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11 adopted for carrying out the culture: val ues. It has, however,
been found that a rate—55— — . _

of aeration of 0.3 to 3 litres of air per litre Stréptonyces gallinarius DS
25, 881- stock of broth per mnute is very suitable. The maxi mum.yield of

30,504 RP i's obtained after .Culture. on agar - . 2:ito 8 days of

Jture, this period of timnme depending essenti-ally on the ‘medi umised. .
(E.;Itur'e i-n a shaken flask _ ‘From these facts, it can be seen
B ; i < f culture of-. Strepto-_lnocullimculture in
¢ gallinarius DS 25,881 for the production @, 30, 504
xtent and. Production culture in a fernenter

¢ul ar requirenents. 65 30,504 RP can be isol ated
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RP can’var

fromthe prioductg.g s¢rment ati on medi um nust essentially of the culture
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and a medj um i i9&@led at an acid pH generally 5 source of*™ r
asiim | abl e| nitrgggf.E¢ifneral el e- between 3 and 6 and preferaby -cl ose
to 5,. nmentp, i ﬁ%gul ar chlorideg, andgpptiongly igthe presence of a
filtration pid. 4lg §§§504 70 growth factors, and these materials may be
rp is reta ned @ ofli | ter cajecanelsiswaxgyargesd] srg saduged . as

wel | -defi nef MBS0 as thg%g BEE The . ggh& | %: c sol vent,
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nmeat extract, yeast extract, distillers' solubles. into a 170 litre
fermenter: 30 and corn-steep. Anong the mineral elenents added, sonme . can
have a buffering or neutralising effect such Pone 1200

g as alkali metal or alkaliné earth netal -phos- Yeast extract-

600g. phates or calcjumor nagnesium carbonates. . G ucose nonohydrate
1, 200 g. 95 35 O her's provi de the ionic equiljbriumnecessary :
Partially hydrolysed st'arch. 2,400 g. for. t he devel oprment -of Streptorry _
gal lin- Tap wat er, suffrcrent for . 110 litres arius DS 25,881 W /"~
for the forrratg on-of 30,504 RP, such a814§d,dﬁlll - netal and al kaline eal h
met al chl or i des—ard—su puou S o ndlly, - e?ngn Ibgde Usted tTo 7.9

adding 1 40 <r no¥s gﬁ’”ﬂf‘éfbs %Lm
hydr oxi de sol ut |30 tl Ch&u&?%lhmso :

gal l'i nari us kémobsﬁt ﬁine{nlx{s sﬁedaumyaehﬂ ﬂrﬂ, ailﬂ’ﬁexﬂ&w-
25, 881; t hese5amiycelijmmghe @obahtk zopgs Gharacrpioe r s ga”’mumﬁl hqueﬁ Agilky whilst es;

after cqoling, h e _sa owt 3{% f
t he br o?h |&12%§f§%§ §e ﬁu‘m e Eg:ﬁs ¥ ﬁarkear@d mﬁo,? 30
vitam n-type taRo Gdeé1ibe podict |pngmtm‘m\ rshdmnschmMSIt isathus al
products sucHlas ypliﬂtrd@ hmelbfv@rb@www| OW g”"“ﬁ’ﬁ@q?fésbﬂs‘!@ff‘ﬂs 90.

and. pant ot heni mawm‘m‘l i upat th
a culture (200 ?@? sOlibid i%%ﬁﬁu (o]} S gﬁ%ﬁigélmﬁ%sw

St r ept onyces alchlnmmedea.tﬁ;Sw anbh dosioagiiresof f°€ fredeyelipment evasﬁmhﬂdedbe attsettiween
5.8. and  préd @t!lemmsmsarat res %19&%
preferably bet sa’ e S ERTR T " Hvel

with agitation. Qﬁtofts'u ae:gpag r mbt&midxrdimad &jrlth!:l’lau‘hho&ﬂ@bph&ﬁp.ti&)n
with sterile ai rorownt toj pempiehdnt iy thisatabee wrbatoxses%‘ﬂ'F' RS ' pripys sgurces ¢

satis- for %o d‘tYm’ﬁdreﬁu[nW l%lﬂ?ﬁ d’gﬁx teged, " R “ %Yi%‘h i's
achieved at te Sthe solubl gmgfu ol CuI'IthblEeambSre@a&f Q¢ folldting kaBled Of

between 23 and [err]. The aeratlon of the 800 litre fermenter into which
the follow ng fer rrent ation can vary between rather wide substances are

@’

i ntroduced: = 12 : . 1, 486, 677

12 Distillers' sol ubles .12.5 kg tion until a pHof 9.5 is
obtained in the 65 Sucrose . : 12.5 kg. aqueous phase.
The net hyl ene chl ori de phase.Sodi um chloride 2.5 kg. - Is

concentrated.-under reduced pressure (5 to. Magnesi um sul phate hept a-
10 mm HY) - t-0 ‘a vol une of approxi mately 1°5 hydrate . -
1.0 kg- litre. Solution of cobalt- chloride .- The nethyl ene

chloride concentrate thus 70 hemmhydrate, of concentation
obtained is poured slowy into hexane (10 20 g../I. . 0.5.
litre litres). The solution is filtered to renove in- Tap vvater o

sufficient for 460 litret active insolubie aterial (7.5°g.). The
filtrate is concentrated to a vol une of approxi rrately , o



10 The pH of the nediumis adjusted to 7.5 1 litre. The concentrate,
to which ethyl acetate 75 by adding 10 N sodi um hydroxi de sol ution (one
litre) has been added, is stirred in the (720 cc.), and the nmediumis then

sterilised presence of water (1 litre). The pH is adjusted by bubbling
~steamat 122 C through it for to 3~by adding 6 N hydrochloric acid. 40

- m.hutes. After cooling, the volume of the The organl ¢ phase.is isol ated

yoh concen- 15  ‘broth is 500 litres because of . the condensati on - Adrated to
lygme of 1 litre. 30 504 RP 1,88686A steam during the sterllll ation

'C.)beb'b; o CTysSt ot ac& sHov-y- : -1€ - pH of.
- the nedi[gBréeSoredtdon ieEteJl 'Uﬂxﬂgﬂioﬂt @ourceséf‘%ﬂg)gﬁ; tesi:ec%H LUtlh'sgf?o o) stal s obt ai ned
~are wi tffplh L ﬁhbb) fromth IsIILt:IC ~off a .
washed | th hexane at 4 C E8°1i /& P&rment er descr}a’bédv aboye. The cyl -

(50 " cCip-Xghdet hen drie aRos{teer] ey 20 ture ifs Bewsleoped. for 116 hours
~at.[err i.le reduced} pr ssure (5%&9%0 mm Hg) . |Crude 85 gtirring with a
“turbi ne | FOYRTRY at 205 &8 - | BISRe the aci d [f oF 96 g{) is.thus .
l-ut i ons/ miRnekRsand whi | ¢ em,ga{s,e ng |vinap,apoeri | e olt apsgthe ai (i ns.,a- voI ume
of 20 [ rré!/hour) ~The fower- :c¢c) |Purification: irg of the pH at the start
of -cult 13c859 i i t ed "I'hep°b‘rt'6?:1uct obt*ai ned above |(7Bosfive i {25 to 6.5 by
t he' aut PpEdaiactossldi ti on  pf lﬁ,smve _ JisagaMesle i 0 acetonpos(t;,eSZO cC.).. The

~sol utiof 90-sodi um hydfoxi de sol dti on (total amoynt cused: if's stirred for
hal f an{RdWctesh t he pregerRositise 0.|5 Fleegsapine At the eﬂ@lw the operation,

the a<,bm5§n°gparcoal The ‘BygReNsilongjssisd 11 tered gH. pf;tlae cyltue-is'7.85
and thejvol une . .and th¢= filter i 94 washed with acdtone 5100 ¢c. ). is.470

1t res__hL-Sorbose _ . Negative . . | Sangosing | trat e gndNeghdvenash i quid are
-conbi nedl; ;30,..P) Extra01 ' water (850 cc.)
is thenla getgf whi |l e st %smve 9‘f A]arr'rlﬁ%l um obt di nléo ltl'Jvr?ider the ‘conditions
slowy &t M3ltes€, and the mBosmlve i S DLeth_nbo i ndi cat edP@home ( [, 000 Litres)
is stirged for stand at- I{aer r%) g Lrystal g whidh baye 1hal f..an hour
after being acidified td peared are filtlerel 1tbvf’f fashed with-a

-~ m xtur e|&ckdalbsecon of 6 N| hymbsm@ehl orfi chitdm( dcid i t 1 §S) Posithke acet one and wat er

(1-3 by re 100 35 ter mying with a filtation aid {35 kg.),
cc.), - 1§88’$1°§éd under r¢d C8Hr edsur2EH S 0 - 100 |t hESHEEi un{is filtefed on
a filteyrgfiess. The - 10 IRepdugy  at [mgme 30,504 rp pds@feS g}) filter cake
i's vvashnd on the filter vmth wat er] i s thus: obtalr-ed._(_ZOO |{tres), the pH
of ‘whi-chPP&ithdj usted to| MfitiRecr |Halerirsati on: - 5 |wiPasityeN hydr ochl or ifc
acid. Thpufidd trate . the Nggggyct tﬂmgﬁghal ned_ (48 Bosltives dis —'_-_40 and
the.wash Iiquid are rempved. ~~ solved infhexane (2.8 litres). The
sol uti ohS®95 The filter|cdiegitivs t rfitloVehiening n net Hankusitives s{irred for- 7
hours, dlgfkaen Whi ch ting tPagitibe’ 00 |li £4ufigd ; the mijt &B@Qt ai fed i s brought
product recrystal i ses $l owl y. Thg suspension to gH y addfng 6 N sodium
hydr oxi ¢i€lycdra) | eft to s arﬂ!fsrhm 19 DhoRhesylalening er r f amztsrgl utfon (470 cc.)
~and sti ES tQr half an Gl ystial then filjt of f, fwashed with 45
. hour. The ﬁlqut ure is filter aélg g l|§lﬁr?tre§l press e qlvflOO cc.) and dried
“‘under r ¢8drogedd 110 and t he Nepdtiver ddieProbinewashed onf tml;fvbl_te . pressure (5
10 10 m ,for. 12 houfs at with a 00 lijtres), . . =
- [err].” TR t9st ‘fractiop &?tm) cﬁ%,‘gﬂ‘lm *The |f iﬁ?%sit"o’(fe ahd the wash
- liquid gpoaaort ,in the|adosititor mii sLirhgapiaht ai ned. kysigd anfl concentrated
under .r S.% ltolpressur_e .ANgecond fracy on can be qbt al ned by con-

gative . etaine egauve ST
. InOfSi'tO] . ) ‘ Posmve Y
Salicin 1 Pbsitive I S . E

Acoonhng to the invention 30,504 RP is The culture of Streptamyces gaIlmarms DS 10
- prepared by culturing Strgptomyce; ga[[gnmus : 25 881 can be carried out by any method of .
DS 25, 881 or a productive mutant thereof aerobic surface culture or submerged culture, -
5 (ie. a mutant capable of producing' 30,504 but the latter is to be: preferred for. reasons -
RP), acrobically in a culture medium contain-  Of convenience. For this purpose, the various = '~
ing a source ‘of - assimilable nitrogen and  types of apparatus usually employed in- the - 15
- ‘mineral elements, and isolating the 30,504 RP . fermentation industry may be used. S
formed durmg the culture, as such or as a salt. In parlncurlar the followmg sequenoe can be



50 (5 to 10 mm Hg) so as to obtain an aqueous centrating the nother
liquors under reduced 115 concentrate (60 litres). This concentrate is
pressure(5to10 mmHg) to a valu ing 6 N
hydr ochl ori c 0.4 litre «and* by leaving this to stand for 12 acid (580 cc.)
and then stirred for 10 minutes hours at [err]. The crystals whi ch have g
wi th net hyl ene chl ori de (40 litres). The two. , formed are filtered off," _'-'
washed with:hexane .55 ‘phases are separated. The aqueous phase is (20 cc

and dried “”d‘ﬂ reduced pressure 120 furlt,{gg,gﬁextract ed with nethylene 1 .

chloride - (5—te—40—mHp—for—t2—hours—at &/ 1] ucce sswe& Ulltres_.j-_'
and 20 Iitres). sdoped fwmﬂﬂ?ﬁ‘&’ﬁ on (10(§‘ 3‘&” ng% ensé
chl ori de Xt ractg Wwﬂ;,ssihmm R
with water (9_.litres); -and agidified- The. mmintunqmldefdb,mlels?mquafms '

scope 60 until a pH of @ﬂ%%lﬁﬂ’al ned: i-n the iy B | rﬁ%r
feeding to ani mal's W“S}@tlge m&%{a &, by addi tq(";'m maz’é oo e medipg °a'
contai n0. 0001 to 99 of- 30, 504 « loénditions Chor - allﬁfegﬂmtpepmhase

is isol at eMnd

washed again. with gg& |.tre Sont: al‘ﬁl 1 65
capabl e of addi ng 'f R %o m hydroxg cun ﬁ{e@- by'
the aninal s. SUChI‘lﬁG&Eﬁ&imn mediﬁmmm essentially oftheculturemuhefoﬂowmgwa The culture
1,486,677 . conmnasmreeof assmulableoarbonanda medugggrsdﬁ Wym xed.
feedstuf f for5 Source on:llf; Detween 9 284, l&%{% .
concent rat ed ni ke fﬁé ﬂ:e YR fe memmaﬁdls&éaﬁ&d AP
or a salt’ there(ilftroﬂdeEd”laaweltl-deﬁ{bd or as thererrommuhazbm&mebtguldsklgmt,mtaal or
W|th a ni trogen; cx ity gy %W““W‘t‘an?l mgmtam I:SFeme,th :
.u/kg. 5 o Pi AW ~‘« rmlwgwl “The crude prodﬁf'Ql 0 B
11 5 ng./g. The &r&&ﬁlﬁ&ﬁ&ﬁdﬂ Jscymfse a féih (D biganic solutibh bf Avystailisation

2.24 ny./kg.
on the proport
feedstuffs t He
this feedstuff.

prefer- *
0. 04% by wei

its salts. with
goats ). Bnd as amama'

conbati ng dys nt
These corrp05|

ef foednbse Cdaxtmi,

ST i W”%ﬁf

végdtabls ksl slidhus ﬁam brhveya

g

hi #wt mmawmd'eﬂﬁl redupced

mwrm%w :

0429
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present inventi ccpm&t Q@epﬂm @WWO&MI 53%594(&5’nt ain 0.0
pos] t i1%6F ‘

smsseﬂdei [sGdi© Bs- umegmc mrngmtmmrmfohs
Sanipio - salts;. urea and certain - The following Bxam.ple

Iﬂ ﬂf;‘s "%RP“‘&WB"WS salts with metals.or
ﬂﬁh fddn, nltrogen COBKAMPLBJ. bases can be

Rm;ocuhlm aﬂmlm a fetmemmf wi t hnaaesr:dlﬂa#mscﬁs &&81 for eqqdmtmen :
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'7: mmeral elements added some

of between 23 and 33° C. The aeration of the.

The production culture is_carried out in a
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ei t her 5pﬁhwer1mh@mbcmhc Iaﬁd Y fltdrhee
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31, :42%how The m'x%
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phedds dm accor dance

fPhe producaithud elsaingd &
splygd in-hexane @%hlﬁ?ha'{‘h‘t%’@
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A first fraction
in the acid form is thus obtained.
A second fraction can be obtained by con-

i d@fes.

he antibiotic

In

- 13.41%

50 (5 t 10 mm Hg) so as to obtain an aqueous  centrating the mother liquors under reduced 1135
concentrate (60 litres). This concentrate. is  pressure (5 t 10 mm Hg) to a volume of
adjusted to pH 3 by adding 6 N hydrochloric 0.4 litre and by leaving this to stand for 12 4
acid (580 cc.) and then stirred for 10 minutes hours at "+4° C. The crystals which have
with methylene chloride (40 litres). The two  formed are filtered off, washed with hexane

55 phases are separated. The aqueous phase is (20 cc)anddmedunder reduced pressure 120

" further extracted with ‘methylene chloride - (5-to 10 mm Hg) for 12 hours at 35° C.
(successively 30 litres and 20 litres). The A second fraction (10 g.) of 30,504 RP in -
methylene chionide extracts are combined and  the acid form is thus obtained. o
stirred with water (9 litres), and acidified The invention includes within its scope -

60 until a pH of 3 is obtained in the aqueous compositions for feeding to animals which 125

phase by eddition of 20 cc. of 6 N hydro-

chlom: acid. The ongamcphase is isolated and-

then washed again with water (18 litres),
adding 20 cc. of 6 N sodium hydroxide solu-

contain 0.0001 to 99.9% by weight of 30,504

RP, or a salt thereof with a metal or a nitrogen- -

containing base, and a substance capable of
bemgconsumedbyﬁleammals Such composi-



Dehydrated fodder fl our 4.56% 1. The antibacteri al and

anticocoi di al sub- 60 Yeast—extra 2.33% stance
her ei nbef ore designated 30,504 RP,. and Dry m |k powder 2.68%
its salts with netals and ni trogen contai ning Sodi um chl ori de

0.09% bases, havirng in the acid formt he properties: 125 Cal cium.
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19 pn.d centrates which oonnam 99.9 to 5% of the
entorintheformofgranulspreparedm 30,504 RP to which edible denaturing agents
accordance with the usual techniques, such as edible dyestuffs, flavouring substances,

The followin Emmlexllmtm:esccm -  dispersing agents or agents which prevent 110

tions aocordmggto the pmventxon pod ﬁommon, and feedstuff extenders bave

a

0 EXAMPLE 2. 12;:&1 oonpdcenu'avmﬂta andThe“premuim” are

A base feedstuff ha the following com- gen ent. The supplementary
position is prepared: ving feedstuffs can be cither pulverulent or in the 115

' form of granules prepared in accordance with

Cereal middlings flour 13.41%, the usual techniques. In these compositions,

. Barley fiour 13.41°%, the antibiotic 30,504 RP or its salts can be in

55 Maize flour 13.41%, the form of fine particles which are free or
‘Wheat flour 31.329, covered with a coating. 120

Fishmeal 8.929%,

Soya flour 8.929, WHAT WE CLAIM IS:— '

Dehydrated fodder flour 4.56%, 1. The antibacterial and anticoccidial sub-

60  Yeast extract 2339, stance hereinbefore designated 30,504 RP, and

Dry milk powder 2.68%, its salts with metals and nitrogen-containing
Sodium chloride 0.09% bases, having in the acid form the properties: 125

Calcium chloride 0.899%, it is a white crystalline powder readily



contai ning base, diluted in a feedstuff extender. nntary feedstuffs can

either be mxed with They forma conveni ent internedi ate which the nation
or consuned as they are; and usua!!\][ o5 _nmpekes. . it ocasier to distribute the

active product represent approximately 1 to 10% of the daily. 35

uni formy throughout the feedstuffs. The pre- ration; 307504 RP—t hus
corresponds  -t'0 m Xxes t hensel ves are general ly pr 01 0.01%
by wei ght *of the ‘dail'y ration. concenttates which Hmﬂﬁﬂ HHQ}I,MH 0% o/?
The "pren xes", used to prepare the com 30,504 RP or saltt sto .
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ageriLs—\J,Jch as. edible d estuff qgeneral l'y nt 0.1-10 5% f_Jfhe 30, 504
RP 40 fI avou?&mé g& misibeS B bl ag% ted i (r)?ﬁagfeedﬁsuff
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13. 41% ofnhemamraumthe

The ‘pmmx&s
VWheat fl our plete mm od
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accordance with the usual techniques. - such as’edible dyestuffs, flavouring substances,
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< . tions according to the invention: agg'lomeramon, and feedstuﬁ exmdets ‘have
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. Dry milk powder _ 2.68%, its -salts with metals and muogen—comammg ' _
Sodium .chloride - 0.09%, bases, having in the acid form the properties: 125

Calcium chloride ' 0.89%, it is a white crystalline powder readily



ately soluble in acetone and ethyl acetate, per mnute. sparingly soluble

I n hexane, and practically 8. process according to any of clains 2 to 5
insoluble in water; —7in which the culture is continued

for 2 to wmositi'on i s approxi- " days. mately C% 69.4,
HY% =9. 0 and O% cess according to any of clainms 2 to 70 _
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RP and its salts, which conprises culturing cocci di osis which conprises
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a cul ture nedium containing a source or pr event di e coccidiosis. -

assi m abl e carbgn, a source of_ assin| able Jdm Hmﬂm g the
growt h of 110 nrtrogen and .. mineral eleénents, m k’rnants ;
04 e

whi ch conpri sgs adm ni sterr ng to a the 30 4g RP forrred d’ﬂrrmg *{ cullgu
as rum nant —e - ' > o4—1 -

as sugh_Q/ as a saIt to prorrote he owuhEMP &KJO,A process accordr ng to .
claim2-in. which~ said runinant. ! Agemssscul t ure medium at the
start. » . = 20.. Method. for treating 1’ ? ’ng swi.ne 115 of the culture.
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the micro-organism 120 4 in which the tenperature of the culture IS
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claim5 in which . -ing a source of assimlable carbon, a ‘source the .
tenmperature of  the culture is betmeen 25 - of assrntlable ni troegen and
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free. from other mcro- 125 7 Process accordr ng to any of clar m 2.to
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