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1 BALANCER FOR DEHYDRATI ON TUB FOR USE I N

WASHI NG MACHI NE OR THE LI KE This invention relates generally to
a bal ancer for 5 dehydration tubs for use in washing nachi nes or the

l'i ke, angoRagParticularly to such a bal ancer of the Liqbbdbiolns

contai ner type including a concentric nulti-conpartnent cont ar ner .

I n dehydration tubs used in washing machines having a 10 centrifugal
dehydrating function or the like, a lidq#d-in- cont ai ner type bal ancer
is mounted on an upper open end of t he dehydration tub for the purpose
of correcting an unbal ancHE INHEBITING (BEFTIDESdue to one-sided | aundry.

For I mp teperd I:@Vﬁﬁrf@&tlngforce the interior of the 15
bal ancer i s%&%’mm——mre vertically extending concentric

parti E i O]Ic’l wal | s Thﬁpree:;npﬁnweﬂdntmlam‘s t6 QfRpfiddeuphlle tofbmd:éigﬂﬁﬁdﬁtﬁﬂlﬁlg 'ﬂfﬂ
amount of | i qui sya ter) |s contained in each o e
conpar t ment 5&“”“ L g@% EWQ@I%W&P@%WY&%@? gEinoopcidt a 20
ConVent | Oakeduscd W ECPID NO:1 HARERSH Wkl A 85 64 oy ™ ©

a alner avi

24, the bal ancer conprises an annu ancer co gin
its interi opomamspnwmommo acldsatmsﬂdﬂeinmgl indmnﬂ-teaninaitmdm t hereof . The

interior of the als$ S | i S d|v b a on wall 2 into
inner 25 and outef coﬁgn%% %eﬁlfs“? éﬁ‘d q’? f¥| §d$ {l‘ﬁcﬁ'@ﬂm’f‘?}”‘t oL

top of the phusmacentieal oRposifionsOactive S patioRigicRNe mﬁ tii®bition and/or
conpartments and 4. The I|d has,_two |nlets and 7 formed therein
to correspo nd 4

2 10es g@;{gmm#mmdj@ured through the inlets 6 and 7
into the respective conpartnents 3 and 4. Thereafter, cl osures 9 and
10 are closely fIGE Gatalenkinilf<Conmerting Bzyme) iS a heterodinerie cysteind protease

that has been recently purified and cloned (1). Interleukin-18 (IL-1pB) is synthesised as

an inactive 33 kDa or 31 kDa precursor (pIL-1B); the fully active 17.5 kDa mature form

of IL~1P begins at Ala'"’ and seems to result from processing between Asp'™® and Ala'”

15 (2_,3). IL-1f precursor protein is, therefore, cleaved by ICE in the mature and

biologically active form.

ICE activity has been identified in monocytes and THP1 cells, which cleave pIL~
1B at Asp'*-Ala'" as well Asp™-Gly*® to yield products of 17.5 kDa and 28 kDa,
respectively (3,4). Cleavage at each site is dependent on aspartic acid in the P1 position

20  (4,6,7).

It is becoming apparent that cysteine proteases related to the Caenorhabditis
elegans cell death protein ced-3 represent the effector components of the apoptotic
machinery. ICE was the first described homologue of CED-3 and it is known that
overexpression of ICE or CED-3 in Rat~1 fibroblasts induced apoptosis (8). Further

25  studies also suggest that proteases of the ICE family may play an important role in the
apoptotic mechanism.

ICE seems to be a pIL-1f specific processing enzyme, because it does not cleave
IL-lo or several other proteins containing many Asp-X bonds.

Interleukin IL-1a and IL-1B are pleiotropic cytokines, which, although their

30  sequences show scarce analogy, exert a variety of similar effects on different tissnes



5 ' In the bal ancer described above, the liquid 8 contained in the

container 1 | eaks out or flows between the conpartnents 3 and 4 if
the conpartnents are not watertightly sealed by the lid 5 or if the
inlets 6 andwdoegngss are not watertightly closed by the resp@ﬁﬁb\gﬁﬂgﬁ osures.
9 and 10 10. Consequently, an expected correcting force cannot Dbe

obt ai ned when the liquid 8 | eaks out of the container 1 or flows

bet ween the conpartnments 3 and 4. In vidw of this probl em watertight
tests need to _be carried out for the bal ancer. 15 The waterti ght

tests are cah¢padnomany humage pathplogias, iy particulpyasctbel immunitafye réspomsei of thef t he

conpart ment 3. ha ' egsMrized through, t he inlet 6 after
ChaPR e rbahRmRE DA fide tmhac b pt“gd’eﬁg‘g%bﬁ?tgipﬁ%tfmi?lavéo%ggﬁﬂgﬁt‘ﬁ’gh%t“ﬁe
wat er t i ght nebautilg.5t &Dacahdaire prekipuslyl synyhelited s pre@iisorNmole6itss of Brywdlslze Of t he

container 1,and the li.d 5.and_.at a ndary 12 bet ween the partition
wal | 2 and E‘ﬁ‘@“&?ﬁ‘°’§?“‘"§%§’éaﬁg‘mﬂf%& the interior of the conpartnent 4

| s presssrized Oll-1s ard it Siffainditbr) 1o Y5tbstile olokiibs b ndtfydfif fabe! the

watertightness is tested at a boundary 1 tweenh an outer of the
cont ai ner 1 beneficigkeffects futan mlseghdve, extiemelywinhealthy effects fortlie drganismcTheyed by

the respecti 85“’5’ S gl@ﬁ ter the Jiquid 8 been poured
into the cor‘r’%‘gr llmen f\e;':’»pan gtelig tﬁ% h?%‘{ﬁ?n?sﬁe qfrﬂ"g?@n}seé’gg% e e The
conpl et ed bahthologies lile systemic lupus erithematosus and, in particular, theyBare involvelihgn put

into a chanber, and the 'hnheri or of the g}anber 1S ,gres.syri zed or
depr essur i z2F9fprs, f Provofse, fapages to tissucg s forexagpple waheumatid amlaritisi s bet ween

the cirgaonferent Mahy ofthebi%ﬂ%ﬂbﬁ[{éffect%h?@@'af‘etsﬁnﬁr?@%gsem c{aﬁ%e%&%i%@s 9 and

10 is 5 tested. he conventional bal ancer, e waterti ght
test needs duringgpseptic exenti Recetstydies dsmohstratedithat theintravenpwsddmiistaation 4, and

e ot 6 W 0, B e D BBl i °
wat erti ght gemtalibeﬂmyu}giga_nhdlgﬁaﬂdcaphaieacr ease _ in the nurrbe_r of
compart ment s of LiSe SAMEhNE pleiotropic Bislogibal Hosvitios, gy of which indusce. |
15 negatively the organism, the powerful effects of IL-1 should be under strict
physiological control.

IL-1 synthesis is inhibited by anti-inflammatory cytokines, prostaglandins and
ghucocorticoids and the existence of multiple levels of inhibition of IL-1 points to the
necessity of a strict control of this mediator.

20 There are two types of IL-1 receptors named IL-1RT and IL-1RIL IL-1RII is a
non-signalling I~1 binding molecule which acts as a regulated decoy target for IL-1
(10-12).

An antagonist polypeptide for the receptor of IL~1 has been described up to

now: the third known component until today of the family of the receptor-binding

25 proteins is the antagonist for the IL-1 receptor (IL-1ra) (13-15) . All three components

' (IL~1a, IL~1B, IL-1ra) recognise and bind to the same receptor on cell surface (IL-1R);
Il~1o and IL-1B binding to IL~1R transmit a signal, whilst IL-1ra does not.

IL-Ira is a polypeptide which binds IL-IRI, and with less affinity IL-1RIL

without any agonistic activity. IL-1ra production is induced in different cellular types,

30 including mononuclear phagocytes, polymorphonuclear cells (PMN) and fibroblasts, by
IgG, cytokines and bacterial products.



are diverse, an equi pnent for the watertight test is render ed
conplicate, and accordingly, the cost of equipnent 15 is increased.

On the ot her hand t he nunber of conpartnents of the cont ai ner or the
hei ght of tRgoh *1 gafcer is increased in the prior art spopbeninAs

per f or mance o? t e bal ancer is i nproved. In each case, the size of the
bal ancer is I ncreased, which results in an increase in the size of the
washi ng nmachi ne or a decrease in a wash ng capacity of the washi ng

- machi ne. Furthernore, the correcting performance of the bal ancer
mai nly depends dm&mwmmbgdm&rmnﬁwﬂnehwahb@ xdsnﬁ@d andclopied: 1)
correcting Q he balan ot be al fter Its
confi gurat i%"“"éﬂ@ ﬁsﬂg-éfaércmtﬁxgﬁac “%P’E’F %25 8§{vm§fa t he
present i nvagtateOprotein of 152 amfioONdidie 23 EitdacNGRf ILQ{-a nm,-ﬁejmdkm iléwded ub of
t he washi ng machi ne or the |ike

wher ei n t heSepgngs dmyipllowing fo pregict thatfhisprotein rw't,samcelhﬂ%ut and t he
correctigng perf opARCend RELAR! a&a%mﬁ ted ﬁoﬂ:rmé(})(ﬁga%%é heﬂhﬁrkranea{p@ése in

the size of the conta| ner or hout any alteration in
conf i gur at i eniginate frére an Blternativa i stasting site andﬁomﬂiheplpmsvé'mﬁrstnhemuvenan ovi des

“a bal ancer unte on a e ort4.o a _deh t ub tated for
centrif ugal H‘g%‘ﬁ ??}F%ﬁcceéiﬁﬁﬂ{el ‘i’aﬁeél ‘ﬁﬁffgérgrf’ég? ogéﬁ[' g efpé‘f‘dllf‘g into an
annul ar  congrogitisatd thils idadiclicaktdpy iR theiPNE, éndenwhge thé ﬂrgtasl amidd @éids

partltlon waII standing from a bottom of ;he contalner so as to divide

t he interi off Sil-iyarg ted by fopr gmino acidg ayicll~-1ras w6 concentric
conpart@nts, r
(E1 S, 2 RASE FaRsipiBlaify - tre bk R UBRRGEY bopuaRRD

conpart nent of t cont ai ner
cont ai ner sEhabObdeS@ﬁcanrsomﬂeimapﬁﬂlmgsamf the conpartnents, an air

e T et encuigefh B BTy dhede Budb itaRi bt meRl B, B el © °°
one hol e f othe®eed of hiaVifg hvailalil® niedivaiiaits adeful vo Ediit theambalthy effecif TJE .
A new molecular form of icIL-1ra has recently been identified and cloned (16
15  and PCT/EP95/04023). This molecule is generated by the in frame msertion of a new 63
bp exon between the first and the second exons of the icIL-1ra specific form. This new
transcript has been found to be expressed in fibroblasts, keratinocytes, activated

monocytes and polymorphonuclear cells. Expression in COS cells revealed that this new
molecule is mostly intracellular and has a molecular weight of approximately 25 kDa in
20 SDS-PAGE. Such new molecule has been called icll-1ra type II (icIL-1rall).
Considering that icIL-1rall is an intracellular protein as well as ICE, the Applicant has
also tested the ability of icIL-1rall to inhibit ICE activity. The results are reported in the
Examples of this patent application and show that icIL-1rall inhibits ICE activity.
. DESCRIPTION OF THE INVENTION
25 The main object of the present invention is to provide new peptides capable of
binding to ICE, thus blocking the production of the active form of IL-13 and/or, more
generally, capable of binding to enzymes of the ICE family, thus blocking the activity of
such enzymes. So the present invention relates to a peptide capable of binding to ICE
and/or to enzymes of the ICE family, which peptide consists essentially of the amino
30 acid sequence of SEQ ID NO:1, in which Xaa is selected between Asp and Ala, as
specifically reported in SEQ ID NO: 2 or 3. Optionally, the peptide also contains one or



20 ° According to the above-descri bed construction, the I nner
conpartnment conmmuni cates with the outside through a gap when the gap is
formed in a boundary between the lid and an inner wall of the

cont ai ner. r conmpartnent al so comuni cates wit i de

t hrough a gyygﬂgﬁnﬁt he gap is 25 formed in a boundary betﬂ\keltéér??’ﬁgiﬁsi d and
an outer wall of the container. Furthernore, each conpartnent

comuni cat es with the outside throtfgh a gap, the air passage and the
hol e of the Iid when the gap is forned in a boundary between the

5 | i d mor aine goidstat the ON-teradinal axdiorsthe Ceteintinal enh Thesefore; aldhpeptide of

conpartnent_is ertigh se he,lid,can be i nspected by a
singl e t_estthf‘g’ﬁ ng%g%#d_'§91é’r%ﬂ'ﬁ%¥3¥'3% AMmino ¢ tnents. 5 The air
passage is pref ahpiivnlaefi¢cofiingd Yo anedéniiddinent of the inVailioh) the peptide Bonsitxd f ace

of the partition wall sqg as to extend_al ong the circunference of the
cont ai ner ofssegtially of the aming,sequense of SEQHDL N4 9tgn of the underside of the

(10 ) acenty L6 ki) RASE Sifinb Afeatls b1 R bt SRl Crp0s oy, 10 10

extend along the cir rence e cont ai ner. rt ér nor e e air
passage i s Nedsr2/IGHH1 (18,01 any/CBB132/Apfopain (29,124, 22)0 TeACHX (B retlIg280ves.

The groove r ' rfifl.o Il pref S - S ed
section. %@gidld‘%f%'g@e(z?bllﬁéﬁﬁ i(%\é)t ﬂgﬁﬁﬁ'}’:;ﬁwg?‘gfpﬁﬁl{) &gs Zgn%pn ted

V- shaped 1§Ap.gq'§¢)qﬁd FLICE/MACHI(3¢, 32)d preferably has inner and outer ribs
formed on the underside thereof so as to hold an upper end of the

partition wall tAnothescabjgskn of thepresens, imyeationt isr to provide thpmepideat y have

respectijgye 'g‘@P{aﬁq, L Ld=ef | faro 0 ) . limﬁa e d i s
prefer ajb y agéto ut (C)Hr‘lﬁlfg &cfg ci%mmdgpctgh?%risg%MA ngrt drated® 8o tf%{lugg#li of
cal ¢i um chl conipbsitibnss a8 active fingregidant s pepithologiey trat teguird) IGE dnigbitioe and/onal | y

the. 25 sol HEPEAmof SEaet AMREIGERPIY an | rprove the correcting  force.
Furthernore, thelalesdof Couthalogieyd i Rwhiidhe thieS B C tanthgonist ac6a A fo1dld S Of
the container preferably have specific . .
invention can be "advantageously used for prophylactic, therapeutic or diagnostic
15 uses are lethal bacterial and viral infections as well as autoimmune and inflammatory
diseases. Specific examples include: rheumatoid arthritis, septic  shock, acute
myelomonocytic  lenkaemia, immmmological reaction of transplantation against host,
acquired immunodeficiency syndrome (AIDS), ulcerative colitis and mmltiple
sclerosis.

20 Further objects and advantages of the invention will be evident in the
following description.

An embodiment of the invention is the administration of a pharmacological
active amount of the peptide of the invention to subjects at risk of developing
pathologies requiring ICE inhibition and/or inhibition of enzymes of ICE family or to

25  subjects already showing such pathologies.

' Any route of administration compatible with the active principle can be
used, but particularly preferred is the parenteral administration because it permits to
have, in short times, systemic effects. For this reason, it is preferable the administration
of an intravenous bolus just before, during or after the surgical operation. The dose

30 of peptide to be administered depends on the basis of the medical prescriptions
according to age, weight and the individual response of the patient.



gravities differing fromeach other. In this case, the

6 performance of the bal ancér can be altered even after the
configuration thereof has been detern ned. The container is
preferably nphdgthept of a plastic. In this case, thepbpkeygpfhs MY
further conprise a radial rib 5 provided on an inaginary Flne bet ween a
pouring gate and a center of the annul ar container. The

i nvention further provides a bal ancer nmdunt ed on an. upper portion of a
rotatable tub of a full automatic washing machi ne, conprising a

bal ancer cont ai n&he flosagechnj bethstween 0105 and39unglKg body wgight tahd thezpeferablei ng an

upper openi at | eas e rtition wall standing froma bottom of
t he containe Sexsi)etglggxaas.lfa%d éf@ﬁ’d@a‘fﬂ%“ﬁﬁ%%n or of the container into at
| east two comhenipharnacautipsll toiRiposition f@ patedteralruse dcaobe prephred in
sol ution of ,cal cium chloride contained i,n each co&artn&nt 15 of the

cont ai ner, dJwertable fogm gomprigns the aptive ppusiple gnd A pitehle v #og ter so as
to cl osesgup g’mﬁf &HESAL : eﬂiﬁ) L N\gdat i on
will be 3es@§feg£e%§‘?grrerer%ﬁ/gﬁeﬁvﬂo#&&m%xamlﬁcs\d¥he’riéofere cléé to the
acconpanyi ngalihesolutions Ringer sahitiontand dextrose. The vehicleG cat conain sinalieyi amenintsal
section taken along l.ine 1-1 . .in Fl 2 owing. the bal ancer of a first
enbodi ment i exmpw&'éc%%%fﬁ&oe ‘Fﬁ?@%é@ﬁ&ﬂ@é ?ﬂ&ﬁ‘ﬁn’ FIG 2 is
a plan view showThg prepatitionoéf the Qitétnbchitivas car’be | dafrieddioiPackolifilee to the

FIG 3 is a lgngitud nal section taken along |line 3- Ln FIG 2;
FIG 4 is a9¢ngympdakites sad gucteratly | e vaﬁéefmnrent\fﬂlge comprised between 1

7 10Ut GRgYt fnd'¥OShEME Machine in which the bal ancer is
I ncor por at ed;

The present invention has been described with reference to the specific
embodiments, but the content of the description comprises all modifications and
substitutions which can be brought by a person skilled in the art without extending
beyond the meaning and purpose of the claims.

15 The invention will now be described by means of the following Examples, which
should not be construed as in any way limiting the present invention. The Examples will
refer to the Figures specified here below.

DESCRIPTION OF THE FIGURES
Figure 1: it shows a Northern analysis of JCE mRNA expression in COS transfected

20  cells. Total mRNA extracted by COS cells transfected with mock vector or with cDNA
coding for human ICE was analysed by Northemn analysis to evidence the expression of
ICE specific mRNA. In particular, lane 1: MOCK; lane 2: ICE.

Figure 2: it shows a Westem blotting analysis. pIL-1p was incubated with a monocytes
lysate prepared as described in literature (4); after 60 minutes of incubation at 37°C the

25  mixture reaction was run on SDS-PAGE and the presence of precursor or mature IL-1§
was evidenced by Western blotting. In particular,
lane 1: pIL-1; and
lane 2: pIL-1 + monocytes lysate.

Figure 3: it shows the amino acid sequences of the peptides under study. Peptide A (SEQ

30 ID NO: 6) and peptideC (SEQ ID NO:4) have been designed on the basis of icIL-1rall
sequence. Peptide X (SEQ ID NO: 7) is a randomly chosen peptide. Peptide S (SEQ ID



2

FIG'5is a | ongi tudi nal side section of a dehydration tub of the

washi ng machi ne; 5 FIG 6 is aviewsimlar to FIG 2, showing the
bal ancer of a second enbodi nent in accordance with the pr esent

i nvention; woesnsszs FIG 7 is a longitudinal section takenl,@*,ﬂ;gg,%;}ge 7-7
in FIG 6; 10 FIG 8 is a longitudinal section taken along l[ine 8-8
in FIG 6; FIG 9is aviewsimlar to FIG 1, showng the

bal ancer of a third enbodi nent in accordance with the pr esent

i nventi on; 2)5 1|:$ 10 is a viewsinmlar to FIG 3, showing the third
enbodi ment ; . NO? 5) is identigal tg peptide € Poent 40y the presence pHtvm Alz substibutingithetveche

bal f t t
venti on; A FyeatiaRRogSEO D Joof et Mpanck it 51,0700 he fourth
enbodi nent ; Figure 4: it shoWs Che iilEibitien afIGEngcﬂwtyllbyMw%mnmmi of: thepéptideon wal |
and a lid bef hd 14|saschemat|c partial view
of the part'i“’tdlgﬁﬁt“ lfvg (Q?fﬁ) Pae W@Bﬁt%mgqu’n@ | RfP§sgee or absence of G 15
IS a Vviesw shaptiliayr (roqul,,GQ 51’_,_“;2@” ﬁgr};\}%ﬁu% of mmg&er Of rafird 'lfftIB Shpodi ment

in accor dance witht sent

8 m@edmdﬁmwemerﬁ Empartionlds) G 3, showi ng the fifth

enbodi nent ; FIG 17 is a viewsimlar to FIG 1, showi ng the

bal ancer of Y SI Ht'h’enbodl ment ; 5 FIG 18 is a schematic plan view
of the bal almaaz,plL-lﬂeepﬁﬂaApl ng the correcting force of the bal ancer when

t he rotata tub is.in the unbal anced conditi on; FIG 19 is a
gr aph shovmlt“l’be ﬂl’ drpeRtideB; stics of the correcting forces of the

bal ancefe; 1ane 4: pIL-1 + peptide C;
lane 5: pIL-1 + ICE;
lane 6: pIL-1 + ICE + peptide A (2.5 uM);
lane 7: pIL-1 + ICE + peptide A (0.25 uM);
lane 8: pIL~1 + ICE + peptide B (2.5 uM);
15  lane 9: pIL-1 + ICE + peptide B (0.25 pM);
lane 10: pIL-1 + ICE + peptide C (2.5 uM); and
lane 11: pIL-1 + ICE + peptide C (0.25 pM).
Figure 5: It shows the inhibition of ICE activity by high concentrations of the peptides
under study. pIL-1B (5 ng) was incubated with ICE in the presence or absence of
20 peptides (40 or 400 pM) and the presence of precursor or mature IL-1( was evidenced
as described for Figure 2. In particular,
lane 1: pIL-1 + peptide A;
lane 2: pIL-~1 + peptide B;
lane 3: pll -1 + peptide C;
25  lane 4: pIL-1 + peptide X;
lane 5: pIL-1;
lane 6: pIL-1 + ICE;
lane 7: pIL-1 + ICE + peptide A (400 pM);
lane 8: pIL-1 + ICE + peptide B (400 uM);
30  lane 9: pIL~1 + ICE + peptide C (400 pM),



10 ° FIG 20 is a partial plan view of a bal ancer contai ner of the

bal ancer of a seventh enbodi nent in accordance with t he present

i nvention; FIG 21 is a longitudinal section of the container
during the Ripbed aghs 15 FIG 22 is a viewsimlar to gefepodeirssshow ng
t he bal ancer of an eighth enbodi nent in accordance with the pr esent
i nventi on; FIG 23 is a partial plan view of a conventi onal

bal ancer; and 20 FIG 24 is a Ior'17g’i tudi nal section taken along |ine
24- 24 in FIG 23. A first enbodi ment of the present invention

will be lanke Y plpé o IGEHHpeptifeXdA@euM); FIGS. 1 to 5. Referring to FI G
4, a full t oyt [-C in chi 1. shown to which 25 the bal ancer of
t he invent ?I'é’he {tpgﬁbm§+§?ﬁg%ﬁt(g¢"@bl net 21 encl oses an outer
stationary fad122 sy RACEHSskptileB L0 v a plurality of elastic

suspensi on mechani sns 23 oné of which is showmn. A rotatable tub 100
servi ng as kmetd pllt-Uil5- IEEd+ peptide C (40 uM); and 9

dehydratj on tup, i otatably , ted_j.n the outer tub 22. The

r ot at ablge %#@b@ﬁciﬁﬂﬁr%s@éf’aﬁgﬁﬁgm)ub 24, a porous i nner basket 25
provi ded f ofjefiefsl RisROwStHIRHYGRASICES tides't bl S/HILIIB]S niPbvhs Of the
i nner tub l, and a bal ancer 33 5 nount’e poeg aers{ u%{gerrbgrfgﬂgf n?ﬁ‘(l\alsinner
tub 24. incubated RathdCEi im thet pyeseh @ abseacaiofheptides (100, 500 cor BAOHEY) aml

engagenent recess 33g forned in a | ortjion of (ts, oyter_,
i rount or et PERERcE oF pregytro Pk mefige fsifates evideieed potescrihed ©r Tiggp 2ol The

i nner baskejahaifras an upper portion having a 10 dianeter slightly |arger

than the other portion thereof such that the upper portion of the
basket Y& alage kpludper portion of the inner tub 24 are overlapped. A
t hrough hol e Jormed in the overl apped portions of the basket 25
and the ﬁ’lleﬁ%}ﬁi’?qubpefﬂ;lg{l“he engagenent recess 33a of the balancer 33 15
i s att achedlahe3:3ILAdpppeptidns; of the inner tub 24, and a screw 34 is
screwed thl‘ﬁlplgh. Ld;_g hol ¢ _34a into the screw hole 33b so that the

bal ancer 33P&¥ Ml PEUdRBypper end of the

lane 5: pIL-1 + ICE,

15 lane 6: pIL-1 + ICE + peptide C (0.1 mM);
lane 7: pIL-1 + ICE + peptide C (0.3 mM);
lane 8: pIL-1 + ICE + peptide C (1 mM);
lane 9: pIL-1 + ICE + peptide S (0.1 mM);
lane 10: pIL-1 + ICE + peptide S (0.3 mM);

20  lane 11: pIL-1 + ICE + peptide S (1 mM); and
lane 12: pIL-1 + ICE + peptide B {1 mM).
EXAMPLES
MATERIALS AND METHODS
Reagents

25 The following commercially available reagents were used for culture and

separation of cells:
Ficoll (Seramed , Berlin, Germany), Percoll (Pharmacia, Uppsala, Sweden), RPMI 1640
(Seramed, Berlin, Germany), FCS (HycloneLaboratories, Logan, UK), Glutamine
(Seramed, Berlin, Germany) and Hepes Merk, Darmastadt, Germany)

30 Cells



rotatable tub 100. Referring to FIG 4, an agitator 26 is
rotatably 20 nounted on the bottom of the inner basket 25. A drive

mechani sm 28 including an electric notor 27 is provided bel ow t he outer

tub 22. Bo e rotatable tub 100 and the agitat ot at ed

by the dri vtgporrechgir%'l sm 28 during a dehydration step o&%ﬁéfgg’hﬁn{q

operation, whereas only the 25 agitator 26 is rotated by the drive

mechani sm 28 during a wash st ep. -8- A drai nage channel 29 is

formed al ong the right-hand bottom of the outer tub 22 as viewed in
~FIG 4. The Mononuclear cells were obtained from the pen]iheﬁll blood ofl hemara besltbyrannel

29 communicates wt in hole 101. al val ve 30 i rovi ded
in the drai ﬁ‘“}ﬂﬁgy l% ql ent ¢ mﬁ‘ﬁ”r%npﬂﬂg@ 35op %“@eﬁn‘ﬁgﬁtm drain
hol e 101.  WishHuciedr cells bytMgcollogradia | Rntrigiad i 4t 2, 0b0Siphefor ﬁ:ﬂﬁ&u&h t he
drain 5 <channel 29, the drain hole 101, and the drain hose 31 when

the drain vieoptenweratre (NSEOS-7 cells (purchased figm ATEEyRegkyille, MD, Usﬂ)radl s

The . Bu PP AT Sutryed oA Rao Rl Food s 22 A MMAHER L20°0° o1

t hrough a cmMepresg Humm (recdmbiinat\niL~1p Tprecursunewvat ubbtaided fromaCistromunber

of dehydratin hr.ough, hol es 32 faornmed i pper , portion thereof, as
shown in FI é?“%?f‘amﬂﬁ% 1001ty NIUSA. A n%lqn?lrmquybmzmemwhmaﬁ ation

step, water feffsdr S ﬁgﬂgg,to rise along the inner

ci rcunf erenﬁw? l%r P%c%wca)?g%e I nner %u to be discharged through the
dehydrati ngPiR es 32 into the outer tub 22. The water is further

di schar d t hrou h il | a dr, Referr

i os 1 380a' 51 °F Rhe 137 ot was 3higinch By B PO baseinshe pyhlighod srien G er a2
conprises an annniravcma{:aa@eﬁérmemsa&aﬁwdqm)f&ﬁs 1Reat 3oC f6 1 Minleandi ¢ and
having an u ening, and a lid 40 nmounted to an upper _end of the

contai ner 3 W"Hfé-‘ar?g G foral mignte and %Orseeqquﬁnmﬁ fog 1 mipyte and 30 isepondsy of t he
cont ai ner 3@%&%@9&@%&&’% haﬁéatﬁ'oﬁplﬁk}ﬁea{ (Milan, Haly§ UTECEqRincad oS bifles

Interior the deeper than an
uses to selectively amplify ICE were as follows:
15 “FOR”ICE 1: 5>~AAAAGCCATGGCCGACAAGGTC- 3’ (SEQ ID NO: 9)
“REV” ICE 2: 5° -TCTCTTCACCCTGCCCACAGAC- 3’ (SEQ ID NO: 10).
RESULTS

Expression of recombinant ICE enzyme in COS cells
c¢DNA coding for human ICE has been amplified by PCR. The sequence was
20 confirmed and the cDNA was subcloned into pSG5 expression vector. COS celis were
transfected with empty vector (mock) or vector containing ICE cDNA and after 438
hours, cells were analysed for the expression of ICE specific mRNA. As shown in figure
3, COS cells, transfected with ICE cDNA, expressed high levels of ICE mRNA.
A monocyte lysate, prepared as previously described (11), was also able to
25  convert pIL-~1f into a mature form (Figure 2). Therefore, recombinant ICE or freshly
. isolated human monocytes were used as a source of ICE enzymatic activity for further
experiments.
Inhibition of ICE activity.



25 inner circunferential side interior thereof. A partition wal | 36
stands froma stepped portion of the bottom of the container 35 to
extend al ong the circunference of the contai ner 35, so that the
interior of tainer 35 is di vi ded bythgmg%%k,b' koN wal |
36 into t\/\o‘%gg%feégitarl C conpartnents 37 and 38. About 1 cigbéc))f a

i quid such as salt water 39 is con%_al ned in the conpartnent 37 and
about 2,000 cc of salt water 39 is Contained in the conpartnent 5 38.
The salt water 39 contained in each conmpartnent has a specific gravity
of 1.16 (the spedisbise gf 30 mgtivitly vea preparsd end its ability topddéave pJLcipwas teetebasi s of

water at 4[ert " . The, tifionwall 36 has a cir iall
ext endi ng [%yn%@mrxyhed%cg\%a{? gg{"ﬁ*eém}rhné £ XHYe Rps @‘Fbﬂ’fn é‘r#gﬁ;ﬁ% y
10 it PasSaeind Gbsive APHILIEElof e ifrfufl\Pashididd bY Wesser g | I of the
lid 40. One or apIuraI| y of throu holes 42 (six, in the enbodi ment)

are formed in a lj@ﬁ‘e 59‘ peptl@éﬁ\t@t@d?—%ﬁ% omthesisedhand ﬁeétedlﬁmﬁh%’r@ﬂ!tne lid
dj t meﬁﬁ) 15
;;p?oiﬁﬁa?el y equa ﬁepwu[?{g%drloov Eﬁ g%nﬁweé%r%ereum ca res W th

t he groove 4dlid phase synthesibe friomd Agplield aBiosystenzn@osted ﬂztﬁ,SCAthm'ny ofittheseri b 44

formed on the ers er.epf so hol d t he upper end of the
partition V\/:RF? w’gﬁfip%ﬁ'sﬁpfmgﬁwﬁ?hf?%°w 20 forned to be | onger
than the outer r 'I‘Re %apept:de B (BA%6H! Bub&db, S@Ezeﬂ%ﬁ%ﬂ&&ﬂrhbﬁ

e 3,
enbodi ment, the lid 40 is nmounted to the upper end of the cgunrt ai ner 35
by the weichi isg knpye ICH inbilitor(lal; wesused asposkive confggl.er 39 i s
contained in each of the conpartnents 37 and 38 of the 25 container 35,

wher eby the bal ancer 33 is conpl eted. The bal ancer 33 is then put into
a vacuum apparatus and then, the interior of the vacuum apparatus is
evacuated or depressurized. In this case, when the watertight sealing

is 12



i nconpl ete between the lid 40 and the container 35, air in t he

bal ancer 33 | eaks out as follows. That is, air in the conpartnment 37
| eaks out through a gap when the gap is formed in a boundary 45

bet ween the ¢ gy ghsand an inner wall 5 of the container goyppofidrsd N the
conpartment 38 | eaks out t hrough a gap when the gap is forned in a
boundary 46 - between the lid 40 and an outer wall of the container 35.
Furthernore, the air in the conpartrrenf 7 enters the air passage 102
through a gap to thereby | eak out through the 10 holes 42 when the gap is
formed in aRefsvenges y 47 bet ween the lid 40 and a portion of the upper

end face of e wal I, 36 I.nSId t he groov 1. Ltigpally,
the air in tl“ng ﬂ%ﬁaﬁb%ta}fmﬁ n:%ele S PR eagﬁ o 85%“35&6162‘@3%‘?‘%“0% a gap
to t her ebprobesilfy muhoriodytey Wanirb 356 0168s77421990en the gap is formed 15 in
a boundary 48 between the Iid 40 and a portlon of the upper_ end face of
the partiti onblgsrettizg lag Meleeplar dipning, of dhesinterleukin-1B converting engypan, Seienden e

wat ertight se | et e between the lid 40 and the container 35
can be tested%d Bgﬁte)g’kllggg’pt he 20 changes in the degree of vacuumin the
vacuum appaEaCumeronset al, Anmmrlahddsaqhmce arlalysis hef budnar iThelnt Evidénee afor

a0 Uhe | Pachricely pEe ey BhLrhot Ao 0o B0 Sdoficat i ng i th

the air pasgamfysl lf%t AEOTRE G Rl ki.-1 x‘é@éiﬁé}%ndshﬁe Ingian RikeRlehltigl ﬁé‘cﬁﬁoﬁg s

conpl et e between I'id 40 and each of the conpartnents and 38 can
be i nspected bgtnatﬂ:emger&aukm lﬂtwemusoe,gfaBmle@wmt 262894142844 1987; conpar t nent s
of the SORﬂaI ne 111? e . . . 13

Furt her tBr e a‘?tt ilgptification 0 3 wopegyts, speeific pre-fterlevkin-18 ¢onyertase oy e 41

is formed thea&ivnymcmawisw Ub4t B8 5227-529R1b8d;i on wal | of the
conventi onal bal ancer container. The t hi cknesses of the partition wall

36 inside afdBlagk et dlg Acheationsf interlovkinp bye%mmwlpyotaaseslé@@? stt.ndd%e| y
equal to the g&fﬁdel%Q t hi ckness of the partition wall of the

conventi onal ancer contai ner. Consequently, an area of the portion
of the 6. Howard et al, IL-1 converting enzyme requires aspartic acid for processing of the
15 IL-1B precursor at two distinct sites and does not cleave 31 kDa IL-1a , J

Immunol., 147, 2964-2969, 1991,
7. Griffin et al., ZIT Int. J. Mass. Spectrom. Ion. Phys., 11, 131-149, 1991,
8. Miura et al, Induction of apoptosis in fibroblasts by interleukin-1B-converting
enzyme, a mammalian homologue of the C. efegans cell death gene ced-3, Cell, 75, 653-
20 660, 1993.
9. Dinarello, Interleukin-1 and interleukin-1 antagonism., Blood, 77, 1627-1652, 1991,
10.Colotta et al., Interleukin-1 type II receptor: a decoy target for IL-1 that is regulated
by IL-4, Science, 261, 472-475, 1993;
11.Sims et al., Interleukin-1 signalling occurs exclusively via the type I receptor , Proc.
_ 25 Natl, Acad. USA, 90, 6155-6159, 1993;
12.Colotta et al., Immunol. Today, 15, 562-566, 1994;
13.Hannum et al., Interleukin-1 receptor antagonist activity of a human interleukin-1
inhibitor, Nature, 343, 336-340, 1990;
14.Eisenberg et al,, Primary structure and functional expression form complementary
30 DNA of a human interleukin-1 receptor antagonist, Nature, 343, 341-346, 1990,



parfition wall 2 welded to the lid 40 is increased, which can i nprove

the strength of the welding. 10 Furthernore, the lid 40 is forned
with the inner and outer ribs 43 and 44 positioned at both sides of the
groove Ao bgnskRl d the upper portion of the partition wediepdbos7ss

t herebetween. The partition wall 36 is prevented from falling down
toward the conpartnment 37 or 38 by the rib 43 15 or 44. Consequently,
since a nore reliable sealing is ptbvi ded, the watertightness of the
bal ancer can be | npr oved. The inner rib 43 is |longer than the

outer rib 415.Gaxter peal, Purifieation.oflenjng: nexpaissiomt and Aiolegicab chdracterisptioncefrAnai ner 35

and the 20 l.i.d,40.can readily be align wh t b dobs NOuUNted to the
upper porti oﬁntS?le"?‘}?é E“SFR%% %é#mﬁrfggﬁn&?tﬂeéﬁ%’ 6? %35%&[9%?’ rib 44 may be
| onger t hanig Mezib RO &Y, Cloding dnd cHatactefisftiofaFea new isofsith oflierlaukiiel G- Bt can
be achieved as in the fgrgﬂ{o;i ng enbodi nent. 25 Al t hough the air
passage 102 iTéccptosautagepist {llda)e/. Expdvied. . 18262301998 groove 41 in the

foregoi ng efpgiimenty Hi & éle%ans capﬁaagge&%dlﬁ%ms% oﬁ"" tﬁ igreﬂ;f

arcuat e grooves arrange annul arl'y t he upper port
partition walmar®falian interleunkin-13-converting enzyme, Cell, 75, 641-652, 1943; I nst ead.

In this cas each arcuyat e.groqve is, preferabl formed to be in close
vicini by of @RSt cHLe HROUGHG, Of ARRPOSIELY the Mopde peAlh EmBe MPcH 850088 4.1 ol | ¢y
of hol es f or ghefnh@mfBar kol Othe prodtﬁ?'bf?ﬁep@n@le%;ﬂlst hen afehtt ddehe TP YR the

respectively. This 5 construction can achi eve the sane effect as by the

f or egoi ng manpain nptetleukin-13-converting @Bzyn, ((Ené Dév. 8516131162¢ 1984;0nd

enbodi t he | avention i f ferences be en the fir and second
oot nEht TS 6t syoler s i oo Rasite e conbled bl Bt BRGNS o e
reference syniglistoRofipfogdifindd selildeRNOL, 78 39-750, 19b4; t he second enbodi nent,
a circunferentrally extending groove 49 is formed in a portion of the

under si de o%0-FereandesgAlnemri ghalg (PP 32| a agiesl haman apeptofip proteimpith hemology tthe
DA 1100 vl bogeg s bgoLi o0 B Mroli RSt 4 ot e oA
converting enzyme, J. Biol. Chem., 269, 30761-30764, 1994;
15 21.Nicholson et al, Identification and inhibition of ICE/CED-3 protease necessary for
mammalian apoptosis, Nature, 376, 37-43, 1995,
22.Tewari et al., Yama/CPP-3283, a mammalian homologue of CED-3, is a CmA-
inhibitable protease that cleaves the death substrate poly(ADP-ribose) polymerase,
Cell, 81, 801-809, 1995;
20  23.Fauchen et al, A novel human protease similar to the interleukin-1B-converting
enzyme induces apoptosis in transfected cells, EMBO J., 14, 1914-1922, 1995;
24 Kamens et al., Identification and characterisation of ICH-2, a novel member of the
interleukin-1B-converting enzyme family of cysteine proteases, J. Biol. Chem., 270,
15250-15256, 1995;
25  25.Munday et al., Molecular cloning and proapoptotic activity of ICE rel-II and ICE rel-
TII, members of the ICE/CED-3 family of cysteine proteases, J. Biol Chem., 270,
15870-15876, 1995;
26.Fernandes-Alnemri et al., Mch-2, a new member of the apoptotic CED-3/ICE
cysteine protease gene family, Cancer Res., 55,2737-2742, 1995;



15 air passage 103 is defined by the groove 49 and the upper end face

of the partition wall 36. Furthernore, through hol es 50 are fornmed to
extend fromthe groove 49 to the upper end face of the lid 40, instead
of the hol esyhdghdsri he first enmbodi ment. The ot her conggtmpdsiopiasof the
bal ancer in 20 the second enbodinent is the sanme as that in the first
enbodi nent. Since the holes 50 communicgte with the air passage 103,
the sane effect can be achieved in the ¥econd enbodi ment as in the
first enmbodi nent. Fl GS. 9 and 10 illustrate a third enbodi nent of

the 25 i nvaﬁﬂuenet al7ReE-L M3 p meve mah@mhowomwffhprcw@w alpgans
nbodi f dy d
embodi mont s. - ofibE PR s, WoiskBhed quhalg ¥ tma TEr-{nodd spoorpll 953882

41 formed in MWMQZQILCBSDM}QSOSS 1996;

thereof as described in the fir enbodl nt, and the li.d 40 S the
groove 49 fPkEwan &A#&%ﬂeals.“@i\ um?rr@g@tom cysinfomotease) 49

consi st ghe akélat&?ﬁstﬁﬂ%ﬂ%merm 55 (3059-6052 199530 has the holes 50 forned
to extend fromthe groove 49 to 5 'the pper end face of the lid 40. The

ot her const 2844lpks etal., Idennﬁmmban@ﬁbamt@isamneof QPP-328¢ho2lhamaloguss 1t e same

as that in f o} i t gly, the
same effect cgﬂ&%%%ﬁptégg %%%fsggéb&%ﬁ%gtﬁ?ﬁ%&? gbt?n each of
the first and.Duaserdd, ICHIAPSENhGel méddber of theFCEC ed-Blgene fahly] is béthatedbg a

fourth enbodi nent of . the i nventi on. D| ffer nces, between the first and

fourth endhsviatonic T gpll profrase; geanpymesd, e ol BEERE 42963 ¢ | abel ed
by the ggne 3&@\&@@%%5%{&%%%@%% ﬁdﬁ&égo%m&ﬂihuﬁke %okéasé hg fourt h

enmbodi ment, "a groove 51 having a V-shap section iIs

upper end faceecoiﬁedmﬂlpﬁﬂﬁﬂFwApﬂ-l)MtH-InQ@msSlmﬁmd@ﬁnpﬂdxngﬂ,dféy%lul in
the first enb%g# (r]@?éi Accordingly, the air passage constituted by the
groove 51 e underside of the lid 40 has a triangul ar section. :
The fol |l ow mgBMetdﬂI, dnobdnestseff MAIGH) 1 nﬁveltMP)Mbl/FADg)-m{éﬁacimg ptotaase, wel di ng

f th f artit, d
51 ang {ho. undohsleend R Bfptorndiged et denps Cel At Sl SO T on of the

partition wall 36




and the |id 40 before execution of the wel di ng. Both upper side walls
of the V-shaped groove 51 serve as welded 25 portions 52. The upper end of
the partition wall 36 is | ocat ed between the inner and outer ribs 43

and 44 of t id 36. Upon rotation of the lid 40, ar

frictional %09%(%%3 melts the wel ded ggrtions 52 such that e pgﬁ'slti on

16 wal | 36 and the Iid 40 are wel ded together. Si nce the
groove 51 is forned into the V shape, inner side faces of the wel ded

portions 52 are inclined, wher ea3BQUENCEH lISTINGde faces of the wel ded
portions 52 gy @EM@@&MQEQ@ di stance between the upper end face of the

partition wall 36 and a point on the vertical outer side face of the
wel ded portion 52 is shorter than a di stance between the inner side
face of the partix iAemImerr 36 and a point on the inclined i nner side

face of the welded p hx@%'l §39L‘£’Q§'&E§%ch"ﬁs@£ﬁs”1h§s H&ﬁxﬁé‘%« yertically away

fromthe upper end face the partition an equal distance.
Accordingly, the fril®t SCFEET: 4. ‘F%%It‘-"t CORERAVEG 5 ong the outer side face of
each wel ded por tcorrt?: tomiceo t han al ong the inner side face of each
wel ded portion 52 ¢S Q&Igg s on the 15 wel ded
portions 52. The |sé§hgpun%ﬁ% rﬁ%g:”‘%%ten l:'sn ir%ﬁ? he outer side face of
each wel ded porti on (B2 PREEALyERREr (AP : NONEnc|ined toward the inner side face
of each wel ded pOI‘tI(Oﬂ TELEPHDRE: bpsishesasobling friction welding, the outer

side face of %%Q gté D25 reaches its nelting tenperature 20
earlier than the |nner face each wel ded portion 52.

Consequent |y, slitht &IER P&sJWVP@‘sTQFt iIRE PHEPATERG PRETI®ERg dr ops out si de

t he groove 51, (iiit) mﬁeoprsemggi fipom bei ng buri ed by the trash. A
watertight test .c %r Bg Xsgut ed regardi ng the groove 51. 25
The ot her construg%ﬁ%g?q{ Sl Shcér of the fourth enbodi nent is the

sane as that in the (Rl MEPIT@NEBERE: nBiPPpY disk Accordingly, the sanme effect can
be achieved in the figurdolipurer: aBlot BEarBsiet hat in the first enbodi nent.

{C) OPERATING SYSTEM: PC-DOS/MS-DOS
{D) SOFTWARE: PatentIn Release #1.0, Version #1.30 (EPO)

(2} INFORMATION FOR SEQ ID NO: 1:

(i} SEQUENCE CHARACTERISTICS:
(A) LENGTH: 19 amino acids
{B) TYPE: amino acid
{C) STRANDEDNESS:
(D) TOPOLOGY: linear
(ii) MOLECULE TYPE: peptide
(ix) FEATURE:
(A) NAME/KEY: Modified-site
{B) LOCATION:2
{D) OTHER INFORMATION:/note= “Xaa is amino acid
preferably selected between Agp and Ala. More preferably, it is Asp.®
(ix) FEATURE:
(A) NAME/KBY: Modified-site
({B) LOCATION:19
(D) OTHER INFORMATION:/note= "Xaa is an amino acid preferably
gelected between Asp and Ala. More preferably, it is Asp.”



17 FIGS. 15 and 16 illustrate a fifth enbodi nent of the
invention. Differences between the fourth and fifth enbodi nents wi ||
be described. Identical parts are |abel ed by the sane reference
synbol s as | ourth enbodinent. 5 An annular protrusj Hs fOrmed
on the underws}?%éég%z;' t he lid 36 tqgextend downward, t?ggkb%?ng
abutted agai nst the upper end of the partition wall 36. A groove 53
is formed in alower end of the protrusion 54, instead of the groove
51 in the fifth enbodinment. The groove 53 has an inverted 10 V-shaped
section. The air passage 105 is defined by the groove 53 and the upper
end face of the partition wall 36. The ot her construction of the

bal ancer of the fifth enbodi nent is the sane as that in the fourth
enbodi ment . (xIACTFOFBGHQPESCRIPIEOR 5 REQ Y ¥Rt 1ean be achieved in the fifth
15 enbodinment as that in the fourth enbodi ment. FIGS. 17 to 19
illustrate a sixth enbodine of, t he Lhventj.o L. ferences _between the
first and sixt kféam‘aareTP T ne%ﬁll sél\‘/lvi Y B gg’é\éﬁfbdélﬁfblyl%d{élnﬁ%g u%’gFts are

| abel ed by * he sane refé ence synbols as®in the first edBodinent. A 20
solution of calghumLcRipride 55 is contained in each of the

conpartnents 37 and 38 of the container 35, instead of the salt water.
The solution of cal ciumchloride 55 contained in each conpartnment has a
speci fic gr&i INFORMATIONR FORt$HA ID NOs@acific gravity of solution of cal cium
chloride at 20[err]C on 25 the basis of water at 4[err]C).

Referring to FIG 18, the case is shown where the rotatable tub 100 is
in an unbal ancet? cHHREYT FRREETFRISTIC®:  partially one-sided laundry U
during the dehydr at {2nLENGEH: 19 amino acids 18

Under this conditiog ¢hg.rai:abaklg tub 100 is rotated with its central
axi s 01 being displaced toward the |aundry U relative to a central axis
02 of the outer tub!@2STRPHREDNESSY | qyid or sol ution of cal ciumchloride 55
in the container (D) TOPOLOGY: linear

{(ii) MOLECULE TYPE: peptide
{(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2:

Ala Asp Leu Tyr Glu Glu Gly Gly Gly Gly Gly Gly Glu Gly Glu Asp
1 5 10 i5
Asn Ala Asp

(2) INFORMATION FOR SEQ ID NO: 3:

(i) SEQUENCE CHARACTERISTICS:
(A) LENGTH: 19 amino acids
(B) TYPE: amino acid
(C) STRANDEDNESS:
(D) TOPOLOGY: linear
{ii) MOLECULE TYPE: peptide
{xi) SBEQUENCE DESCRIPTION: SEQ ID NO: 3:

Ala Ala Leu Tyr Glu Glu Gly Gly Gly Gly Gly Gly Glu Gly Glu Asp
1 5 10 15

Asn Ala Ala



5 35 is distributed one-sidedly with respect to the central axis 01, as
shown by oblique lines. A centrifugal force F resulting fromrotation
of the tub 100 acts to return the axis 01 to the axis 02. The
centrifugal f 5891@%5 represents a correcting force of themabarser 33
and differs depending 10 upon the coRgiguration of the bal ancer and the
liquid contai ned in the bal ancer contai ner 35. FIG 19 shows
the characteristics of the correcting forces (F/[err] X10-[err]) of
various bal ancers with respect to di spl acenent (nm between the axis 01
of the rotatabherorbrIol ok Ofkoansl Nohei:axi s 02 of the outer tub 22. The
centri fugal force Fis divided by [err] in order that influences of the
rotational speed [err] of the rotatable tub .100 are eli m nated. The
solid line A in{P| ERQUESCE ERRIACEERIREIGFAl ancer 33 of the sixth

enbodi ment. The brokgnuiiere: B4daiiabeskias bal ancer 20 conprising a container
whi ch has the sane nfr.!t ratllngn ca?] t he contai ner of the bal ancer of

t he sixth enbodi ment™ an i ncl udes the inner conpartnent

contai ning the salt (€ STWP@NEéﬁd the outer conpartnent containing the

sol uti on of cal @ﬁ)u%mb@fi @Iﬁ,ea'lrhe chain line C denotes the bal ancer of
25 the first e[{godligent Bg ot chain line D denotes a bal ancer
(not shown) co F FFanB%‘Ft ®nt ai ner whose interior is not

di vi ded by any (pHr BEQUESEE RESTRIATIONWNSEQhID NO: clgnt ai ns 3, 000 cc of salt water
havi ng a specific gravity of 109

1.16. FIG 19 shows_tha gest _correcting forc obtal ned
from the bal anckf® ﬁ%&'F%d*%ByAﬁphﬁe”sa?”f Freise (%y Sy SH %2% e'ii’ftcl"l\yego an
extent of the axial displacesrent. One of 10 the reasons fo¥s this is that
since the speci {;hpggl; q\\ébt%no;‘la Agb stheygal ciumchloride is about 1.2 tines
| ar ger than that he salt water, the centrifugal force is rendered
| arger in the bal anc?é?r cont ai ni ng the sol ution of calcium chloride
than in the bal ance containing the salt water. As obvi ous from
FIG 19, thquqhgﬁ&kﬁ& & 88 GB8kRes. 10 inproved without an increase in
the capacity of the bal ancer container 35 in the sixth enbodi nent.
Consequently, the si ze of the washing machi ne can be prevented from
bei ng : (i) SEQUENCE CHARACTERISTICS:

(A) LENGTH: 24 amino acids
(B) TYPE: amino acid
(C) STRANDEDNESS:
(D) TOPOLOGY: linear
(ii) MOLECULE TYPE: peptide
{xi) SEQUENCE DESCRIPTION: SEQ ID NO: S:

Met Ala Leu Ala Ala Leu Tyr Glu Glu Gly Gly Gly Gly Gly Gly Glu
1 5 10 i5
Gly Glu Asp Asn Ala Ala Ser Lys

20

(2) INFORMATION FOR SEQ ID NO: 6:

(i) SEQUENCE CHARACTERISTICS:
{a) LENGTH: 9 amino acids
{B) TYPE: amino acid
(C) STRANDEDNESS:



i ncreased or an anount of | aundry accommodated in the rotatable tub can
be prevented from bei ng decreased. The 15 other construction of the

bal ancer of the sixth enbodi nent is the sane as that in the first
enbodi nent . wasHRERI Nl y, the sane effect can be achi axagepogodsze si xth
enbodi ment as that in the first engodi nent. The correcting

force of the balancer denoted by the 20 broken line Bin FIG 19 is

smal l er than that of the bal ancer denoted by the solid line A but

| arger than-those P TOFOLORE: aP¢ficers denoted by the chain line C and the
two dot chain MOLEMLD. TYABS peptidlew a bal ancer (not shown) conpri sing

a contai ner whign s@?%mbﬁ%s%@ﬂ%ﬁémf ey rating.as the 25 container of the
bal ancer of the six enbodi nent and whi ch i ncludes the inner
conpartment containing a saturated solution of calciumchloride and the
outer conpartnmené Gly Glhomdpahsr Alla aspadentr Btsed sol ution of sodi um chl ori de.

It is 1 5 20 obvi ous from a
calculation that a correcting force of this bal ancer is slightly

smal Ler than that of the bal ancer denoted by the broken line B but

| ar ger t hanzt hasernafrideor seq dpak@neers denoted by the chain line C and the
two dot chain 5 line D. Thus, when the conpartnents of the container
contain the solution of calciumchloride and the salt water

respectively, tht SEGPERCE THAGAGTEREEIIOE: t he bal ancer is rendered

i nternedi at e bet weqa) tlkabnf 13 heitmmbanmwer containing only the cal cium
chl oride and that 0(1;3) tln(gE. ]éoinobgl gpcer cont aining only the salt water.
Accordi ngly, the correcting rorce can be adjusted when the |iquids

cont ai ned in tHE) rEBpREPNESS:conpart nents have different, specific
gravities from eachppthporceeniakder determnation of the configuration

of the bal ancey, . r or this purpose, 15 different kinds of
sol uti ons may {)lé?%%?%tﬁ%eﬁ{ﬁgh ‘feﬁéldse respective conpartnents of the

cont ai ner. Fur & rSROPENCEt PRSCRIPTISNH] §EQ dRsN@0Rt ai ned in the respective

conpartnments may have different densities fromeach other.
FIGS. 20 and 214, [1] usirate, 3, 3Red) RIPON oD bl oct s
1 5 10

(2) INFORMATION FOR SEQ ID NO: 8:

(i) SEQUENCE CHARACTERISTICS:

(A) LENGTH: 6 amino acids
(B} TYPE: amino acid
{C) STRANDEDNESS:
(D) TOPOLOGY: linear

{(ii) MOLECULE TYPE: peptide

(iii) HYPOTHETICAL: NO

(iv) ANTI-SENSE: NO

(ix) FEATURE:
(A) NAME/KEY: Modified-site
(B) LOCATION:1
(D} OTHER INFORMATION:/note= "Xaa is acetyl."

(ix) FEATURE:
(A) NAME/KEY: Modified-site



20 ‘invention. Differences between the first and seventh enbodi nent s
w Il be described. lIdentical parts are | abel ed by the sane reference
synbols as in the first enbodi nent. The container 35 is nolded out of
nol ten resi nypghases i Nto a di e assenbly including an uppgkpstiodsg7 and a
| ower die 58, 25 as shown in FIG 21.47 The container 35 has radial ribs 61
and 62 fornmed on the bottomthereof so as to be |ocated on an i magi nary
| i ne between a pourjng for the nolten resin and a center 0 of
the annul ar cont ai n&? %@E%P\ggsure 21

of the nolten resinQ3oOFHER INFORNATHON Heopruriaagigatiéo.36 t ends to incline
an annul ar projection 57a of the die 57 for formng the inner
conpartment 37 of the container 35, as shown by the two dot chain |ine
in FIG 21. 1In the seventh 5 enbodinent, however, the nolten resin poured
t hrough t he (xi) a$EQUBRCH 2RSQRIpTIONa3FQsImmo: Baer wal | portion of the
container 35 through the rib 61. Consequently, since the proj ection
57a of the die 57 is Qrevent ed from being inclined by the pressure of
the nolten resi¥® P& et &£ PPHE#2 10 nol di ng can be reduced. FI G
22 illustrates mn eighth em®sdi nent of the invention. The rib 62

provi ded over the pouring gate 56 in the seventh enbodi nent is
elimnated in the eighth enbodi ment. The nolten resin poured through
the gate 56¢2)1ENECRMATION BOR; $8Q AP WOprP:t he undersi de of the outer conpart nent
38 and accordingly, the die is not inclined. Consequently, t he sane
effect can be aghi i cﬁ%ﬁ i nbodi nent as that in the seventh
enbodi nment evenP{/}\h%&%ﬂgﬁrl ggéﬁ&lé%&se elimnated. 20 The present

i nvention shoul d not®b&ENGTH; t2@8dbas¢ paias enmbodi nents descri bed above with
reference to the (B)acrmnpaudy g adid®w ngs. The nunber of conpartnents in

t he cont ai ner Be: B r . Furthernore, the invention may
be applied to the ggér?ventl o%’gﬁ%sghlsan%%r (FIG 24) in 25 which the solution
of cal ci um chl ori de(B5TPROLEGK+t A}f@d i n each of the conpartnents 3 and 4

of the containeii)lmolreurLe TYbRY Stre@Nsidiecd laefy the correcting force of the
bal ancer can (A) DESCRIPTION: /desc = "oligonucleotide"

(iii) HYPOTHETICAL: NO

(iv) ANTI-SENSE: NO

{xi) SBQUENCE DESCRIPTION: SEQ ID NO: 9:

AAMRAGCCATG GCCGACAAGG TC 22
(2) INFORMATION FOR SEQ ID NO: 10:

(i) SEQUENCE CHARACTERISTICS:
(A) LENGTH: 22 base pairs
(B) TYPE: nucleic acid
(C) STRAMDEDNESS: single
(D) TOPOLOGY: linear
(ii) MOLECULE TYPE: other nucleic acid
{A) DESCRIPTION: /desc = "oligonucleotide"
{iii) HYPOTHETICAL: NO
(iv) ANTI-SENSE: NO



be i nproved al though the watertight test needs to be carried

22 out in the conventional manner. Additionally, the invention

may be applied to bal ancers for a dehydration tub of twn tub type
washi ng machiwessngszzi ndependent dehydrat ors. The f%@&&%
description and drawings are nerely 54gllustrative of the princrp Bs of
the present invention and are not to be construed in a limting sense.
Vari ous <C”a?%§§ﬁ§9d nodi fications will beconme apparent to those of
ordinary skifl SPICRIPTIRN SEQCIP ¥Rardges and nodi fi cations are
seen to fall within the scope of the 10 invention as defined by the
appended cl @t#@rcacc crecccacas a9 VE CLAIM 1 . A balancer
mount ed on an upper portion of a dehydration tub rotated for
centrifugal dehydration, 5 conpri si ng: a bal ancer contai ner
formed into an annul ar configuration and having an upper opening;

at |l east one partition wall standing froma bottom of the container so
as to divide the interior of the container 10 into at |east two concentric
conpartnments; a predeterm ned anmount of liquid contained in each
conpartment of the container; a lid nounted on an upper portion of
the container so as to cl ose upper openings of the conpartnents; 15
an air passage fornmed in a boundary between the partition wall and the
lid so as to extend along a ci rcunference of the container; and

at least one hole formed in the |lid to communicate with the air
passage. 20



2. A bal ancer according to claim1, wherpifHi& SHEES HAS BEENdssage is defined

by a groove fornmed in an upper end face ofREPlh&CEﬁirtition wall so as to
extend al ong the ci rcunference of thée=comtarmer: 3. A

bal ancer ac sto claim1l, wherein the air passaggl,d.lzE d by a
groove forrr\:,\cvgélgérllﬂ;92 portion of the fgnder si de of the-ti J%@’gﬁ%@to an
upper end face of the 24 partition wall TEO as .t o_extend al ong
the circunference of t he cont ai ner. : aced
according to claim-1, wherein the air 5 passage is , roove
formed in an upper end face of GllAAMErtiti on wal l

al ong t he circunference of the container and a groove f or med |n a
portion of the underside of the lid adjacent to an upper end face of

the partiti anAvgeptids capabletof bindingn@d IR a/drite enz;&ﬁbsaifr di¢riOE fandle, which he

cont ai ner. | ancer acgcordin m.2, . wher ej the
gr oove peptide W$%°W“®a9£ the; agpn sﬁ‘l%@”g %/ggﬁaé RO in Which
6. A bal anceyseficea V_Shgs%sh&m Sptisiify Bhutaihiflf ofif B MiBre gruino amgmﬂe'n e

lid has an |nverte d secfi ancer accordi ng
to cIa|n14,Phhemuﬂnn@hecgﬂmumégmi formed in the partition wall and the
lid have V-shaped and 20 inverted V-shaped sections respectively.

8. A bal ancer according to claim 1, wherein the lid has i nner and
outer ribs RoThEstptide Adordinpdo chimle, édiiﬁ&tﬁ@%s@ﬁhﬂ?oftheanﬁh@a&i&kéhuéﬂe@per end
of the partition wall therebetween. 9. A bal ancer according
to claim 8, SERHMNG: 2he i nner and outer ri bs have respective heights

differing fromeach

3. The peptide according to claim 1, consisting essentially of the amino acid sequence of
SEQ ID NO: 3.

4. The peptide according to claim 1, consisting essentially of the amino acid sequence of
15 SEQIDNO:4.

5. The peptide according to claim 1, consisting essentially of the amino acid sequence of
SEQID NO: 5.

20 6. Use ofthe peptide according to claim 1, for medical use.

7. Use of the peptide according to claim 1, for the preparation of pharmacentical
compositions active in pathologies requiring ICE inhibition and/or inhibition of enzymes
of the ICE family.

25
8. Use according to claim 7, characterised by the fact that the pathology is selected from
the group of autoimmune diseases.

9. Use according to claim 7, characterised by the fact that the pathology is selected
30 from the group consisting of lethal bacterial and viral infections.
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ot he}. 25 10. A balancer accewedi ng to claim1l,

wherein the |iquid is a solution of | qal$ SHEET HASrBEEN. 11. A
bal ancer according to claim1, wherein t 5 ngcgg cont ined in the
respective cowpowisgmnts of the cont aitaes—here—specT i bdﬁ%

differing fromeach other. 4@ ‘A bal ancer accor 0 claim 1,
wherein the container is nolded out of a plastic and whi ch further 10
conprises a radial rib provided on an imginary |ine between a pouring
gate and a center of the annul ar container. 13. A bal ancer
nmounted on an upper portion of a rotatable tub of a full automatic

washi ng machi®Qyse atorGREW bifinl9: 1 | net f into
an annul ar conf |gurgp(|5 SR AN ipacten ng bﬁ%ﬁ%ﬁ?%ﬁ&??‘?&‘ Ology 15 se. clectey | east
one partiti oﬁomhdgrgummmgf of)mﬂnmhmtdijadﬂmﬁes the container so as to
divide the interior of the container 20 into at |east two concentric

conpartnents; a predeterm ned anount of solution of calcium
chl ori de contai ned in each conpartnent of the container; and a
lid nmounted on an upper portion of the container so as to cl ose upper

openi ngs of the conpartnents.
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