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Color: Dark brown-gdpn; dark
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Glucose-Yeast Growth  Good, plicate, wine red
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pigment produced,
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Coler: '+ Dark luggage tan-g4PG strong brown-55. at Potato PI ug

Growt h: Poor, non-descriptive. Peptone- G ucose Gowth: Fair to good:
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Col, ok Chest nut brown-g4Nl; noderate br ovvn 58 Egg Agar (Dor set Gowh:
Fad,r, no deconposition or Egg Medi um - TABLE I (Continued) cl eari ng of
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drfffusr bl ei pi gment produged. Col or: Bri ck red g PN: noderate rpddish
brgwrg- 43. Hydrol ysis: Posi tive TyrosCpler: A aEﬂCkmd-r‘S@J@vwlPﬂeratePoor no
reactr on. Litnus M1k Coagul at ed and JgafF‘qusglbf‘\?'nﬁéptom sed W th an
(Difco*) aci d rpaghia@R ekl | UIGASER:  Good, substik Indlugse decopposed
ve’ry slow y, Mdium Agar (Dif@tjui riing 3 todeamrpmmﬂhsicamed onger Pal e rose
pi;, pk 46li ffusible pigment produced in tr rredr "Drrfc 4PG S a repistered
trada mar ki (Difco Laborafoiies Inc., [ 5 tuﬁ‘f‘h‘fﬁﬁ%)’mg s Brops

1,802, 142 ° _ A crononosporafosaria is
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vari ety of: carbon and ni r(f)gen M Each T . medium

consi sted of 1% of Tabl e[l I, HE 'C°S§ of Sh 1 &é"r"i N sk]ﬂgrfgﬁﬁ the
speci fi ed carbohydrate, 0. 5‘% yeast ex- carbo rate ut| zation {n ternmns
of observed tract and {.5% agar, rer@albmderClmtSLttrthIv\ewaI grow h
characteristics of Al. rbsaria on a Water. moderate brown-58

10 TABLE || Carbohydrate UtE%é hZAI PR (LQRRY IFAL & decomposition or G owt h
Characteristics B, A0S C cletriny of subktbateck, flat, | dark red
di f fusi bl e; pi gnent produged®ifct*) Ar abi ngse diffusible lavendcr-clgloadk flat, dark
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pigment produced.

medium.

Color: Colonies of two colors:—
1) Dusty orange-g41.C
moderate orange-53, and
2) Deep eggplant-glOPL;
very dark reddish purple-243
Diffusible pigment: Dusty
orchid-gl0GE; grayfish
purple-228
Gelatin Medium | Hydrolysis: Positive
Starch Agar Growth: Good, wine red diffusible
pigment produced.
Color: Brick red-g6PN: moderate
- reddish brown-43.
Hydrolysis:  Positive
Tyrosine Agar Growth: Poor; no rcaction.
Litmus Milk Coagulated and partially peptonised with an
(Difco*) acid reaction.
Cellulose Ccllulose decomposed very slowly,
Mcdium requiring 3 to 6 mouths or longer. Pale rose

pink difiusible pigment produced in the

* “Difco” is a registered trade mark (Difco Laboratoties Inc., Detroit

Michigan).



produced. D-d ucose +++ furrowed, dark brown, w ne red

di ffusi bl e pi gnent produced. D Gal act ose + flat, brown. w ne
red diffusible pignentproduced.ferr]-Lactose—— + —brown,

Fai Nt reddi sh i FFUST BT e =~ o e e e e e
produced. D-Levul ose + + flat to granular, dark brown, w ne red
di ffusi bl e pi gnent produced. D R bose + + dark, brown, flat,
wi ne red diffusible pignment produced. [err] [err] D Melizitose
[err] faint pinkish diffusible pignent produced. L-Rhammose +
+ dark Brown, fl-at, dark red dlfflu%’gbtze pi gment _produced. Starch?

+ +  brown. ,no g FTUSTBLe . RLOBE B uE OGHERT: coRMERDSE specifid carbobydrate? + +
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1,302, 142 4C3F$K‘§L ' piesn ip g pf eapriidhyEichad 157 s aRppfpr disilied
Char act er? Sioy aract SthS o sama on” a - Watcr. 10 .

D- Manni t ol + + dark bra ék dar k red diffusible pignment
produced. G owm h on nedi a cont ai ni ng e sol e carbohydrate source,
glycerol, raffinose, inositol, dethsonf@dte Ofiliza@hi cin is erratic and generally
poor . Control 0. 5% yeast extract Key to Table IT +++ = very good growh ++
good growth + owt—fertt FoWi = Very poor
growth Table I11 belgﬁﬁ[hg‘&# & forth obselPX tthghqpammum each cdse, the medium
consi sted of the i brog@mvse Utili z@aki onblack,Mad eilRd affu@hser ved [st at ed amount
of the nitrogen spurce, 1% gluj grow I‘p'gmatrtaqstueqdi stics of M- |rosaria on a

nmed- cose, 1.5% agar,;I.eneinde t|||e *Fl m.contgi ni ng the
speci fi ed nitrogeh gifﬂ?bé’é‘)se TABLE I'f' Iﬁi Ja Eadfﬁed ‘ﬁmf"%lﬁm tirogen Source
G owt h Characteri %MML&GL————G—GM—QGM—% ne red
di ffusible (Difcof) D-Glucose ++pi ofimeeredpriadkdueye wing rqd% NZ A ne
G owt h good; no djffusible Typg A diffusible pigment prodhgetvt produced. 1%
Aspar agi ne D-GlRWED PoOr . T ai e, B! ik Qi bifrighid! € pijgment
pr oduced. pigment produced.
B-Lactose : 4 brown, faint reddish diffusible
pigment produced.
D-Levulose + -+ flat to granular, dark brown, wine
red diffusible pigment produced.
D-Ribose + dark, brown, flat, wine red
diffusible pigment preduced.
a-Melibose +
D-Melizitose + faint pinkish diffusible pigment
produced.
L-Rhamnose 4+ dark brown, flat, dark red diffusible -
pigment produced.
Starch + - brown, no diffusible pigment
produced.
Sucrose ' +-++ black, granular, dark wine red

© diffusible pigment produced.

D-Xylose + 4+ brown, granular, wine red
diffusible pigment produced.




1% dutamc Acid G owt h poor; pinkish diffusible pignment produced.

1% Sodium Nitrate G owm h poor; faint pinkish diffusible pignment
produced. 1% Anmoni um —Gowt-h- poer—nre—di-f-fusibtepigment
Nitrate pi gnent produced. * "Difco" is a registered trade
mark (Difco Laboratories Inc., Detroit, Mchigan). 10 THE
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however, the Cuttivatiom of M Tosari a%lgh Ilg xtmrurue production of an
antibi otr cally active product nedi um er aero ” condi tions gives rise
tg is hereinafter described primarily with refer- 20 the _antibiotically
active substance herqin caRgRrdd ANtibioti 0G166§t116:9141.act&5ucsdesi gnat ¢d
Arrtillog otic 67-694. |n gddition—the Productton u TotTT 67694 is
sui t = co-producti on of otﬁé\_ﬁdnamlr biofidatly ééc]s] 1e§ a@r@dﬁu ected by
cuIt|vat|ngthe m cr o- gr gani sm 6
1,302, 142 Growth on media contzining, as the sole carbohy@raMlsour@sgyceral, i - an
aqueous nutrient nedi urrIL ra@ihost. rxomtlfledtrlqnol()r selicit] isrqriptiCandagser gl ae alyl y
wi t hi n under aer obi Cc, prefer dt”'y Subfterged aerobi ¢ the range of from 27
to [err] C During condj t MBS For he production of small grqwth of

the nm cro-organi sm and atstgpdant apounts (such as microgram to rilligram

fernentatifon, the ptl o tdwectredi um $hould lie 5 quantities) of Antibiotic

67-694, surface sul- m mihe,range of from 6. (o 8.5 prefer- 65

ture in bottles or shake YI_%%:% Bewapn- ably within the range of from
+ od

7.0 to 8.0. The = goodpravemi ent |y enpl oyed. For |arger scale

pr oduc- fler ment ati on neﬁh umaaréaxrfb@,wt djusted to the tion, subnerged cul ture
of the nmicYo- or gani sm #:equr‘r Q"E’gg ‘;ﬂr&or to stcrilisation and inocula- in
shake fIasks or, in particular far- tion of tile rredl um and then

adj usted periodic- 1DablENbadH, ons wrthloosgemerlsaw Iy eb@l £re éhn rpagisigd of at“‘f
dur | ng SUbsequent fg [E%‘%géib%‘ u? tmgzﬁmw on a 1}? c?sFe? ?tj)uélhgflr 1 mdae rgé%ﬁdlt
hereinaftef when r 1 @; ¥ soldldf ’rrng étge

10 referred to ag t errre”ht at|(§n mej1 |%§ Soen“r- such as caI cium carbonate

may be i ncl uded pl oyed in producing Anti b| 1%111% f7-694 is in the
fermentati pn medium to maintain the typically a liquid containing an
assi m | abl e car- medi um at the requir &¥itrggdd Utilgetiono facilitate 15 bon
source, such as a carbohydrate, and an such naintenance. |n general, a

growt h perjiod 75 assimil{abl ﬁmqlgctlrsggfep S( urceGrMhha&wastp; o- of |from 2 to

7 days will usually resulit_in opti- te+-hacous—gt eri al .
For prompting good mm ﬁ%dafsmst Eonctof tr@row@ttgpm thFecd@’ﬁﬁIS@ﬂ grjowt h of
the m croofgani sm and hgnd®ifgdbd Prl o T GRCBFdANt i bi oti c_64- 694,
particu- antibiotic prodycty 7 N@Aﬁggbl nat | w8 fgodd; EMiffusiblear | y on |a

techni cal scale as is exgnpr f;’ by 20 bqrgn&mwromccand a ni troger source -
upon which; tank fernent ti u.., -s—aest aL cauru ed_put_ T a S0 the

m cr o- orgarhl sm grows welll , 1%AReragiae cm %’gﬁmﬁ{?ﬁoﬁ‘gﬁd In thg first
stage, a ger m na- 20_nl nyed r‘r‘nr nreferred-gar bon
sources tion stage, a vdgetaiGhusmic Ad¢ul tm@tfoproqsrosxakmhadlffmbllcude dl ucose,
manni t ol , IF evul ose, sucrdsc, is produced byEReAOReAusdi ng a sui tablle medi um

starch and;ri bose, and tHe py %Btglrrﬁgﬂmrytrog@Irgwthp%ltgn gki@nt culture or
| yophi l'i ze<}i cul ture of 25 sources I nclude d;mrsmlcs)tueﬁn ddgasar | yeast ex-

AS. rosari @z and then culpung—t-he—redygmtor tir act ,
soya bean rfeal, neat peptlo gé ‘“;“t?}fs’éf“n a p fgnefI?Q°ﬁ d‘;‘étdfilﬁﬁlbsﬂ*f"fcﬁ‘i ent to give
a vegeta- hydrol ysate and %‘f‘ extract

%cm

on and _tive inadcul um
this period usual |y bei ng % T & fegigemnd ﬁ'ﬂldlirﬁﬂ:.’:{Dmfo Labde@ordesl Idcg Detrdit y  may
siml- 24ito 120 hours, wikhkigaiR to 96 hours being a arly be enpl oyed, the
sui tability of 30 particu- rpr gl erigdideri od. 1oL he SECORES5ARE M. Fods®d has30
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Car bon . In an alternative procedure 8 ispRting arc cxpressed in terms @£ the (rhipftion zone.
Hydr ogen . 8. 86 8.84 the Nitrogen
2.29 - '2.41 55 OxygeRARIF IV f f er ence) 25. 67
24.75 tleh are 2. Enpirical formula
[err] 60 o " Solvent system S VO e Gl adr i
581 (as determ ned b mas S{oflvdume basis) zone against S. Jutea
spectrorretry) 4. Op |ng t-at-i-on : [err] (0.3%

oroforsm mcthanol:179

in ethanol ) ammonia 2:1:1 ol 0.98

Butanol :acetic acid iwater
3:1:1 0.37

Chlorofrrm; ethanol
4:1 0.45

Chlorcform :methanol
32 0.48




65 5. Melting point [err]

- 6. pKa 8.7
of ' 7— Neutrattsati on—ecrurval—a%—“
599 8. Utraviolet absorption spectrumin methanol : : E 1% 238
(at 240 [err] Ill. Infra-red absorption spectrum The maj or
peaks and bands are set forth in 10 75 The recorded

infra-red absorp?ion spectrum Table V bel:¥&ith whi ch the abbreviations ®
h,a e of AntibiofTc 67-694 as a mneral Gl nmull the follow ng

shignidfi cance: S =  str @NGpecitbdehemitd adigpy@eiugad in Figure 1 of the
acborrpanyi ng medi um W=—weak--ane—bre—=—->b+ oad, the drawing in which A

e nm rone. v s nr BERRPLIRAET, 20 o ElSund M el o o

mnees@l oil have been  &Ebo80 63.18 [err] aruzt_oﬁ represents the

percentage trans- omtted. mttance. 10

11302, 142 Hydrogen 8.86 10 8.8 1

TABLE V. 2.87 (M Nitrogen 2.29 2.41

5-.r1'- s§ 3.70 w 8. 57 (S) 5.80 (S)

2100 '_ (S Oxygen (by difference) 25.67 24.75 y 5.92

(%% S) 9.32 0,M6.17 . .9.55

.‘(r : 2. Empu(ac% formule ¢ CyHj II\Y%)J in 9 73 (M

16 1 : (MS) 3. Molecular weight ¢ 581 (as determined by mass 15 6 7.11

(Y 5 10. 37 (M h 7.60 (M spectrometty), 15

g;g;g/’ 20 ;n (7V\;3 Z QM O%tii:al égation 11. ??(V) fu]p® = —-—%Wf&" 80:!'3"}3 ?u cthanol) (WM
fgs8. 44 (S) 5. Mclting polb2. 62 P 1QW-1123C 95 (Whbrd.)

r. 30 siw NucIear rrggn i c resonance spect _kg nmet hyl si |l ane, the

i At er nal standard % The nucl ear nagretic resonance spectrum of 2,
tpte i nsert at about 6. 8. PRMiralisitioh Bguisesiti al  sb® Antibiotic 67--694 is
r&produced in Figure 2 spectrum (whi ch appears above the full spec-

5y-5 70 of the acconpanyfndlaruht piterPiophe spec woul d normal |y
appear at; about 9.8 was o 'fcglurﬁéldm%"’tnﬁl a vari Idia 6358 Ftn?'lg PPM but
woul d be :outside the range of the 35 troneter
¢Marian Associates, California) for recorded spectrum In order to record
the : 1348 hl(’:z;m m;ff absorption spegtrumg sol ut i orirlmfnmﬂ:@p apfl l])Arql's pioiseytiorch in 10
) nle red ab I t
82%46214 g:‘ S deutzgreoggﬂélldﬁé‘ ¥$% ?;b T‘l{é%ncml 2}@] oll “ﬁg‘fégﬁﬁg‘ c @)r@&g‘?}%\ aVFn
iffcBfad: Aecompd s
e;gur val ent to abbutingl wihizh i ngnacnss Ilcwauannguhy q@frcddedit @it Inopgbgf A f}:e

BRPM I n view of lf%é‘ i miceons v ropregshis tledrepremy in ( bvker aaibliabls 1@ nRegil Silaned b¥n ads
NArigy. The it % Ehdi'GEFEH 6 PHEHEL BiFal oP¥ehn accurate
40 spectitumis recorded interns of [err] and [err] interpretation of the

spectrum, val ues, in parts per mllion (PPM fromtetra- 25 V.
Solubility. Sol vent Solubility Water

Sli-ghtl yisol ubl e 45 Met hanol
Very sol ubl e Acetone Very sol ubl e 30

Chl or of of m Very sol ubl e Benzene

Very sol !ubl e Diethyl ether Sparingly sol uble
50

i



[err] Term nol ogy enployed is that given in U S. Pharnacopea, 17th revision
(1965), page 8. 35 VI. pH Stability.
st abiHHty—against—trypsta—chynotrypsin, pepsim No substanti al change in
potency was ob- -and [err] Solutions of the enzynmes were served when
Antibotic 67--694 was dis- prepared at 1 ng./m. in Milvaines buffers
45. solved in ethanol, diluted with an apropriate at the optinmal pH for the

enzyme (i.e. tryp- buffer and heated to a tenperature of [err] sin and
chyanotry&in pH 8; pepsin pH 2.2; 402142r 30 nmnutes for a pHradge of 2 to
10. and [err] pH 4). Two hundred (200) [err] VII. Stability to
enzymes. of antipimatd ¢ was dissolved in 0.5 m of

water, Antibiotic 67-694 has been - tested for mxed with 0.5 nl. of

enzyme solution and in-——50- 1? it

1,302, 142 2.8 M 11 cubaied at 37C. for
24 hours. The solutions 3aptibagherial spegtrumgybstantially as shown were
di sc assayed agai nst Escherichia coil and in Table VI herein.

St aphyl ococcus Oureaus af®@r 0,051, 2.5 afdd¥24 T present invention
includes within its hoursg,ncubgii@n. Th nzymeg, caused no sub- scope
phar maceutical | y accept ag'lgg (i .t@% %on- 5@'_@stant@il | oss in potency of the
antibiotic over toxic) 6fluncti@®rab) deri 9ai5i ves (Spf Antibiotic 55 the 24
hour interval. ' 67 --694,such as pharmaceutically
acceptabl e salts and pharnmaceutically ac@épt abl e™sterss. Typi cal salts are
aci d-addition salts derived VII. Col or Testrs (M—S)
frominorganic acids such as hydrochloric ,sul- Antibiotic 67-694 gives a
positive color furic or’ghospH®ic aci di®Fr readdive deriva- 60 reaction
in the Mlisch Starch-Ki;apd Elggn tiveg shereofwsygh as an acid salt, or
organic 10 Mdrgan tests; and a negative col or reaction aci ds such as
acetic, succinic, citric7.8acti@®) in thellbBuret, i nhydrin and Sakaguchi
tests. malic, malonic, maleic, tartarig,g 9lUtRyig, From the infra-red
absorption spectrum lauric, adamantoi'¢, cinham Y@ canphoric, (Figure
1), the nucl ear magneti c7rgesonamoe palm®i c, stwaric, undecyl onic and
the like 65 spectrum (Fi gure éij and the hercinbefore acids. Such salts
may be prepared by re- 184 guot chemi cHr%and pﬂ@si cal data, Antibiotic
acting Antibiotic 67-694 or an antibiotigasly 67«68 appears to be of the
macrol i de cl ass acti ve—subst-arce—whi-eh—ecoentatns—er—+s-cont ai ned havi ng one
terti ary an}\ﬂ%’tg[cgugagng‘%r111,’!3?({'!1:3 §ptcc_trul;1n t hﬁ:ﬂ%’ﬁl‘lzge,%@ hRbot §tz§1da§c_¥.‘1§%gur@r a
reactive has 1at nh@ashaghio reGhet krbirabl @ oy dcaxyrt gr o0pss.s Peidrih viatgastias 15
t her cof, w thitidie sappriopripetieccdai Kigure 70 spaseurof{whigyrivedars miigre ke B speei f i ed
sel ecti vel yof Theccomggpvige fawingi Ve PFI)at e Yol wopally avacer <o 1388 nd 20

a8, obiained. with o Varian A—60—A spec- [ PPAM but wouid be’ oulside the range of .
nucl ear ”Hgﬁgjli& Re BN AnCE S PERII WD tRdi CBLES spcbitifn. I BSHll! 30readd the TYPI Cal
phar maceut i ¢aliliyn b8 iy @ 3QiIGRIc 67f—a9h & d kg eregb@tifineter was offset 180 Haecept abl e
esters are thosi tderi of ddudraimhlgplirg conth tﬁg-'glf;t[mesccqaﬁt‘;il}b[l ,ésttcwé‘akh?go al'a%lt ive
subst ancd? AEbpIEAEUR CREEES duct, B aRel PRl P Dipr dline n
accordance W SRt el Lofientl @isasits ancp.Lcmtgpmbuiny&mg,spaéallﬁrl c, hexanoic,
octanoi ¢,  vicWhi fls & oGEiSE ratedmAntd-bi ot 1 ¢ 67-694 may be stearic,
succi ni ¢, benzoi ¢, S(QHSI}?;E" ic, phenyl- 25 characterised as having, inits
free form an in- acetkga&enphenoxyacei c, acasmpt:oic and the like fra-red
absorption specrumin ¥agreral oil sub- Slagigslublacl udi ng i soners t her eof
(such as iso- stantialfyh@e shown in Fi gYFe sl the accom- butylric
acid), sygh esters beidjghrgbist ably ob- papyy ipedrawing and a nucl ear
magnetic tained by esgeefchd Yi Nng t he Antibirptdudic67-694 or 80 resonance
spectrum i n deut er at edPightietef orm an a¥meiklyoriublal | y active substance
whi ch con- 30 TsHhatENniphkddyis aSar h@MVin 1S PPt aEopea, @Fth thion (f985)NS OF 'S
contained in thag said Antibiotic acconpanying draw ng. .
67--694, sprvaHeadtiiive derivative ther eshpiliegaidkSerypsin, chymotrypsin, pepsia
Al ternati vel yotshistay iqui}@ft incRet sy wetdPve mgfb'kjfl_i“.‘-’{{i-’-fhé:@ﬁf]@% & fléﬁrfi}t‘at‘v‘féf?ac%d
anhyar de, ST EH g Rl At BRORSHLIRGR ML LR TIRES e or
ot her equi viah&nhl Yea@ld len@.gﬂm- of Thec. 8%1}&nd chymotrypsin pH §; pepsin pHVlgj]t ion and
whi ch i siadeft shateds Aniatifbizotel o 2 phar maesld-ntalst yil ap depthablrel @®) eg.s may be
in 35 67- 6‘9‘{- ﬁﬁf}ﬁﬂb eparpcterised a a(/?“ﬁgimfi s disiobyed B ‘GH‘Ofn‘i?Fffoe%Bers or

' f

: 7 v by - h . . W] . .
di est ers whi cA"T4ft ’r-‘lf?td' s"F r B8 151 ‘%t h&"¥°% ”(‘J\‘/\'/rg‘l‘ﬂj ¢ AZYRELEFISPHYs, Pterm

i ncl udes m xed diesters. 20 nanely an el enental anal ysis
corresponding to the enpirical fornula of [err] a nole- (4)Biological
properties of Antibiotic k cul ar wei ght as
determ ned by nass spectro- 67-694

90 40 netry of 581, a nmelting point of [err] . Invitro Activity. C, a

______ o, N 1 . g o o o - — - .
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—
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at 0.3 per cent concentration of [err] an tai ned by conventional tube
dilution procedures ultra-violet absorption maxinum at 240 [err] usi ng

yeast—beef—brothnredrumat—pH-74—The—95 1%

tubes were incubated for 18 hours at [err]. with an [err] of 238,

infra-red absorption prior to being observed. The results of the spectrum
in mneral oil substantially as shown determination are set forth in
Table VI below in Figure 1 of the accorrlp,@gybng drawing, a and denonsgjrate

t ~the antiblotic exhibits.- a-huclear—fRghet+e-r-esonrance—spectrum—in—de-
sonewhat broad antdidaacBevd. dr 2 peot. rUmsmpth'xs 1@@1me€?’&?@§“‘6 HP‘@VMBBY g shown
substantial ly agvcsdw@mﬂpﬁd agps ‘d’ oy o eé‘té_“lb“ eflf! t‘?t“ HRON posi;Live
f y{ (66 and X ¢ presc: ¢ m I

°0 Figure 2 o }‘ours mru am ‘lf‘?jycln/@ &1@5 RYsu b- Q(\;‘;‘é plnxxb@&tﬁx&l RAcce ]L5 €. nomn 3_
12 stangial loss in potency of the auubrotxc overl, 8Ri2) FdRiional derivatives of Antbiotic 55
12 TABLE VI M ni dab4 haliidetabry No. COI’]Cé?‘Tt @931 qu.nus[g@pl 1ccuuc¢hy acccplzblc

5 Organi Sm Strains 1}p1 ?d:alts ‘?‘jfﬁcy:f % %Cl‘gﬁgys

g 25 3 0 0-\01:%1 %‘0977 %Estept ococcus pyogene %OXE (xim%amc acids sucl h}drocNouc sul-

. T Antibiotic 67—694 gives a positive color furic(®r ﬂ&sﬂfoﬂﬁ@ﬁd‘,Uﬁ‘ r8qative dcma- 60
2 - 0. ,@ﬁf}&l:bl&cmiqjﬂs@&c@ugmemmm gies thereof such as an @id salt, or orgonic
0.03--0. 08 ESQZQ"IGMP’@N 925@04“F‘ a negative color reaction '1c1tlia39uchlas acetic, succm S 1tr1c,ll'1c11c,

ninhydrin '*nd Sakaguchi tests. malic; malox ei artaric, glutaric,
15 Kl ebSI Cl | a pn‘é?‘ oDl l le I’§I‘¢ -l(.’d 1b¢0]’pt10ﬂé’ sD clirum launc, ddan ﬂt§C,g (Q‘Dé@ g}‘%FIC,
aerogenes: Figurc 1), theOnuclear magnetic res an(®- Pathitic; stearic, undecylenic a'la the like 65
20 Proteus sp. spectrum (Figure 2) and the hercin@forc aCldb Sth SSQS @ﬂPSIBuBFdea@ re-
aer ugi nosa 15 quotcd chemical and physical data, Argyibf pHC 3 2¢4in [‘ } 6%0%(5"51'[25%1%@@
3 4 appears o be of the macrolide class — active substance W 'lIC COit s Of 1“A()}ttal] [a1s otic

e, tertiary amino-grow Further, it in the said Antibiotic 67 5

67-694 of - pot enc,yas"z ﬁ & G6d q&,lm(j]noyyé thxy @dps| € EtrtviBeCEreof, ot 'ﬂdaﬂpﬁ)p& tp@&@nay

of 1000 [ err] Fenguf @gchqugtbe ebtarificdallodigcisVIrhar €r ¢ Mugive derivativo ghaeaeh ynd fsolip@0o

[err] 20 nuclear magnctic resonance spectrum indicates  the X‘Ctl-tm!‘ salt. 'Il\plcdll pha{nfn wclLu( ally
of an aldchvde grou accepia CS(CIS re tho (\.J.‘ V-L( TON1 ~
30 IT. | n Vi vo Alél hyi tf}? yae Brovp. carbon i u\.l& @1@ O Beed, 3tlll;'o he

tibiotically L ibsts .
bacteria.! I nf ect gehidQh ;Eﬁ?gé;,?é“ éﬁifﬁf%étléngéﬁl pichiy, bmﬁnc, Agitid)iatdndc, aduaat eds

m ce (control s lener drhipnted irethionk 60465y 694 ST PHICIRIC: p bAneYIs yph 6#1’161()0@“[ err]
was 18 hours? %ﬁwvawasaw" in itp free fﬁlrreg Ed o) ‘ia h TOEE %Cte‘qnf“ﬁmﬁﬁ gl

y s, thercol (
COl

( Car wor t h Far ms) mc% mov\% ,n@égég Ehﬂi%q 5_1n umno i1Sgine:

as 1s0-
Uiy 1% &), Lok €hdrt Ofhng < &Q}lv ob-
wei ghi ng appr oxi ,smt,a Wir#heO AR aeagclfbm hemml_r e sditlct By afeniyhg tHeAnUbiMtR Fe8h-Bor 80
usi Nng a representega: ned peanti i cmtnx:natc&vammgzﬁomen aagmauogelz@peﬁm ovbsierce avhgb| con-
tive gram posP?i vesakdyass g‘r@s‘bﬁ‘t‘iﬁﬁ Veo g‘#lam‘G‘;"f‘k%‘n‘s frappde Ql}é‘bﬁ‘é“ \f@H}”‘(’,‘}Le

c@int i ni ng_ 0. 5% “JEHALEY & B Gani s are, LabUkBLRL pBpkaBlE ybiide, seid chior-
cg? ngxyrret hyl cel ll&J}l(O§ﬁs\,<1idn:u fea@daf a@él,lh,%)ae ideedromher ermﬁahtﬁlnt gg::@ca?garcenran@‘

oe 4 hours af t ewnnmt sapehich isTABER©Y] Antibiotic Pluuneccuucallv a»CCP*?‘ﬂ" csters may be in

98 Protect) velnctiy{ Pl IPERLCIANIE - o e mIBEL

[ E‘T rdy (nolkg) 45na .1 c1gé 6—;@ “slx]: cofxlc,lsli;fn(éllxl f{?;) ? - 50

ayLr eus gray the cmp.ucaQ’oﬁ ula of C,u1L,,NO,, 2 mole- (4)‘—3101021919 SrbRPLOCRE CUSuidintic
Sybeut anebus cul..r weight as dcuﬁlﬁn yl:@ge:nesacﬁo- 67—694  (Or al 90

260 50 20: 11 |40 ﬂt‘é i'FbX'} E‘Flt pomt of 110—-]110 1. In vitro Activity. g
67---694 fand onGt Sl Pt Vo s AT < Poxinglilea ok “{:“‘%‘,i"““@f oy
accept abl g funct itcnmberded:l hathimes §h LS qﬁmyamé t&ﬂiobt nflinhte dfpfimn ﬁgé&hﬁr&
given in rI'abI e Wlirs- Holbfe'lmetetﬂa*v@mwmat 240 0 ivingacrsobecibroth nptihe mt ﬂziér/ewlhe 95
ant i bact ei’ i al 4agemt & & é RE 8B - inkrSed QW B, 0 fmb"s were incubated for ]c hours

or to_ heing

SCIV

Vil i spectrum in mg{cmt Ql tus‘? Ezﬁg aE tf\%w{' %u{ﬁ:on ﬁﬁ&pé?)"x 11b’h \551 ”F Ut €

of Adni ni St rati o Figure 1 of @clakcoln ra\xﬂa@,g@-mammo SRR Ghal t]lc)hn&[h&m exhibits a

gr am posi t| ve or ggjqa.r magnetic resonance spectrum in de- somewhat broad autibacierial spectrum in 100
ulerated ch loroform substantially as shown in  witre with a greater effect upon gram-positive

30 Figure 2 of the accompanying drawing, and an  bacteria.

s 45

50



I ntraperitoneal 350 isms set forth in Table Vi

above. Thus, Anti- 35 Subcutaneous 625 biotic
67— 694—anecd—pharraceutiecal--y—accept—tntr avenous

155 abl e functional derivatives thereof nmay be used 13

1, 302,142 13 1 2 i.n wash sol ution
for . sanitary purposes, as in biotic activity of the fermented nedi a

reaches the cleansing of |aboratory glassware and ~ a peak, can be
ascertai néd. Wien fernenta- equi prehsozladd may be used for |aunderizng tion
is effectiVely conplete, as evidenced by 60 purposes, for exanple as a
bacteriostatie rinse peak productiomgileycontents of the flasks 5 for

| aboratory unifornms. Additionally, Anti- nay be conveniently conbined for
subsequent biotic 67-694 and pharmaceuti al |l y accéptmal Inlsbtogt i on of the
antibiotically active prodyct. able functdnal GeIFERHITVEE™her eof may be
used Duri ng gernmnatiof and fermentation, the in The treatnment of

| abor at ory and donesSaghylotdsqinvedshe nutrient nmedi umoig—adequately main- 65
animals that arc infected with susceptibl7e t ai ned W|th|n t he regi on of

the preferred pH 10 S&PULrftdhgeres .75--3.0 range
by the buffering agf Qs the cal - cium carbopaeg gonmponent.
Cultivation is Exanples ef fect ed under subnerged
aerobi ¢ conditions. Diplpcomsegniumgreqati on wi | | 3now be OUBt+8B il us-

70 trated by way of .0l L,owi ng exanpl esg in Exanpl e
2 which Exanples 1 a%g?rfhmc [‘ustrate the CUF'[I va- 3.0 Tank

Fermentation 15 ti dﬁebozfllaMewmmonospora rogaria (spcetfocally, A

Germ nation Stage that assigned NRRL 3718 s enpl qyed Under
aseptic conditions, 4tu# s e%‘ig"”mof pr oductlgkral1 of Ang % étﬁac 67- 694, Exanpl es
i nocul um prepared ag,@assribed in Exanple33 to 5 pld ustrate the isolation
and purification 1A, to 500 M. of a sterile medium of com 75 of
Antibiotic 67--694, Budmgrasergns 11 posttion gi 965 Exanpl e 1A and
contained in 20 illystratetneapseparatiop of spegifieg deriva- a 2 litre
Erl ennmeyer flask. |lncubate the con- tives of Antibiotic 67-694 and Exanpl es
12 tents of the fl aSRkatibitic FBERE.of patancy7i5 heymgsmmpich, b redBiskdt ust rat e

conposi tions cont ai ncHigf AR @O?%ﬁt/{"éﬁ’%‘ﬁs&“"F“ét”a"‘?‘sl?“é’ﬁékéﬁ“s bi otic 67-694.
80 Exanple 1 or apotency of WOOPE “Feormentation Stage 25 Shake
Flask Fer menUaM Biro Activity ctivity Trangf er asé 41@éqctl<yl ‘tl ?’wméll Blffc”lc‘h

Germi nati on %g%i‘“ff"zc ct} ET}HP?H Eig Qpﬁh‘{ia‘% p‘n stage
g a pote Cyof 1000 pg/1 i ate 1, & cat

{0 a 14 Ungeh o ab oo dih sn’ar.{@gfdma 20805 Mlucd U3 b dreF INEBREAT The

cont ai ni ng 9whghiigt f@®xiafaietyh2d @e@s. grach). e Mrespltsaff a szas fﬁmnmgmfcﬁrcsrcﬁrsarba

medi um enpl @ :gth TS BRel |aew§9513memw flv® FREposigard 8 rgpresgrtise grymphi | i sed
cul-  Add 6'%H ke ?gﬁ 'f?h@j&@g@gﬁg 5? g;@;gvct% ““98‘:? syiig i 2o V0
rosaria FQOl il befo ancﬁoxﬁtﬁﬁ)hxje@ftcr%f@}q glriin er the trade designation

Dow Cor ni ng rredl um contained in a 300 mM. Erlenneyer B) and adjust the pH

O the mxture to a pH flask .and havrggri kg conposition: of about 7.0
using either dilute (1N) aqueous sodi um hydroxide or dilute (1N) aqueous
sul - Bacto - beef extract (Difco) 3 9. phuﬂ’roéswi%gl?g“% required.

Ferment the m xture 90 Bacto-tryptose (Difco) 5 0. at
[err] C until peak antodin@ti C activikead S 5 g. pD,,@kd/Rhned, which usually
occurs after fernent+ng—bBext+ose 1 9. for
between 72 and 100 hodi&Wortfrs ng f erJiERE P8t at o stariglé
24 g. tation aer obf&*tEMdi ti ons ar® suitably nain="Cal ci um carbonat e

2 g. tai ned by pasSifgcaks thr oughbvdubgccher ment ati go 95 Tap water

1000 m . nedium (spepiderasl |y, pasdage of air at a 208te of approximately
3.5 1./mn. has beernfound 20— Thcubate the contents—of The flask at
[err] C. to be satisfactory). for 72 hours with agitation on a rotary
shaker. Ezanfil.edcBteBoxkigr ment atl on St age  Antibiotic 67694 and pharmaceutically

| sol ati on of Af¢ |abiffgt°i>\§1%?x #d as LD,,, of “‘n’?ﬂ@leFr%lFFslfﬂef deieepﬁ tedfymd @, of
the i nocul unfiubiotc R4 5 Hen gy BPlcaVHr fRptcs ﬁqﬁgd AJE; (A p‘g‘gg% in the
above germ nat| "on stageabﬁeovmal ned by the; net ade 0; f ug out 45
each of a2nuRberof Adnb@@asth:. Er IL&Enn@aedks) ughnisnist dapediNly tsoglummmhzy reaxi de

sol ution andI“F’PEa?SW@ée‘bont ai ning 100 -‘Z?ﬁ eff“*&f_§‘tré‘rlil [TablerEpbgrn. Theshdnti-exdbr act

oioiic 57—694 and pharmaceutically accept-
the nedi um V\?K[(.ﬁlWEZH§&ESSI ve 20 1. 155 able functional devivatives thercof may be used

FELY



havi ng the conposition: - portions of ethyl acetate
until the antibiotically 105 active product is effectively renoved (2 to 5
Bacto-yeast-extract{b-eo) 59 —extractions are usually
adequate). Conbine Corn steep solids 1 g. t he et hyl
acetate extracts and concentrate, in 50 Starch
30 g. - ~vacuo, to about 200 m . Back-extract the bio- Calcium car bonalrge
8. | ogi caliky acti ve material fromth&®f| acetate 110 Tap water
1 . ext raLt HAS g nout sr,ﬁQqu m\r')ovqf as0in 1 Nicig WeRikS oSt fothiched aﬁdhd readhel USt
the pH of the a .e ol qnugg* laboratory glassware and  a peak, | e bb atcatafnd \émﬂtdfe’m‘%“'pf
the flasks at 28 “Q»memt BRC tnay Oc afpdfor BuBcrips gnqﬂdi H}‘Itf[ﬁ:;:gctqugﬁf’ ;@j“ ’6? ‘E‘ ofh
[ ackeriosts ( M1LE
72 to 100 hours w:rtpbwagﬂ’a*gﬂ?ﬁs afackerion P GRT deyayatd donvhibin 8X L Atla Wk th.cqibhy!
acetate. 55 rbt é}rl‘ .*lfnd harmaceutically accept- isolation of the ’mu'uo(xcd]‘ ﬁ‘dﬁﬁd)jnﬂ@xct he
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