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TABLE 1 Amount of Soybean
Protease Activity Cul ture Medi um Meal Extract (%
(PUM) — A - 0
672 - : B 185335 0.5 -
1, 460 :'\"“3 - . 40 3
3, 750 v ‘ D 2.0
4,170 E TasiE 1 50
4,740 : H Amount of Soybean Protead) A&ivity
4,370 Cuiture Medium (§ Meal Extract (%) (PUYm)0
3, 500 H 2
2. 880 A 0 28
2,180 B 0.5 146b O
2,080 TES+—2 tr+at+dq4d in Table 2
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TABLE 2 - OT :
Pr ot ease Activi ty F m’loqurp Medi um s Casein (%
(PU m) G K 15.0 3,5000
928 | - 0; .
1, 570 H M 2.0 20,
3,750 1 N 250 22800
4,230 — —5—0
4, 250 I F 30.0 | %9100 | |
4, 330 -
f, AR
3 S qg&@nz % ';% ybean
L extr aCtanﬂ\IaSv?l}léd B casein 2k 615! tsuﬁfsho-ﬁﬁ?li Table TESt gé I S nost
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resPecti ve concentrations of

corrposntAhﬁnz as that of the baS| ¢ nmedi um used

15 mlk casei n apt—soybear—reat—extract—n—thp—-R—Fest fhe m xture was
t ot
di vi ded into six ij { YES: red uﬁ@’g‘ Pf(g bod’? ?ﬁg&%ut equal
portions. One was|USE Qi cont perc nd fqom about 1 to
about 15 per- the otherkfive pcrtlonsovvere usad in theg test {30 cent.
after 1% of an adfittoma—mirtrogen—source—t+—e
| | 0.5 1,570
M 1.0 3,750
N 2.0 4,230
0 5.0 " 4250
P 10.0 4,330
Q 15.0 12,120
The synérgistic effect between milk casein TEST 3

and soybean meal extract is obvious from the

1%, of soybean meal extract was added to 25

F

15

20

. result of Tests 1 and 2, and it is most im-

portant when the respective concentrations of
milk casein and soybean meal extract in the
culture medium are from about 1 to about
10 percent and from about 1 to about 15 per-
cent.

This synergistic effect is so specific that it

.is not observed when other nitrogen sources

than milk casein are used together with soy-
bean meal extract, as shown in test 3.

an aqueous culture medium which has the same
composition as that of the basic medium used
in Test 1. The mixture was divided into six
equal portions. One was used for control, and

the other five portions were used in the test

after 1%, of an additional mtrogen source, i.e.
cornsteep liquor, gelatine, casein hydrolysate
(casamino acid), peptone or milk casein had
been added. The same procedures for culti-

1 gave the results shown in Table 3.

"vation and protease activity assay as in Test 35
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bands avtolutnhef ﬂvilled)wa amb.the-solunon isvi th xﬁﬁm@mdﬂrmiomsae thefwagdalengtts pr evi ousl y
ﬁ? “ 3 3# 275 tbt?*f"? é%"ed“‘\/\/PtSHO“éf‘e’()ablM phosphat e

| engt h% F%l OS?E‘;%

buf f er ﬁ»é 34) ed Qbsgl-guon spebebut ;07 PH 7.0,
V\II"IermlFl'ﬁdlys&J:Iﬁsxdﬁ"lio]dﬁﬂn Iafc d to mfwoa sﬁwnomgl)ug a«eastg):mﬁzt 11.‘9 (broad, 30
sor bed thuqughhyhe colimum@ xTH30 amy perkedi s elab 0110‘811&12 i ddl e) and
9.3 (brﬁ%?Q gﬁ'ﬂo‘ﬁs‘m‘g lgmst%?&%ﬁ&{ueouéw éﬂfg’?’ug n weak).

and t hejoRlof 8.0, ¥hdréu

lsla&]_ 10 ﬁ en gectric. poi nt

measifr esorbigl/onOthp @slumn. Thvehzmﬂe :spenmtdl ons. m1(i:ﬂtt)i[ &u (r):{ddie)ra]nsq 33r(lrr}ad; s75added to

120 ‘Eﬂle’cq 11’6‘?"@3‘]‘13"1!@ parts: voI une of the

< ENZyne- ?fuﬁf ted lbgidefﬁésl%otl 2&1&1%‘% Wehi bited 35 up

to 66%@&5 egiﬁﬁg_ng{ fckibHls { at( 1s ,{h (8 5to 9.5 as
gshowss iup to 86% samrattmm:gn ﬁratpﬁsesa'l‘h?: col Iaemtpéﬂofafrmh 8lp Sts&B\aeshowmuBOSO Fig. 3.and
sat at pet “gfndls”lve aris by g W& fag te@ll’;lfﬂ“’fﬁ/ld hate buffer

35[ er r 1% oof ﬁ %fF’;y cig@égw% % ffffm y arounfsoltti on of pH

: jetd YO TRl -ﬁ1e3attbtlltmmgh$ colummgf SH ay\melpn fribflicy 4. shown msmgusem ed to

geI 40| ISeplathxcitractetmazk) % Gok UAOem).f (Whj splid line altwiv fhe yrabikisy shofin i n Fi g.

e ;§ ot T s i‘;‘%c Dt s e S e Sol 1

i ne s% nﬁ ygetd 1}, gm,g eagtlaqm again with

66% agalﬁkgr : gtga#j’i ;E o gm 1eszr | naaeﬁdacms amhe ;B 37°$,C;dnunatsﬁlbn@of

(NH 45r r YoluR@jobthe [nsideTyolutioncage lye-i n ;ﬁé‘eeﬁngt |1 ja t 4] err] from

whi ch i% fgtgive aboutcl part By geeiehy of a3§? %V?g%t”tﬁ gu‘@??s sR ng served

that the enzyne is stable at a pH

/



against distilled water at 5[err]C. for 3 days. 55 between 5 and 7 at

37[err]C., and is still 45 parts by volune of the inside solution are |yo-
st abl . - i

by wei ght of (8) The thernostability when neasured by : 6

1, 185, 335 heating the enzyne solution for 10 (11) The enzyne
activity.s not inhibited in m nutes w thout substrate is shown- in
t he presence of p-chloronmercuribenzoates 15 Fig. 6, which sho

that the enzynebis or_diisopropyl flad#e3hosphate, - . stable a®

40[err] C but the aclelnhbt the! &gmgté&?%n 2)0 Tpﬁ)ﬂeogn%eaégg&% &% kel ;9N y

active in 5 10imibs WGt the presence of p-chloromertdriBenzoates 15

proteol ytic act | vi tBig. G Sxhislh jskoiws yhai thei enzgyme ls ' ﬂt}mwhapltateyl ty is
inhibited int ﬁkeﬁ% geaﬁm fsdest b g&g%hem braingd isthighly active in

T
presence of [§)" G ififbfidd in S ﬁﬁﬁgﬁa’%ﬁﬁﬂgﬁ?ﬁ%@&‘ﬁw ty
bei ng hi gher than piélence of N1 loarr | Cutt or .- caselnolync actmty being higher than 20
2,000 PUng. In ¢gq -|son W|th k ovvn Pélimy conagiatispn with krown
i nhibited in me(w) ‘Q‘E eas Rraeases, 'ee protease
presence of ethyle Cd'¥4 a,f; i ig Of 1 %‘s m"ﬁ%ﬁr STer in
its proteo- 7,bﬂtthetdaﬁmplrsréslﬁoeemb§ﬂ1etaad16 as Ghown I'n ytic o5
activity, as shown ﬁmoﬂ'&ﬁrﬁel!n*s‘ omfd.’ -7, but the act ivity i-s restored
by the addi- 6. . . 25 : tion of.
Zn[err], Mjferr] or Co[ err] ' ' TABLE 5 R ) -
TABLE 5 . L : Casei nol yti.c Activity
(PU ng) ' Enzy ' _pH 7.1
pH 9.0 E- 15 protease " Caséinolytic Acnwt;Q(Pl%g) '
3,612 = o Qhynot rypsi n - \o B _
688 - Brcrreliné;‘%me c | oL | o@H 9.0
104 . Promesemotesse | - 2,100 418 3612
710 . : FABLE 6
Anmount of Enzyne Requi|CBymotrypsin BN B 688
for Dissolving fibrinjydhin 10 " 106 T jo£ENZYNE
m nut es ) - E-15 Pt ot ch : : . - 4 :
[err]g/m _ Pronase Chyrmt riypsi ny 418 a 70 .~ 50
[err]gm | — Bromertnm ' _ >100
[err]g/m - Pronase ' ' T 6 o - 1280
[err]g/m I n virew —St-abi-i- : can -
irritant was injected|into.a hind paw 40 va!}zymthtm rctease‘- at. -
about 37[err]C. in thg of theg as wel | afgr BFS°1 “‘P&f‘g“‘ g control
30 neighbourhood of neutral p =} nrn'r(—" se of to l (‘h no tegt .
conpounds had been ad E-15 bxoaasr:nvent ion ifs used ast ggmeffective di"g”est ive

mni stered. The capaci
agent. The fol | ow ng

=TT anmmgt ory-

est SIS | it ant was then5 br ed. evdry . hour .

IS a conparison test thet weresmetinhe prot ease ¢f - | nhished g/mt activitfies to
the inflammatory 45] ese e-in‘ -
oedena caused by the ijrrites (1) 0]05 m. 35 ¢gim|
anti-inflammatory effect S. of 1% aqueous carrageeni n sol ut i.on,
(2) 0.05 st VIf’W of the sﬂ% 4{} ptimal ~ after, an irritant was eg fintga/hing
of ti
dextran o ut sori TR Foms A FEC e el ssmm@;ﬁa
0.05 m of 10% amxsen‘vum {digestive ministeft CTRLHpdcity bRBEkwdIRpGR | Y
into femal e rat sor agti-inflagproasy ﬂﬁmntT Ehﬂl feHO?VllvsneSt emrthetmfitam:cvtgeg themtogle:;pat mgveﬁ(hour o
activitics c ammato

wei ghing 120 to E?W tlm mfglembutazone in %eﬁtmaorcyaused bythelrntants,le (1)0051‘:1}; .

35 their anﬁ-mﬂammatory o of 1%, aqueous carrageenin sofution, (2) 0.05 -

TEST 4 ' ml of 6%, aqueous dextran solution and (3)

The illustrated amount of test samples was 0.05 ml of 109, aqueous ovalbumin solution,
injected intraperitoneally into female rats are shown in Table 7 in terms of swelling per 50
welghmg 120 o 150 grams. Tlnrty minutes  ¢ent, . .

L2 I

& vy

&



7 1, 185, 335 7
TABLE 7 Time after
injection of Irritant (hrs) Dosage
[rritant Test Sanple ng/ kg 0 1 2 3 4 5

E- 15 protease 5° 0 20 26 23 26 24

(4,000 PU/ gy~ 10 0 10 13
17 16 13@.4 (1) E- 15 protease 20 0 15 19
20 21 207 ’ (3,159 BT .- 7

50 o 7 6 13 " 14 13  1ume7 Phenyl but azone

50 0 13. 19 22 24 23 Cont roI

0 0 53 +% _ -+ -84 o) =45 Pt Fotease

20 0 37| 41 {36 34 3p . | Timeafierinjectitngl Iomsgteng)

50 0 16 1ty 7 TestMimple 10] mexkg | 0 (AL 2] 3145

Phenyl Qut azone S0 0—_35 045 52 50

Cont r ol 0 g-égop;%)_ 54 36 | 7® | 280} 26 |78 | 26 | 2&4{15

pr ot ease 20 \® 4T 42 3 3 5

(3, 159 PU/ ng) | - 10 o PPl r]winBy, s
15 17 11 (1 (1315 protease P1enyjobut hzonp 15 | 19 580 | 21 | & | 53
63 63 58 56 (3,159 PU/mg) Comt-r Jl- va 0

64 88 86 g4 81 | - FromTabl @%7, [t%ip &ialllyEdett t|nkt |t he
the admnistratign i s shQwhedyiBudaht €]8. sbhe | op[ qsepye o&zth@;prgent

i nvention shows flar rande—-hR—brackets—showsl-95%4-confi-darece . '
superi or -anti-inflarﬁmtor@m anti - $wel i ng] @hg 3¥a) dés §ﬁovvﬁ1 rEDLD[err]
values in ng/ kg [T0O 5 adiyy. L tngt pPhENYT ay gnel. ( unts in
ng per kg of body wei ght %‘;{Z em;yﬁg) i cute ?(nk:é(tzl A nP‘thg\4 ,r\?{nrﬁease
(3157 50% deat h)j. . ® FU/rrg) in m¢e di0 ratsoaf tiér m hauris 16 rjoks

TABLE 8 ' : IIIbLIdIUI T 7 .Rats
O al No af ﬂ?ﬁ’?’l %oNo hn? rralgh di 8B jaf% | 2|0 |
2,500 ngy/ kg 2, 00Q o3mkkdk g ) Subcyt prreousy | so | 7844

(36 1-53. 78) -At+-& er.wf‘.eal 1-8-—3—(H4—3 22314

I nt r avehous 1 14.2 f‘i@%l’{% 626)%0 o | dlofder| 8® |t a5t ¢ g
subacutg toxicity, the st h}welghi np @ba% 140 l0rans o gvery 15
protease (3157 PY ngps)of .t_h.e_pLesen.t_.L-n#e.na__dav fafal _Gr-au-psl each
consi s™ng of.. | tion vveé’hw&htbzymaddri ni®t er b0t b 5B al $3 (\Westless 1556 4t s,
wer e schedul ed as foI | ows: 4 Control o o | 62188 | 86| 82 | 81

: F,_rom -Table 7 it is- clearly -seen’ that the
protease of the present invention shows far
superior anti-inflammatory and anti-swelling
activity to that of phenylbutazone.

Acute toxicity of the protease (3157

the administration is shown in Table 8. The
range in brackets shows 95%, confidence limit.
The values shown are LD;, values in mg/kg 10
(amounts in mg per kg of body weight to cause
50% death)

PU/mg) in mice or rats after 72 hours from

TABLE 8
Administration Mice Rats
Oral '| No animal died at | No animal died at
2,500 mg/kg 2,000 mg/kg
. Subcutaneous 44 (36.1—53.78) —
Intraperitoneal 18.34 (14.32—23.49) -
& Intravenous 14.23 (12.45—16.26) | -

In order to test the subacute toxicity, the
15 protease (3157 PU/mg) of the present inven-
tion was orally admuustered to rats (Wlstet

strain), each weighing about 120 grams, every
day for a month. Groups, each consisting of
15 rats, were scheduled as follows:



Dose G oup Sex (My/ kg/ day)
0

Remar ks 1 mal e
Cont r ol 2 _ Femal e 0 3
Mal e 3 Dosage corresponds to 10 '
ti mes as-nmuch as the usual - 4 N Female _.
3 dosage for human bei ngs : 5 : "‘,I\/al e
15 - " 50 ., 6 . S Female
15 3 . 7 LIRS . &0 .- >
120 8 Femal e : 60 In conparlson
w t h t hefeontrot upPs Moregver—the—pr ,JLCG.DU of—tirs—tnvegntion is 20
(G oups an ncne of ¢t he test m ffeCtI\i&| Y absorb%d t hrough the
intestin gf"%)’ nupg&,’i 1o 1\% ‘Bﬂ shihstantia ffere so that
It is eapsily admni steradalqoer os._How 5. iph generd@ appearange, body
wei ght, pl ood ever, lin order tolavoid the affection of Gaetry liver @
functionf blodd suggr | ¢ sefum electro-| gastric juice, it is
recommended that thg prosae | ytes, sunine E&E@&r%oﬁd&% ywei ght s of
vi scera,| tease shodld be adm ni stered}per- DEmés Bs huigleas i fsual - As shom
above, the prdtease |of t¥mslej nvgn- Borm of | demeefer dumen ingbat dd
prepar atj on: en | ti 1s substqgt al | yj non- tOXI c, ang exhibits a the
prot ease} i s adm ni stljere raIIy, t he u%:al L0 _st_rong anti-inffl ammat ory
activity] when @d- dai IyFednbe for 'alﬁu n.aflult is fromb5 to 60,
m ni st er dora.;ly ) | preferably, &;omlSto 30
mlligrams of the %Hflke hlthert - knoywn st er’di dal antl-lnflam
enzynme i ch Isas a prot emxakactuwt;ooh gher 30°  ,matory age ts which
of t en cawse—netabott tHram 2600 PYF-mg— '\,naLul ance—dte—to pituitary
and adrengd cobparison F@fth thd) Rontl lgRRSE omo@bw&n&pmos&islmom Yo
nor mal | t he apg) Wm&;&%ﬁ pov eeffiedtively shedrbed thringh alret intestifyewdller
under 6’f b e et thay i ) t hout
Al T oCo1 e o e S Wb s T tdg" wé‘%}sﬁ%ﬁmﬂ'ﬁ B ~ the
pi t ui tarlyte@aﬂneaedﬁamﬁlancsyaglﬁrm,vm&ﬁ t headse |snmﬂdmrainmar ﬁ*rg;k\&ﬁﬁhe 25 Y
35 pr 8y fhy ;;?m%gggﬁghdﬂgﬁm iguemmdsfrqqatedpmpmmmg on than"the
o e e iy v, 08 BT M T P on o1
granu esmlmstered orally. g
5 ny. Unlike hitherto-known steroidal aBﬁ-biﬂﬁm-S een@fmetdvlﬂch eaq:ﬂteasermﬁﬁtylmgm 30( 10 000
PU) matory agents which often caugg?eﬁyg than 2,000P fmg: 46 ny.
Corn ance due to pituitary and %mme of gmng those. skilled :in
%m tease of this invention acts the art understanding of the inven-
Cryst al | gifagly Sﬂlauon without affécting tion, the #ild¥Ehg: illuserative. examplesof pre-
Cel | ul ostee g diteqrmyl a;ndcadmi dystems, so that it paration Bre[giyen. _ _ 35
Sor bi t o] provides: a sater countermeasure agamst m". 10 n"g - o : . l. _‘?.-. o
: 100ny fiammation than the known agents. B S : 1,185, 335
9 I A capsule filled with enteric granules o
_Capsule prescnptxon (pet enpsule),
Protease of the present invention (10,000 PU)
Corn starch - | . 16mg o %
Crystalline cellulose ' - 12 mg. '
_ Cellulose glycollic acid . . 5mg R &

" Sorbitol S - 10 mg.
o ) | - 100 mg.




1. An enteric tablet: Tabl et prescription
(per tablet);

5 nyg. Protease of the present rnventiom —————
(10, 000 PU) Lact ose

79 ny. o Corn starch

45 ny. PN CGel ati ne

0.5 ny. x.« 1,185/B3nesi um st ear at e 9

0.5 nyg. : : _ .

130 ng. V\HATV\ECLAIMIS:- 9. A
phar maceut i cal conposit o fablet: 1. A method for producing

a protease, which conpris B?c%tpf‘\;%erl“?]?é‘fpedl ent, a major pro-

conprises cultivating Ser ratia sp E-15 portion of a unitary protease as
clainmed in 5 (ATCC 21074) or a mutant or vSamgant thereof, <claim
7 or 8. together with a m?ﬁ?f?as"p?fcfb?)i’teseﬂ‘om"mmn (10,000 P) an aqueous cul ture
medi um cont ai ning from l?a@m&f a pharmaceutically 3¢ GRPt abl e carrier '
1% to 10% (weight per volune) of mlk therefor. casein,
from 11)to 15% (wei ght perCorm btancke) 10. A pharmacédimgcal conposition,

whi ch of soyb&qan meal extract and oth nutrients conprises,
as an active ingredient, a’m hor 10 necessarmyg for the growth of
the m croorganism pr oporMagaanmi‘staratenl tary proteasesasg. clained in.- 45

at a tenperature of from 25[err]C to 35[err] C., —¢tanr7 or 8, together

with a major proport I on under aerobl c PbM8i tions, until the
protease is har maceut i caI I y accept abIO%e car r| er there- . “f’?
substantlallya ﬁ&!‘u P‘% ul tur e, br Wﬁ%l t he
accunul at ed pr Cl % zkla se, whlch t;w@rjsespg actlve ui’gf:dlcn

15 the liqu d(.ﬂpmct 2m74)bh£mﬁtﬂﬂrttoﬂﬁﬁa rtmehﬁ. claim P@r 8togekiiad t19a01im Qropor- 40
subst anti al | y inanfayeeys quitufsOmedium contining fmm tlQn ofAa mmtwaopﬁptﬂge tagrieg| ai m

1, wherein degéyfd¥e ¢ (weight per volume) p z Lon garried out until

1% 1o 159 v um armaceutica osition, whic
the protease of bea n@%ﬁﬁéﬁﬁgh&g{m AP O ﬂr&‘?p : Eu 1c)hentl, a minor
activi gy of 10 haeceseaglt fo11the gewihef EHatnididogdanitm |pﬂ>p&ha1 maglniﬂﬁ'y pdtessel BSdlfndd il By as
her ei n--de- at a temperaturg pfy froB 2500 PUBHIC., . claim 7 or 8, together with a major proportfoy

scribed in wt ?Eg%ﬁ;g‘:g@a ?‘i‘t& ﬂgiprﬁﬁsgth‘ﬁe of a Phamace“t‘?@y acceptgble garficrtheeey
according to Ci‘xlﬁ tin ﬁoné nﬁl & $hdrmaBicd lcomposition as claim- 95
t he aqglieous l&ultlteumdrpadloﬂﬂie c(ﬂﬁﬁt Brodh S f rom ed 1n’L3|a1mA9 meub;mﬂbsiaﬁﬁany raeaémﬂgso

i nfl anmmati on i 2 A method according (o ¢ 1%1 whergin 05@?‘"% r vo).une) of

: Iti i mﬁp % ceutl ?proposmon as’claimed
non-human ani ar W?tllj&ﬁm i or?earﬁsgﬁf Sin En‘n 9 or 1(% substantlF'\tlly as herem
CaCl[err] . 2H ektad @000 PU/ml. scribbE 1
havi ng an i 126 ardré-method according to clann mwhammetsimdc eempledi agt o cI al m 1 S5

wherein tion et w thed for treating m@!@madﬂ
aqueous cul t ur goi _ﬁf["':pngﬂco nBer C)EE %" ;;‘%ﬁh i&%m .
claimed in any 4H® method according to lemﬁ%;vaex@bQiUﬁ fr Eraxﬂ perVay WAE) . i N
of cl ai ns 7 26 othk2aqueous culture medium teomaim B mP ogEhse | or aocfnm mezp hatigmed in any 60

14. A nethod a®7@ Pk C@tmerlgohg% in o claxms7to 12,
ey | 1ct AR o g 5 195

tially as heremmyde'a&ﬁt met hod as clainmed in claim

1 substan- 30 _6 lFIclliiEllwbswn- ELKINGTONANDEHHR, n descri bed
with ref gr Fnces m: mWQ@MWé%?‘eAgent s, C%;ﬂml;ll gt Ages‘;‘%pem fic
exanpl e - 7. A protease when produced by a method Hi g %@ lﬂlﬂij

7. A pyotease uhdﬁmﬂfh&ﬂﬁﬁddMsatmet hod Lond /\XSGIHl gh Hol bor n,
as cl ai med 3R arfy Agmitery groesse havieg e properties Agents for the Applicagtsn, W C. 1.

35 8. Aunib Vb‘ﬁ?‘&f@a%de havi ng the properties Agents for the
Applicgnts. - HANS Bk Fofie Surie rg,gqm!%igr pal 16 Maj esty's
Stationery Office m::gdgoerby @atmitgmdar QSSquthlugaﬁf \Lénta, B which

Publ i shed by the Patent Office, 25 S??Htﬂ'dr?p?"éﬁ‘?’%w I d| ngs, London, WC. 2,
from whi ch copi es may be
obt ai ned. . 1, 185, 335
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Il An enteric tablet: Tabl et prescription (per

tabl et);

5 np. ' . Prot ease of the present invention (10, 000
PU) — ' Lact ose 79
ny. { Corn starch 45
ny. i .. Cel ati nel85,335 9 0.5 ny.
Magnesi um st earate 0.5 ny. -

130 ny. VAT VW Gl 9. A

phar maceuti cal conposi tTable, predadigtion (per table)y. A net hod for producing a
prot ease, which conprises, as active ingredient, a maj or pro-
conprises cultivating™ Serratia Sp. E-1b portiprn-of—a unitary protease

as claimed in 5 (ATCOrofehfd /et JineOprednt Micafidn OF (R ythereof, claim7 or

8, toget her with a m nor propor- 40 I n an agueous culture medi um
containing from tionLegtosy phar maceutical ly accdpmsbl e carrier 1% to -
10%. (wei ght per vol umg) srmA t herefor. gasel n, froml%to 15%

(vvé? ght per vol une) 16l phar maceut i cal corrposﬂgl on, which of

soybean neal extract afdlagteher nutrients conpris&mg as an active

I ngredi ent, a m nor 10 4 necessary for the growthogf t he m croorgani sm
. . a

proportion of a unitary B?O%ase as clainmed in at a tenperature of |

, from 25[err]C to 35[err]C, claim?7 or 8, togeblmgr with a mjor

groportion under werobrccondirtionsT—unt+—the—protease is of a

dhar maceut | CWEAT SECHAIRIISe—Car ri 1 ther & A phasbSia chrabkMora oL at ed in [
the cul ture béonthod draraducas « panclsc piselr atimygied,ius axbe ispddntiod mi@pease from

11. A ph 9Ffion) of 2 tupigary p ig aa!anme@fmth
P %lr ?ﬁ?@gi(ﬁ% anna glgc;cg %%r;'?t‘:%gﬁ.c 1t @3?”’5 dg

culture aqueous on;LOm, ly &
2. A net hod‘yaa@aow gho p&| mlme) ofVlhﬂid’ € tharefofl€ t'he cul'fi vati on
is carried C?El{': IﬁMﬁW@masreVOlume)lZ 19, Ahplmmercetital Gahpogitiep oghichi on as
cl ai med s%&‘?ﬁﬁeﬂs el lnglﬁdleqtﬁf ripigoror

tary protease as claimed in

T
sulfst anti alaf ¥ t&ﬁp ol fﬂ’ﬁ 25°C am S 8 ogether with a )or ortfoy
scri bed i nundet herqibe:f @ndithng uhii e ph&ﬁse@sf bﬂwpﬂ&aceuuéiny fRcdpBbl %S@J ding to

claimi, eddn ghe t he
agfteous lg% SE %f%ﬁ*rf{% ] dlll WPG?““tn 8é

I nfl ammati ore. lAﬂmethod da to lcRind) 1 Otf&ein( V\@és d per 01{/0 antbagly Ny F{elﬁu'q%n
ani mal s, wihechitivaviopisicereisd @udl natih Ithh-protease Ca@bk2a ﬂl}i{xﬁi’cé’u}x@l proposition as claimed
tering to T;’(Ylg’oggl% P Higy iergma rhighert | a:?am 9 or 10 substanfiallyedshteckimde or di ng t o

claim 1y whej gf,gethg ({n{gqu ?ﬁg ot 1 élfferqg& tp)f either o of ﬁleth
agqueous  CulkleUsqReod® QilthF® mielidh AdoBkS:ny THHOH "8 OA %&P@d ®r @at&‘grmﬁﬂntah&%a
cl ai med i noah‘b(s 05 0.05% (@lgﬁ%ptxo velbmc)t of1 . ff¥bhme Isp@lichVe@dinpiisey adnlidis- Of
clains 7 t&® I%ZHO ter PO I exl ‘feﬂ e ana@nimal having an inflamma- 14, A
wherein T
CO!

nmet hod 2§ Gleadqﬂaa:mi i éingghnfg s from as?en%l- ﬁ%sﬁ%)ﬁltlmmme m;%g Cﬂl aim 1

subst an- Bﬂac,ntolaabdt)asa@(wepda vdﬁﬁé)[in eﬁfdmmu |lg y as herern bed.
_30 6. A HED.cpf phospbrtred i n cl ai m 1 débSimathed as claimedSn KlabiSTOMBAND FI FE,
Fially as gy ggﬁ?gﬂ‘“ﬁ%lrs@s’éﬁ" ntaztiglly as fherein desgigdt er ed Pat ent

b Her |
#Agent s, 30 sgn o Gs ﬁdﬁﬁéﬂ)ﬂn%mﬁl -substan- ELKINGTON AND FIFE, Hi gh
Hol bor n Hotislly as herein des&ubedﬁ\wiﬂf afmeao\ﬂhen pr oduCiseteddy Pat

52/ 54 Hi gh*Repin R mple “A”. any fc!{xshriblb@mtﬁmﬁe,

London, W g &mm easew d‘ﬁ’ﬁgff Lb%Mﬁ’%‘t ease havg jg@;%biﬁﬁert ies
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