;ﬁndﬁe9mdMIETEmnof]a.ccnPr Ydite Grtsomdihylanulet, Ui abevésrequi red
t he aift |3MY6@46£E§§OL B £agiion miRiire pt @erbstsaﬁvere Gigat@dSP sodi um 250 g

car boxy e:“’LFgQ (’;‘rrr:'l‘r red in the form of ester. bate

80, met kyhpar, &Q,amﬁa a RO R, sﬁ’r- Met rab0€RPS accor di ngoég claimg,
wher ei n rinngxlteAtht msdlﬁngearetnbms@hsutmbn Propylparaben, USP the antibi@igcalPly active

corrpo‘énd"a 1’ a @ ipeqdjqty  Polyp %;; §§§ Megal b@r\gm n- stance
is recoyg E J/ ér%t%fPP @g’ﬁqﬂg ‘g’ﬁ £]%)ort i on (é e above
vehicle' ;;%1% ngiaglgateacpe@{,éjlnng to ¢laimil, wherein h pass t hr ough
a col | oibd emrdcted with ethyl acetate, thiehextrsal tPrdacsdzm aci d addition salt. 3. Mx the
mll el s“fafi’F ith\pvatey 2pchevago @ﬁ’ﬂl"ﬁ 0 to A{CatFﬂOB@é w fé't:@r‘H 3dod'fan)7’5of cl ai ns
"9 to Of e 1due is subsequently dis- ve in it one ha e{i)@'a ﬁ g?e steps of
. ted m&;ﬁﬁ colonzm about 70° C., thery iix i p
. making te nhfn@ c1pl b4 the iod tﬂtag SpahHid ig thélsi afe, stirring urml a uniform al kal i ne,

~extract |e wommmﬁvhteatow&tdehc-txtlﬂmost@t b|seogip snepantionareshlts, swtlicht is rpgpntnhe

" anti b'45ot| °faﬂ“f |f‘V§° CHmples, df @8npound or
Cubst ancEB RS ﬁmﬁm,‘h e ﬁﬁ AR AN ALY BHR b ot o com

15. Procass accor |ng to any c alpmsb spﬁ@a&tﬁet &ﬁl&hymwlobe repl aced by

any other to 14 incl udi n% t he st epsn@lfls wngh @ lsagorigget Frenlts. M@ impitei bi ot i ¢
conpl gx (4)ﬁpt zé’g’m tedoPospaedionpse el =$c%p;°a ntichidgtoive af iyt i85 e
subst Enge i et x'cﬁsdo@a%QQEﬁho G, 1 LRBY S piaixedkdt LBy,

ant i bi otwheraih lpe aaﬁﬂldtuﬁnmm@dnﬂ& fand \h&&bxafahtrkgrrfng E@olx8s fsultfng imix-t he form or
esters murllagam sxcludag tlleas':t:c%g@,ne;c%rdﬁeh e ) ol mgp2Fd e Addb the é‘@x*é@g@n ﬁh@vorparenteral
ol v rza?;i,: o oGS R e el i Werei
sente “c"C ﬂh THhe® corrpoun |so ated is

megal omtem;ﬂhtaa that thel 1amkntbbeotr,w@ morrpl ex, ant iERanotk 5 or m xture of 17.
Pr ocess dinidsd debesfgpnt 3 tac$ Hingnin @ 24\)WlereTqﬂ1fdrﬁTfaty| ot | cs in the fqr m of an acid

addi t j ori’erl Lhe comound i sol at ed C%ﬁ f‘g‘@ﬁ salt.
18. PPocgsia a‘fﬁﬁcpgélésmar“ﬁ&i ‘R ig? e r&loﬁch@arﬁt@ mpound | SOﬁoatged i s
megal omdailn [er r] V\HAT WE CLAI SutbithfSmonooleate 20g '10.

Process akicBe dii fl‘tf’oOfcf}halfﬁffzI‘Bt“’“M ({é’ii’°xe@2’e“els°fbpf“b€€%°éa“ﬁ8r @é pgeduct i on
of anﬁar{ Re Troquirdf °§a§§q§) oﬁ%@ fegal on&in [err]. biQifc tonpl ex
i dent I'f i196k pat Biegﬁ gt Ghd) SO of the20>ro£dz@4:ess according to any of clainms 15
to 22nfectlon, the type of infection and the in- 1. Heat the stearic apiGorBiB#® monostearate,
29 dividual characteristics of the animal spec1es sorbitan monooleate, and polyoxyethylene
being treated. sorbitan monolaurate to 65° C,, so as to
obtain a premixture 1. 105
50 ExaMPLE 13 2. Heat about 90%, of the required water to
Capsule: 70° C., then add it to premixture 1 and
Megalomicin Complex 250.00 mg mix to form the cream base.
Lactose 248,75 mg 3. Slurry the Megalomicin B with about 109, .
Magnesium Stearate 1.25 mg of the water, pass through a colloid mill, 110

: —_—_— then add the milled slurry to the molen
55 ' ' 500.00 mg cream base and mix. Allow to cool.



EXAMPLE 16
Topi cal Q ntnen

megal om ci n conpl ex-

pl ex or a constituent antibiotic thereof,

t:
Megal omi cin [err]

conprises incubating a

10 ¢

produci ng m croorganism (or strain) of the
speci es M crononospora negal om cea i n an aqueous nutrient nedi um
tions.

990 g

under aerobic c

ondi - 5

60 Petrol atum

1000 g

2. Process according to claim1 wherein Procedure
65 1. Melt the petrol at#m

the mi croor ga?

smutilised is M cronondggds

whi ch

megal om cea var.
10%
t hrough a col -
mill.

3274 3. Mx tshe
produci ng nut an

megal omggeR 9 Slurry t heprMaeaal Qftifub? abeflokid hedthwRBOUL

Petrolatum

mlled slurry with theyp
t or de-

lC
s nutrgn ml"‘(ll flCl’ aCI'EblC condi-
qRlgieT Teyal o

70 of the nol ten petr Bioa;-tssumcorﬁhg @V claith QOﬁlllerem

3. ProcesFopa@COmeg t0 claim 2 wher @mprief intJBRing @ tnfegdl @lititaaplz-PaS S __
Megabmiginc€00r gani sm ut i Ingg)égd predubing mmmp‘@r(@r gtQin) of Ithﬂ dso
ﬁ | oWsSE

scendant t her eoProcedure:Pr ocess according to c1hamrrr®rg@n¥ererhprdt1h@w@mm@ 16

t he m croorgani
megal om cea var"
Process accoidi

serving as 14 @/Mnxahe mified
buf  er®f e By

Phosphat e
Sterile distill

rgiﬂ& r*;‘ atrfg-

trol
ngmaenlcl aim 4

B @

ed wat er EXAMPLE57O n’g/ vi al

descendant thera@énterd’rSdaMure

Process accof
A Tartrate vvrth

into sterile vi
claim 3. Add

i ncubat ed at a
about 22 to 40[
EXAMPLE 18

Par ent eral Susp
37[err] and phe
to 8.2. Sodium

ggga

citratel phosphag@m urs

toicindy Tpst @edl n 25@I

111%& Wi

al s.

d;
E'ég qggi It} kﬁmlcm A 'lj‘artrate wi
e cit lﬂ%ﬁsphate buffer asel%tlcally
BIFill 6 clerdlé viald

:ﬁ%?ﬂa; 80 52 Brocess acq:gr p elpi
cal Isy. mg R O aeerﬁf; rsduagdmmq,aaesmzdanﬁ I
7. Pr othes&f according to any precedl ng

PR ?gi%@ fr om

from ab Gtstessfackdrding t&arly. prod&ling claim

nicr;

e,

por &
el T o P e i
erein the 75eg@ohfcéa£vaAcm€kalomzcea NBRI:r3]274
Fle'f»r &‘g‘aﬁﬁg rrpm%rgrq i ered] mepalonfigicc pesdesing spwrd 9D dsod{Um
FePre

gro

opdingia 2
fercm tﬁe maeérﬁ)arfl{oIt gﬁg
ed aerobic conditi

5.

hereof
ce%f“\?%ﬂ‘ sesd BB W A 08,
&fﬁhﬁduﬂut isdd ummorm or
megalomzcea var. migra.
eﬁ“brﬁ cin

ije

3. Add water and shake 8’611 Pnoedistely awbmrd rhqgmtreprzﬁhlan e ingubgtkrepted n

wg;%%gg] ros ﬁ;@gg 22540 ntndgt 1 &

e rgfo&nusmg

Megal omi CrixRnb@nE ]
Pavbramol Sagpeiipk:cel | ul ose

Mghe Ydndpbrature iOfro

i 2 damrl 7 GhdedidM 7. 2
RO @EX'S Camicrhdr ng

to any precedi ng‘z@loamnc% P?CI sg)e?ﬁ’a mg? DISPS from 7.2 to 82t1 mi; edmg dalm 50 ch
Y y 0 any prec
i ncl Udes. recove (fqu)gr?b%1 8 E) aritl W 1h %}r)lce@csﬁs fecpvering at least one anti-
3.6 my/vial 3pi PeinpRnh act i ve COMpOUBEvAl SURSIGR ool RaLaRE
0.4 ng/vi al Iﬁpyl tbaess accor di g hgy/vial ai moQProvHshearcmrdhg\Mtomm 9, wherein (. S.
2.0 m/vial th%agntibiogbcally act?¥elishptamntigetcalybact aqmunfdsorr e@ovg ed
in free base fO 95 Procedur e: stance is recovered in free base
f : 11. Process acTordlng to clatm 9. wherein
Process accor di NripereCd &b of WREHbSVe Meedhired?r 840 A @bidtic AR dinbRRd QF stfi@nca ove
required thaesant sotinot r@@kmtlwbﬂinmundPMorsuhmvama thsfodh of an es0di um
car boxynet hyl cel I‘L‘Feo meF"le S a“drlew{t’éﬁaed 1A B ‘@szﬂsrorﬁlftsfméﬁ“‘e t ghereih g o
80, net hyl parabgn Fg;{' Q@‘% ?C{;iY GrotP o Py,
ylp )4 Asr& Megalor;ﬂ%m- t ere(a l% A%’l
wherei n ben. Aut lbcﬁ)@vehxcle and 13. ProéeR@c@ftfinedb QbinC e, Hers’i:Ct ive
corrpound or gUb- riaéb()hraughAs:el dxmal ly, sl urrythesalerslahecxwe iticmnsale i n- st ance
i s recovered i n3tMi hemiflcdsluay sih t‘he PRI Wi 1I4| GSEfr q°tslrpgd any)pb claifpg § &0
{} eps o making the broth 105
vehicle and 134 i1 G I@Qﬁﬁr ding to clai ”h e&z with a water-immiscible
solvcnt and 1solatmg the antibiotically active
With reference to Examples 13—18 above, compound or substance from the extract.
48 it is to be noted that the antibiotic com- 15. Process according to any of claims 9
ponents thereof may be replaced by any other to 14 including the steps of resolving the 110
antibiotic complex, antibiotic or mixture of recovered antibiotically active substance into
antibiotics according to the invention, in the antibiotically active compounds and isolating
free base or in the form or esters or salts, at least one such compound.
50 except that parenteral solutions such as repre- 16. Process according to claim 15, wherein
sented by Example 17 desirably contain the the compound isolated is megalomicin A. 115
antibiotic complex, antibiotic or mixture of 17. Process according to claim 16, wherein
antibiotics in the form of an acid addition the compound isolated is megalomicin B.
salt. 18. Process according to claim 15, wherein
the compound isolated is megalomicin C,.
55 WHAT WE CLAIM IS:— 19. Process according to claim 15, wherein 120

1. Process for the production of an anti-
biotic complex identified as megalomicin com-

the compound isolated is megalomicin C..
20. Process according to any of claims 15 to



40 pass through a colloid mll. the salt i's an acid addi tion
salt. 3. Mx the mlled slurry with the remai nder 14. Process according

T(F)ICEB%I (I’)l](ii] tClhgll rsnt;egst gf Oummmnm”ﬂ'muml% 4. Fill into steril ésili als.-

al kaline, extracting it wmth & wetter-imm scible solvent and isolating the

antibiotically active Wth reference to Exanples 13-18 above, conpound or

substance fromthe extract. 45 |t is to be noted that the antibiotic com

15. %rocess according to any &f2%Pains 9 ponents thereof nay*he repl- aced by

any other to IfiBGI&di ng the steRs oph chRSdnY hfiBiotihBered1fniant i biotic’

conpl @¥picab Oirthéndt i ¢ Oor m xture of coxﬁ@fs&\ﬁﬁdﬁ&dn@ltmegmanﬁducaﬁﬂp;exact ive

subst Msgaboniigin €1 ant i bi oti cs acé®edipgiuting ireooiganissn t(erogirain) 9f tthee 60

ant i bP T84 |y active corrpouﬁa%garfae"ie%&f’%{f’i"g’gf’f”f’e’éegﬂa’g’ég“oi" M the formor
ueous nutrient gredi under aérohic co

estgrs or salts, at |east ofpg guq nc ONP B ek Eept That par ent er al

sol utions such as repre- 16. Pr oz.ePrScedCirdlhg & Tcl@urﬂhatlm'eirﬁ wherein

sent egr ]It:ﬂ%)](eapetrloeatf%g desirably cogbqaqurogﬁg;mt’%gseggégwmﬁms@m a¥Ped is

megal . Sldr. th'eA‘ icin 8 \;/Ahalb u%ll&’ c T . ;r: 3 el 2”%%%}‘:&{6 of 17.

Pr 055 oMk BUddionieh 1 sahmi ,coﬁhegg;n%?faeﬁsas ik Ss Mib-dhfossdd M of an aci d

addPt i ohid thile conp ound I sol at ed i Svnm@y&t@maﬁmegﬁiomﬁal KNRRL 3274

18. Pﬁob’bﬁgﬂea@&@rﬁm l?the Irea1arwler5 orv:heneeiommheroémdaw@tws(ﬂeat ®is

megal Orﬁ) ﬁmf)lée'nrq g CLSN4 ccording to claim 1 wherein th 19. =

Process accordi pgaefe & 2i M 15 V\h%@{n[}ro éﬁ)smllmh 2GQE %p&%e producti oh-

of an Parattera Sdunien: corrpound | sol at ednegalmnmmaongu n[err] biotic corrpl ex

%QX“%%A@?@ o 1§d¢ﬁ/‘ﬂal 20. Poyessaecsnling gwﬁl 4n efecsnahy f clains 15

serving as mg/vial microorganism utx se onospora

' um Phosphate { buffer /vial  megalomiceg var. 3275 or a .
23 19,stew%¢ecn§m£u tig resol ug oq.rg/ma a& hx@Mﬁéf ;ﬁaau& Rotant ok @&cdd@dHe formor in
the formor an est er or ni ques i ncherebf.ng chromat ogr aphi ¢ separ at ion. salt,

i S Jar orm s itabl e fo 5’(5’@ eéf-ac ndingpbp e%@edagé 1% By to any of
cl azib né,%‘“ 3 £’ mfljﬁ@:fuﬁ’o n,‘:'f; g’ﬁl%’%p:’f’ﬂeé] T3Put | on is
achi evehlbo d accordi ng tO poaelssrnb fdingh &iyGrec&linglcREMNI quUes

i ncl u@i Add sotey eantl séad{eradlt ingmediately mhetehethsaudooagmusrblmmmbaﬂ active corrpound
or 45 b9ore gsing. ocess for the prepa‘ie % f“’a‘h “‘22 stcaﬁ@é‘tl 8 i xed with
a ositabl e phar EgGass 1i otical Iy ably jfsg‘ ﬁgiq S0 QLpSUbShanges tical

carri carentael mgm to t he antu bi ot thSteﬁ@Efﬁ)lhx@)is freleng kd 37eC. amBihe Ant i bi otical |y
act i véegdemigaiGi on, n-258s medyjall opﬁos ﬁomdr?ptoe&Z subst ant i aI ly as her e-

t ai ni RgY ﬂée“%ﬂmc. I CEH8 * d&%cribed with
pardoi (Mdygtbﬁa gglsg q (E g%‘ th tﬁ%&% rﬁéperm qeasggx‘lge ahng antibiotic 50

afaBdnelr ence to Lels NG
ExarrpIRe@tharhlan 12. 04 mg/vxal 10 Process ac&)ﬁmﬁgl excldil anwhéreied as _
megal o¥étEi n corfgt ex in 23.20nml/dinak | B oniigeicily satvd vmwwﬂpeum@ % free .
base fgsm,0r. in the formof an est%"’r"c"olt f°§ac‘!l‘:§§:d“of’ee en obt ai héd

to.clai

by a [ Prepars @l doluddidofarhs ubctvabbqauaha{hsr% tieHR] compdubd QF - aﬁsaﬁc’a @ccor dI ng to"#
anyssof  gddainrscatbotyme@cellulose, Pblysor-Coreaeetd inahe faes of e a rt o claim39, sub- 15

24. The baﬁtspsbp;evpggr@ pdpropgetied f | ¢ Bracessgrartitsabl fond. nerel npgf or e

aye_the s0 active co
descr |2b%§p y ste% Tﬁe@ﬁéﬂ&hc' an@acB tég red in the form of a salt. ti CU| ar
r ef er en@z with alp$iioP bfekie dbdvel RhidiS and25. 1M/ERBIe@MGtdhgAo claim 12, wherein
41.90A dessateouna polisidatillas a t abl et thgrsalcapn apig. adMadabm cin B

sul e, JcRHF deailied; demyis te gfpaier of, T4t Proes t,gez i (g Kegardivcig [err]

ant i bmtmpatofaer@ecmlye conpound or §1i<’5|il§i anbe Al cin [err]
bel ongi n tof the antibiotic conpl eslveddent ishle thSQntﬁﬂ)ncaﬂy nttetur e of
€ Egﬁ@p 2 18 verpepsivoumd b rermp thej gxtr
rregal C%t met?oﬁb r%}:ti that th Erfmoncaéagm- g)l?S Proc(ggsﬁalcgor 1 gr %K anyltcﬁ é*lzn?se9 base form or
ponents thereof may be replaced by any other to 14 including the steps of resolving the 110
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50 except that parenteral solutions such as repre- 16. Process according to claim 15, wherein
sented by Example 17 desirably contain the the compound isolated is megalomicin A. 115
antibiotic complex, antibiotic or mixture of 17. Process according to claim 16, wherein
antibiotics in the form of an acid addition the compound isolated is megalomicin B.
salt. 18. Process according to claim 15, wherein

the compound isolated is megalomicin C,.
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1. Process for the production of an anti- the compound isolated is megalomicin C..
blouc complex identified as megalomicin com- 20. Process according to any of claims 15 to
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28. Megalomlcm C..

29. A mixture of megalomicin C, and C,,
identified as megalomicin C complex.

30. Salts of the antibiotically active pro-
d;lcts of claims 25 to 28, and mixtures there-
of.

31. Esters of the antibiotically active pro-
d;_:cts of claims 25 to 28, and mixtures there-
of.

32. The hydrochlorides of the products of
claims 25 to 28.

33. The tartrates of the products of claims
25 and 28.

34. Megalomicin C, Hydrochloride.

35. Megalomicin A Hydrochloride.

36. Megalomicin A Tartrate.

37. Method for the preparation of an anti-
biotically active composition, characterized in
that at least one antibiotically active compound
or substance belonging to the antibiotic com-
plex identified as megalomicin complex, in
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in the form or an ester or salt.

42. Composition according to any of claims
39 to 41 wherein the said compound is megalo-
micin A.

43, Composition according to any of claims
39 to 41 wherein the said compound is megalo-
micin B.

44. Composition according to any of claims
39 to 41 wherein the said compound is megalo-
micin C,.

45. Composition according to any of claims
39 to 41 wherein the said compound is megalo-
micin C,.
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