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C,.s alkyl and # is an integer havmg a value of from 1 ;l(la 5, carbamoyl-(C, alkoxy),

(U, Y Calld@)] ﬁ@ here R! represents
halophenoxy-substituted (C,.s alkoxy), carbamoyl-substxtuted phenoxy, carboxy-(C,-;
alkyDamino or a non-toxic pharmacologically acceptable ammonium or amine salt
thereof, N,N-di~(C, alkyl)amino-(Cl_S alkyDamino or a non-toxic pharmacologically
acceptable acid-addition ‘salt thereof, halo-substituted C,_; alkylamino, hydroxy-sub-
stituted C,_, alkylamino, (C,_, alkanoyloxy) substituted (C,_; -alkyl)amino, ureido or
Cis alkoxy)carbonylamino radical and X is a halogen atom, i.e. chlorine, fluorine, bro-
mine or iodine.

" Examples of specific values of R include benzyloxy, phenel.hyloxy, dimethylamino-
ethoxy, diethylaminoethoxy, diethylaminoethoxy-hydrochloride, diethylaminoethoxy-
citrate, diethylaminopropoxy, formamidoethoxy, acetamidoethoxy, acetamidopropoxy,
benzamidoethoxy, benzamidopropoxy, ureidoethoxy, 1 . methyl - 2 - ureidoethoxy, N’-
cthyl - ureidoethoxy, N’ - ethyl - ureidopropoxy, carbamoylniethoxy, carbamoylethoxy,
2 - (4 - chlorophenoxy)ethoxy, 2 - (4 - chlorophenoxy) - 2 - methylpropoxy, 2 - car-
bamoylphenoxy, carboxymethylamino, carboxymethylamino-cyclohexylamine salt, car-
boxyethylamino, N,N - dimethylaminoethylamino-hydrochloride, N,N - diethylamino-
ethylamino, N,N - diethylaminoethylamino-citrate, N,N - dlethylammopropylammo
citrate, -chlorocthylammo, 4-chlorobutylamino, 2- hydroxyethylammo, 3-hydroxy-

[Price 5s5. 0d.]

15

.'
)
H
i
4

20 20

25

25

30 30




attention in the proceedings of the Annual Meetings of 25 t he American
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Sghaber et -sl, J. din. Mecrobiol. 27( 27-330 10 (1989), Loffelfl et
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25 boxy- (C —s alkyDamino radical. By forming the salts of such products as, for example, 25
by treating the products (I) with a suitable acid or base, crystalline derivatives in the
form of the corresponding acid-addition salts may be isolated and then purified by
_ - conventional means.
1. The N~(C.—, alkanoyloxyalkyl) (3-trifluoromethylphenoxy) (4-halophenylacetam-
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It has been found that if the ca. 440 kDa conponent is 10 present,

fal se positives can occur in certain patients. If the ca. 265 kDa
antigen is absent false negat ives may occur. Additionally, |f a ca. .
320 KD& ™ are+-gen d&rived T From HTpyTor T ST ot présent, fal se7TTT I
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pyl on, all}. @fierdRiaf1XB4re aCRMRB bV b i1, OH, A@r §,AnERECHTR andRrtfedy i n
a nmucous ecretronsentpﬁewlldsrl,rfgreadnwdp,'slefhsﬂateﬂu'a 265 kDa 20 and
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pref er abl_éaca 340 6[55%:? -g‘lw lalgrg b gg?g cetic acid esters, f
cg. 440 kifa Ho pyl Jidescti b ofBiedier such a6 cih*;‘frt, %@, rzm‘;l
ARt i gen cdnponent Sh&ma,t@&mltatesaﬂlbutyr chioride¥optopf ceL& @l dcagNt | on | u e
prot eizw, {ol ysacchar i tie (3-trifluvoromgthylphemixg) @rha nybadatyl heditlé wlrtmg]maenﬂs in
Preferablyf, the 25the Proceﬁef i ANVl 2 g%’éia ed rsnl b sera:h(eg rl?rursh*ere bglew;r

i@"f étgﬁi essugsa

%tract oft ﬁjf,sﬁhﬁ?@%
&sintegrdtion, et@é@@ﬂﬁ SAlKiric 4GB, 16 Riek T he doftéshan@idd b rBphenylacetic acid (V1))

st edsf ecti ve met mrﬂ@tcoﬁedrenshus wbrglmtdhathem kilew80ro react wréwcte@xsraﬂyordnbn ar e
present ’ whi l e Pigm)"ﬁbmgxl au-lh teriflied ‘;vl:th ster 45 tEen lg% g‘l Ond (ﬁ ?o-use of
Ofir onmat ogr aphé() 0N the presencc:(%'ir b Ok (Yﬁ )Gﬂw ?s(ggl Q ideS i tg %Ewg trfgtrorﬂ 30
pyl ori cel | methftfliend@}(@IBA16phedyDsbrat® mtrr;r ihe mtalurdiht& (ViiahOtARE ¥s

{nE PLC)30 s LtC h as usihaghsreSufdEROEE(respoiding asid £kX) dx cinvrsiiappl nieadsyipnby treatment '
12 with a base and then with an acid, and, lastly, the said acid (IX) is treated with a halo-

tyl ' genating agent, such as thionyl chlonde, to obtain the desired (3-trifluoromethylphenoxy) Co
ith 35 (4-halophenyljacetic acid halide (I1a). It should be noted that compounds of Formula 35
tes - . IX form part of the invention claimed in the specification of our copending application :

: 35 S No. 10206765 (1,098,111).— see claims 4 and 8 in particular.

The following equations illustrate the above processes, showing the alkano] and
halogenating agent as methanol and thionyl chloride, respectively, However, it is to be
40 understood that-other alkanols such as ethanol, propanol and isopropanol and other 40
halogenating agents may also be used in an otherwise similar process to obtain analogous
(3-trifluoromethylphenoxy) (4-halophenyl)acetic acid halide derivatives (II and IIa):




6 Is particularly effective when applied to a crude

soni cate of cells which has been subjected to ion- exchange

chromat ography. QO her nmethods will be well within the abilities of
thgse skilled in the art. 5 Correspondi ngly, one of the nost '
efﬁectlve,rret hods of , ensuring that the unwanted ca. 440 k i
I S¥ absent _ I's the use of freeze drying on an extract of H. i '
cel |'s, particulérly after chromatographi £ige7 fication 10 such as FRALC
Fr eeze “dryi ng may be carri ed out Tn any surtanl e appar at Uus-for the
pur poséy The actual equi pnent ; ang,copdj tio sed will depend on the
scal e of the pr epar atf Phc| e’ r eeze dryi ng
precess is carried out substant#_allyto conpl etion,, 15 wthinthe limts
of it he equi pnent used. he invention extwe t&the use of
natural |y occurring . formof antigens and to¢ nthetic (eg _
redonbi nant) forms and i mTunoI ogi caM“Jy acti derivatives, anal ogues
and 20 ~ relatives thereof¢s i s tfefef ord®%cl ear that . an

ef fective antigen set for @Wr eskat/ i nv can either be
sellectively stripped down f Byl 5 @Pf%epar ation or

buill t up from i ndivi dual . conpon m Xt gf €s. of conponents. 25

| nit he nmet hod of the invention, - i body is det ected in nmucous
secretion. By "nucous secrewd on"xis neant the secretion from
mucous-secreting epithelial cell W nmucous nenbrane) such as those
whiich I'ine the canals, 30 cajities and tracts that conmmunication with

t he external ~air, and,
tract, eyes, genital and uri Bs
I n .preferred enbodi nents, t#
sput um or, part icularly, 35

fﬁrtlcul ar the nos‘% throat, respiratory
y passages and the =, di gestive system
Wi {i ow-d.s-gasal secretion,

I va.

7 .~ The saliva or other ous secretion may ssayed _
undilluted or diluted with an app™fpriate dil uent sUCh™y distilled
water) with “increasing sen tnﬁ'tles 2di | ffi on may be '
pre'f erred (parti cudterel¥iswhiefined @bdvect i on devi ces are. used)
The anti gen preparat 73#5% 11‘1 Cl‘fa‘ Q‘i le of cholest Pleﬂpé tigheeridee "bound
to"a S0l 4 suppor 32 Pt iﬁ"@;idam;m; e g: ggwﬁge*él | ul gse
menbrane, gl ass Ofag@rokikrosis bid cvnafg with ofh he ﬁbriﬁ rHulM Aers
for%. this - pungesad subarisa andgeddieelanai| corrosiqpol yacr yl am de, nyl on,

polystyrene, pol yvi nﬁm%m%ﬁrﬂé%rrfé&%‘ggﬁ?’wm@ soppg tektesi dn all ordinary lWent ion
ra :

r\

ans from int £ .0 qli
i s ﬂOt I mtqﬁi tO Fﬁ %Egca entwhlche@ﬁlqn af'gl El of 10
stryps, tubes, tida! i e lé%ls holestc'iﬂl ,GliglReddeS fbééﬁ ouhl deace
suitable for condwﬁrhbleng‘o this end the(B-uiiffunidmeyshanbxy) (4-halopheny1)aéﬂiclage€stmm0nent S

of H pylori usef Amigenofthis inventigre Himthesued testechapgt fayad toj exlibir goodhxppaiples- y

nont coval ent Ly (" gEfggRS ﬂ&b@p#ﬁ?{ﬂ St of i pveitin “%’%fﬁiﬁi,i*?em?ab'e

b' L ing pr ocesses acetamldoethyl (3-tnﬂuoromethylphenoxy)-(4-chlorophenyl)acetatc, benzyl (3-triftuoro-
methylphenoxy)-(4-chlorophenyl)acetate and 2-benzamidoethyl (3-triftuoromethylphen-
oxy) (4—chlorophenyl)acetatc have been shown to combine good hypocholesterolemic
and ‘hypolipemic activity with the added advantage of inducing little or no gastric
20 1rr1tanon The invention provides pharmaceutical compositions containing compounds 20
{ Formula I above and an inert non-toxic carrier, diluent or coating.
The Examples 1—37, which follow, illustrate the (3-trifluoromethylphenoxy) (4-
halophenyl)acetic acid esters and amides (I) of this invention and, also, the methods
' by which they are prepared. Steps A to D of Examples 18 and 20 are claimed in the
25 specification of our copending application No. 44021/67 (Serial No. 1182008). Ex- 25
_ . ample 38 illustrates a pharmaceuncal composmon in accordance with the present in-
g vention, .

PEFESPRELOF PSRRI <SSR

ExAMPLE 1
2- Acctamxdoethyl (3-Trifluoromethylphenoxy)-(4-chlorophenyljacetate .
30 Step A: 4-Chlorophenylacetic Acid 30
: 4-Chlorophenylacetonitrile (151.5 g., 1.0 mole) and 1 liter of 209, aqueous sodmm
hydrox;de are mixed and heated on a steam bath with stirring for 20 hours. The result~
ing solution is cooled and extracted with ether to remove a small amount of oily
: material. The aqueous solution is then acidified with concentrated sulfuric acid and
i 35 cooled to 5°C, The crystalline product is collected, washed with water, dried and re- 35
crystallized from 700 ml. of 70%, ethanol to yield 165 g. (97%,) of 4-chlorophenylacetic
acid, m.p. 103—105°C.

PR Y S

10

15

20

25

35

40

45

50

35



are well known in the art and generally consist of cross- | i nki ng,

coval ently binding or physically adsorbing the antigen to the solid
support. 25 Infection is diagnosed by neans of the present invention

by det ect“”‘ng the formati on of a conpl ex between |1gG antibody in a R
" nucous sanple and H. pylori antigens. Sone form of detecting neag®ils.. -
t har ef o' necessary to I dentify the presence (or, if required, &
anount) pf t he 30 anti body-antigen conpl ex. : “The det ecti on

meang. may be assecond ant| body, conj ugagegiom vvith a reporter nol egcul e,

i | Ch | S—5P Cé}qé[ c—Fort 1(4 Chl . I)E cuattateal t—of—the—<tass—of—+H— '

py| OI’I _ SpeC| f | C oy oropnenyi)oromoace c ide (150 125 8

found i he secqg] § S I e A g S0 s o

A epor%er T RO, QELA G beadl GUDA fabirs with stirring wilccheni cal

_ hature, hassan almin (15algl, Y.0inBR)s kddedibrbre the dropping bt &vet thies-houe patodpr oviddes
an anal ytically Haem |uﬁ4°a!ﬂﬂex is Commuedsfp POUWT%NGPPT?W}“ ?erdetc | on of

anti gen- bound m room qu;:g Fﬁtgﬁx IQ ion s 1de (%( ess o nt ati .Ve

or. i quanti ﬁnﬁ drM the riJ Wreatbd Gflthl ST ttﬁér if'el e@%l ct10 in
this type ofp assay ;ﬁccmcteuna Iﬂerexesrzymd oldr Ufegaasiiia rs@ltate0dnd distilled, Théaelisonucho de

cont ai ni jig nol ec diluesbt{ﬂlleé 21 21¢li (89% Defoprdly) (4-chlorgphenyhbromoychtate ag seborlesfoil, an
- enzyne iEmrunoas ﬂy, %Cérf&’?'ne i's conjugated to the second
anti body, gener alg e_yl @We’d@?@sl‘rﬂtmromcthylpheng*ﬁEﬁhﬂoﬁﬁeﬁ}ﬁﬁ@em@ r periodate. As
Will be} readily 13-TriffuorbR@GfhhtnSE@0.4 dLO0EY Eificle) i 25 \bhiC6f mwByli abbol isOf
different 15 adsledh fouggj sotutiomoft (SICH mrioly wesodem xstthoxxdhumHS anl.eof meethgli 4lop hdval | abl e
to thoseiskilledIp ﬁhlf s %sfta sohm 1(4;chlg§°ghewﬁ
hor ser adish per@a&.&ﬁé‘}t @% WS?S a“? 13 are added &“@é OS' dase
and al kalji ne phosjhat aﬁgemc ﬁ?aarigsepatr arsvashé’d)wuh dilul dBM DT idoAEEL gnal Wt e used
with thesp#cifi endethanydnd and evaporated. Th eniduedb regrygdilime firofnGi0 mlhef np¢th3d+uct I og,
‘upon hydrol ysi s’ Bgl"hlexane to Yteh*ﬁ 36%8 %{QbedF’ﬁbﬂé #ifiyeromeshylnkengsp) dtedtPe col our
change. SHBRYPSIAEe "2 A oI ubl e or insoluble;, depending upon

the chosdn appl i gapiDen:-Thefor@eaBhdoxyPaRNBRrRA LR 3- 25 i ndol yl
phosphat €/ ni t r obl ueAt sehutiaz 6fl 2&lm;| (90812I ine6lk) & rhaliyl (B-mﬁuoromlqlphmbky) g¥kal i ne-

ﬂ.

phosphat gseconj ‘@S“Y‘)*“e‘*‘“’ "”@' e""’% et v e R creporation

1 T rehu ix
;ﬂe 2- phenyl enedi alg‘ the sgﬁeﬁfﬂuﬁp rer is. added to the residue, The SOlrl)Jtlon is s
qgt 3 S, ﬁr’ et r amet Qyddasiid dﬂhr&ﬁ} ﬁftc@ dl, drh@idmgd PR REHN3 Gcid! Fhe (3 - triftuorh-ONTTD nl y-

t ii s al sompgplichixg) ¢4ahlextﬁmieqwacfei1uwcpgm|9¢—36)°c thusSobadied sep@sies Whi ch

y| eI d a f]l ur escangm waidtiogﬂ sofiglifiesr The product is prarystallizsd diom pfi methlbst r 40 es
ligot ed abgve. Exaffffl® "éc‘“;lillff Y‘glg j3o“1°(§f§7t?o’r)0§@n|"i5ﬂ"§‘i9{5‘§‘1h¥1%he‘é’§3’)é? eNorRBPEcei n and
oliiodani nd. ti'va illumnation withlight of a partlcul ar
Bavel Mgtih, t hesfe}:tmr(mmmetmipmnb;@ﬂaa:nbmmdmaam Qribdde

afld t he | i gWihionyhclreyide (44f$dmc0h§ raoletlaa@ed)fweex(ﬁmt-atwdc|ple d| 1] at he

iewol ecul ef 8 | OV\%HP?B?K”‘ Shlorgphenylacetic g¢ St ic3

Iﬂ'
E\OL?(I;;I&O\[S%I ch i &indHSUY tﬁ%én e iltlgjoéﬁdty reliliCu:{ gotru r;xa ﬁué&l&éliﬁd%] ‘@m lﬁg 1 Ieia

€. | MTUAaihed i BSIGRIPOIRt a clear homogeneous solution results. At the ends of the reac-

sen- tion period, the solvent and volatile reaction products are removed by evaporation in
'mie 40 vacuo. Highly pure (3-trifluoromethylphenoxy) (4-chlorophenyl)acetyl chloride (105 g) 40 -
stric < ' is obtained as a residual oil in almost theoretical yield.
inds 2
: Step F: 2-Acetamidoethyl (3-T rlﬁuoromethylphcnoxy) (4- chlorophenyl)acetate

@- A solution of (3 - tnﬂuoromethylphenoxy) (4-chlorophenyDacetyl chloride (209 g.,

rods i 5 0.06 mole) in 25 ml. of cther is added to a mixtwure of 2 . acetamidoethanol (6.19 g., .

the 0.06 mole), dimethylformamide (70 ml.) and pyridine (5.4 ml. at 5°C. over a 30- 45
Ex- 25 - minute period. The reaction mixture is stirred and protected from atmospheric moisture -

in- . during the addition. After stirring for an additional hour at 5°C., the reaction mixture

is warmed to room temperature and allowed to stand for 16 hours, Water (300 ml.) and
ether (100 ml.) are added and the r@ulting aqueous layer is separated and extracted

. 50 twice with 100 ml. of ether. The ethereal extracts are combined and concentrated to 50
30 | yield 23.2 g. of crystalline residue, m.p. 82—89°C. Recrystallization from isopropyl” '
um alcohol yields 15.3 g. of 2-acetamidoethyl (3-trifluoromethylphenoxy) (4-chlorophenyl)-
alto - acetate, m.p. 93.5—95.5°C.
oily Analysis for C,,H,,CIF,NO, : .
re. 35 | O Calculated:  C, 54.88; H, 412; N,

37; | - 55
35, N

3
etic Found : C,5482; H,419; N,3




5 and El A techni ques are both well established in the art and are

particularly preferred for the present method. However, other

reporter nolecul es, such as radioi sotope, chem | um nescent ., and

bi Q} um nescent nol ecul es and/ or - dyes and ot her chronogeni ¢ o o
subjs’fancqs may al so’ ‘be 10  enpl oyed. : The choice of a parti cul
regiorter nol ecud e ‘conj ugat ed . anti bodé wll be, for the nost part,

detsrerm ned by the i-rtended use and- 1§y of t he present invention.sg

Addi tional ly, although the test is. appregmpate for all manmars -

suscep\rbl e to H pyl of Peeamidaethyldpd; rlﬁuqrormesuylpbabxy) (4 ch]orogﬂlah) s@abkl.e and useful
tofmonitoring H pyl & isudsifi&et Accordl ngly, in
a preferred rTbOdIOfTEXTgnplc 1 B&%F[}e%ggﬁ ﬁ?ﬁg":( Sr;i dur tho vipatasidaatharet hod -f or :
detfect i ng conterrpérclétﬁs Hme resld"e UPaﬁfe@ﬂiataml&?p chefaM o F"‘%‘Z‘&C’ X ﬁfﬁf?b@ ri sing:

(a)l contacting a IJFE%lrsralilnedffrownnmttlr}&y esaﬂ\et btaln puteéyb:ryf Foethyy 2Nt 1 gen
préparation of H p or| 1Py §lsghlorophenyliacetate, nppit90—®2%mi 1 d SUPPO ort for a .
ti e and under condi M%SforCmHMC]F No,.Sufficient for 1'gG antibody in the
mu¢ous secr i on Calculateg:pecC 60(:32§0 Mtoggen N” t9r31e antigen preparation
t o} ~ forma cdifftex it hefet@azh, Eherm| n Nﬁ@ggntlgen 30 lo .

pr ¢paration conprises H pylori-deri vec] corrponents : of about 265

kDa and about 340 kDa and | S2-Diethylaminoe hyl G uantl |1y free of an H
pyfori-derived. corrponent _ (4-chlorop nyl§A °“°"Y

10 ot m@r, 'geeerhm ciidnge (ypy ,60406\Mn61 lagdd@& toegtsalvt%n% unt
of+a second ant i Yo }1 ¢ 36 * 1110 pepheayllaeetie ncid (19.8 g, 0.06 molel' Bf cand 15
_SpE‘CI fic to t he Hs evaydraed m$&§& ‘-Lfe Llﬁg?ted u;iger reflux for lédnptmslamﬂy tﬁd'lsdlven%

(c) detectipg bi rfaiuﬁg’owlumfb&axﬁﬁﬁ@ ng&fﬂv %“é?% g[ﬂl}he solution extracted with) G

anf i body by he r i"“mﬂd@mmu@.te and the ether is

clinician, nurse P ‘e‘e u°1°6‘e‘hylplit?a‘txi?bﬂt¢hlnmghenﬂ)&eatemam Qpﬁln géus 30— ot hed?
surl table solid Theﬁﬂftatgeahsgqp o gig, tr| p ca ing I nmobilised
pyll ori antl ns, bgw@htmashefsme&l&q:rgu&%ﬁﬁ nﬁt % éu‘tfv;] cetate is prepgred ubl e
sdni cate. The st re 4l lsglyion, o traaliénd pitididd pie ol am°

140)

'E‘_ it islrie tloner 20

C
X Bitates a | on for:
aqftime and under og,g 'ﬁs a" z “?"‘ Beetonitrile gof yigld Bdrtthylaihmoe m o t% X “?E’% H.25 25

pylori specific . E °‘8?“%§“8re sthanp. g&o-o-HeeC.i n sal iva ind to

t He " i mobi 1 i éeqjysarfduo;,mmmbnét;pgd of saliva, the source of _
~mjcous secrgfion may b loylated | sea;rsem on n,rsggoutqm 5. 20 The test strip,
oAce exposed to nucous Wetreti of 51%4,them512 ajjoéwed to cone into 30
cgntact with a second anti body £9 nj ugat ed ‘Wth a reporter nol ecdfe’

fér a time and under 2-Ure1d5‘éﬂ-l’}ﬂ(3t‘1‘m§m§;. hem%}ﬂ Iﬂr the second anti body-

tg bind to . ftrrst ant i body. P é‘% RIASS B'rter mol ecule is
2 an enzyme, aypEe. chro$bﬁn§1ﬁé{ 1 SHideda is 35
t hen washed and ﬁol@!lbﬁﬁagf yf:'l%i Py gh aemxmloeeufee!pethagol 3. 12 £ %r%gt he gase
wher e the report€r5°€in$tﬁ»ﬁ iedbnﬁmﬁ K@Tl?} mefo taa@emmute period

53 br ono- 4- chl orc)n'1 ;y:ﬂ for four hourphtQ II;,FJ i % @)Fhexu s :

by ought i nuo co > o an;'id o1 4 layers ixparsted. iThe aquIJﬂ:Sla?éJ &éﬂ beAGhio th the 40
rkporter rEdried hé ol s m cmé‘“"’efr@@teaﬂﬂng sol&iaaﬁgﬁt acted For

e><arrp| e, alkali rfblcqgfmp H&%@taﬂm{ SU at l@ﬂ? ; ether is evapora(cﬂdl:l;gfeﬂregb [ I’ld40| yl

hosphate to a a e‘ﬁdu'ebutyl cﬂlbuda £ fithegcur in

: Pﬁhe gedl cal pl’ a Ct ¢ E;Hg Phenylacetate, m.p. llt(l) y1§11dsg’éz€ %rl triguoromethylphen— _ o5

; Anal}gls f(;r stHuClFaNzO :

: alculated: G, 5187, W, 387, N . 45

b Foud C 5213, H 3% N te |
' _‘ o o EXAMPLE 5 30

50 T 2'(N 'Eth}’lUreldo)ethyI (3-Tr1ﬂuoromethylphenoxy)
" By subst ' - (4-chlorophenyl)acetate
y Jubstituting an equivalent amount of 2 - (N’ 50

i - gthyhi)re‘xidolzethanol for the 2-
. residue, m.p. 76—83°C., is obtained. R on from Isopmapy L Staline N
e Y 2 T e ecrystallization from isopropyl eth
o 55 535500 y urexdo)ethyl (3-tnﬂuoromcthylphenoxy) (4-chlorophexfyyl)acet::c y:;l (11)5 :
Anal}éﬁ§ fc;r C;,H,,CIF;N,0, : >
alculated : C, 54 00 H, 4.53; ;
Foud : & 53.93;  H, 454, §Z o




35 surgery or office. When a nore quantitative

enzyne- | i nked i nmunosor bent assay (ELISA) is required, such as in a

clinical | aboratory, a mcrotitre tray may be used carrying

i mmobi ;i sed H. pylori antigens in the wells of the tray. 5 In this

case éarrpl es of nmucous secretion, eg saliva, are - - added to the I
Al Q\N‘potentl al H ‘pylori-specific | gG anti bodies to bind- té@

| rrm)bl lti sed anti gen. : Excess secretion is washed away and a. seg

ant i b@dy 7 specific to 1gG conjusit 1o a reparter mlecule is’10

added”to al |l ow an anti gen-anti body- copjamgaied anti body - - corrpl_ex to

form This conplex is detecCathnbylmadigi( riﬂuoromethylphagqﬂy);t rate’to the reporter

l mol eculje as descri lbaegub%m?t ve to (4-chlorgp acetly EK{H fgoeyh ‘ﬁ)‘} .si‘gnal
lWhl C;' may tShen m};el Ste @E&tﬂtﬂ‘.’fo@kg S:? feégﬁ mg k ;%T Olesi ot heg

- eans. : é)l-—b \Lé JSTAreYy} vapbtetion SO th@QAI ext tidﬁfaﬂﬁd kc\z’&ﬁﬁlyg or

{ addi ti onal ly in t@ﬂxelremﬁuno&blrloﬁp sa;eysemzatmlotthcm uafrgw nibety!l chloride m%dém Itative

(for exanple by #b%ﬁ’gmeﬂ!@} @i rs»inptyylmenoxy) (4-01’1&1‘8!’16%)1’)“6?‘3{ m@- BFo?3°&nd/ or
di st ancie rated % ro aphy G gtrip. : The 4
preggnt} i \lfgnt i on, esp&gﬂa L.y \@ﬁééggg {% ?;Sr mnf355f1e ni trocel | ul ose
strip, Epas many advant ages over the present commercial l'y -avail abl e
assays #or H pylori. The 25 use oE BBUS s creti and in particular
saliva,fto assay for FHarspe 4ch1 3 he %}B}I'eé‘g‘ydl agnosi's of current
or cont eMpos ary ' nfB?QEHsﬂﬂun%r!lg cﬁlmli§n nﬂ&@bﬁ@é acetamidoetiRRAGE | U1 aiser
_to: 15 Exathple 1,lStdpkF, gmtfolmwmpt}ﬁrp&)c&&hieIilesH.tbqu;hblmihla cybreibde pasigded
f enabl e ldeci si ongup 014%15(93@@ olittided upeey @ngrapq;l of the ethereal extracts. Reqyﬂ.pl{ng
tinvestijgation (Zﬂ‘ld T ASTaT ‘“il‘h??‘élgé REC o so0 amoylphenyl (3""ﬁ“ﬁf°8‘8‘88€ﬂ°&°§‘)') ndf or
1 rophenyl)acetate, m.p. 164.5=—166.5°C
; managenent ,{ eg US€ Aflisis for C,.H, CIF,NO,: specific anti-H pylori agent s) .59 The
Jlattgr Calculated:  C, 58.74; H, 3.36; N, i; : o may
sbe expected to have spewial :si gfhlﬂﬁli?é,ancgﬂw N, 3.16. with respect to
H pyl ok i - associ at ed non-ul cer dyspepsia, gastritis,
dUOdena ul ceration, 2.4 Chiorophenoxy)-2 -mcth%ﬁ?l'(ﬁmh&%nﬁihb@ﬁn&?ﬂ rel ated and
dot heg condi ti ons.”” (4-chlorophenyl)acetate b) Have for the first25tinme

25 /
-a-convehi ent nonStep 4: 2-(4- ChlorOPhenoxy)-Z-mqﬂhyaéwmeaw]est in the doctor s room

clinic br A ‘W°“1“e‘ thyy ;‘F‘li iﬁw @Zf’é“e\ﬁ?a‘“‘ﬁa ’QVQQ peptic
' f ux calciu 3r1d ro ping tunnel

10 (ﬁég] IXto 'fl#s';’f 3@?& ced @?1'2111{ ?nf finely

t est enpbl %? eal’ﬂoyrdéilédalgﬁl&ﬁ |aﬁlm€hlﬁﬁh PAANERE 400mD bf anhydrous ethyl cther, 4-Chlofar | y 30

treajgreht of recrhenvgyibyweistacid (15.¢es 0.07 Anole) dissolved in 100 ml. of apkydewts etbylt est has

i the droppmg funnel and add thg gstirr spensio;
arecip ;\OC?l li;ﬂ I‘ﬁlef%lmm aw ’-ﬁi’? ézﬂ% he reaction is exotmc and the acuf%luu?xl lgs' gnostic
approacn 0 added at a rate suffic Sltﬁ ‘gentle reflux of the solvent. The addition requires

: 35 about one hour. When the addition is complete, the mixture is stirred and heated at re- 35
5 : flux for one hour, and excess of lithium aluminium hydride is decomposed by drop-
3 35 wise addition of anhydtous ethyl acetate until no further reaction occurs. Finally, the
4 o reaction mixture is decomposed by the cautious addition of 200 ml. of water. The -
e water-ether mixture is stirred 15 minutes and then acidified with dilute hydrochloric
5 . 40 acid. The layers are separated, and the ethereal phase is washed well with saturated .
0 : sodjum bicarbonate solution and water. After drying over anhydrous magnesium sulfate, 40
d 40 the ether is evaporated on the steam bath and the residue twice distilled iz vacwo. There
. _ is thus obtained 12.5 g. (90%,) of 2 - (4 - chlorophenoxy) - 2 - methyl - 1 - propanol
- ' . as a colorless oil boiling at 100—101°C, /0.5 mm. Hg: np® 1.5305.
! 45 . Step B: 2-(4-Chlorophenoxy)-Z-methylpropyl (3-Trifluoromethylphenoxy) (4-chloro-
. phenyl)acetate 45
45 2 - (4 - Chlorophenoxy) - 2 - methyl - 1 - propanol (8.03 g., 0.04 mole) is dis-

solved in a mixture of 70 ml. of ether and 4 ml. of pyridine. The solution is cooled to
5°C. and a solution of (3 - trifluoromethylphenoxy) (4 - chlorophenyl)acetyl chloride-
50 (13.96 g., 0.04 mole) in 30 ml. of ether is added over a 25-minute period. The mixture

is stirred at 5°C. for 30 minutes and then is allowed to stand for four hours at room 50

_ temperature, Water (200 ml.) and ether (200 ml.) are then added and the layers are.

50 | separated. The ethereal solution is washed with water, dried over anhydrous sodium sul-
2. - . fate and evaporated. An oily residue is obtained which then is distilled at 215—218°C.
ne t 55 in a short-path still at 0.1 mm. to yield 12.1 g. of 2 ~ (4 - chlorophenoxy) - 2 - methyl- '
ds- - - propyl (3 - trifluoromethylphenoxy) (4 chlorophenyl)acetate (np?s=1. 542 8). 55
P 55 | _ -Analysis for C,,H,,CLF;0,: o

i .~ . Calculated: -~ C, 58.49; H, 4.12;

> Found : G, 5849; H, 4.34.

. b i

T et .



Additionally, the test contenplated by the present I nvention

' a sinple yes/no answer, not requiring, for exanple, the
P;E?“ngeif bl ogg. yIt can be read in 20 . m nutes and _devel oped W!tho:l'ﬁft
any special preparation of - ~ specinen by the clinician. A signi
ddvant age of .. . the present ‘invention is the use of nucous secrcza
(ie'g b saliva) to test for antibodies specific to H pyl.o.rl h S
Accordi ng toa second aspect of the pLeH@Ee: i nvention, o ime[,te;d,.i oo
provi-ded a Test Kt Tor derecting+H: epyrorT—n —HCOHS—Seeteti-oF

_. N , - i PLE 9 . spolid support having
. mammal;, said test kit commy otbhylpheiosy) (4-chlorophenyl Ciny :
an antigen preparation -gf gh .aﬁd"cyd yex(ygmn@o%ak? 19%€ed thereon, wherein

(oM (e @ W dirull SR T o

e

i - A solutionpefesh@ina (3. BNg COMDMbIOER 75.miPot! vake: <Sifidingeslo gonponent s
the E‘”t-{g§25 Kk I8 osaqc{%eumnlo{Js mgg)kimg%sa%its?%ﬁsolution_of (3ubiuaxhétilld y free of-
1;] ﬁ 'O;yl ori-d {?i a Eé = %ﬁg}zgﬂcetyl chloride (17.5 0-&[5%}{)514‘@%@&?“%9- .
' MR i . I Iuti i - e
o e R e R PR 100
n the sai d nmiedOsnisecyesitd. Ghe Rixneksis bxire@RE5Y, fol R iditional hour and then giponent s
he antigth prégdias reom tempBrature. Whkee (1obl G¢ addel e alfise RptyociGricgdicant i hody -
onj ugat od wit B yed 0 8 ’“stﬂfgpw;’g p Pidh dbupredugts etatied freapibhedifidd pr oduci ng or
tu ree. 15U-ml. porti cther a e T c COM- 2
| ving bind ﬁﬂ’ba;égfug ﬁﬁ%ﬁﬁ%ﬁ?agﬁ%e theral B AR 6T rimelr?ﬁf o |
peci fic agai néydrdugGdiint suligrel ¥ndodhe id & ed luhdel Yéa ssure. A viscous bl of
r ef er r edl%enbodil ~F@“,"- of fie vidpomedylprodxe)cl | ehlorsphedyldetylglyci@ e yWideg apablie 15

!

- _ ] inesal e product is byt 4ddipg an equivalenaquen- det ect abl y
gatatysing a I Qs o igﬁﬁmﬁﬁ 'Hixéh IlJ tion é%yggéht%? gylpheneyhdtr at e f or
di fferent froghorbgh yhacetylglycidy ?ﬁ&éﬁ%&%ﬁduﬂik obtaife \{ i : gf d ﬂﬁt ric

t.he enzyne, cessivelyVirinC EthylBaétateQind ©h6R i G- HheY Shidhd ﬁfuh

CIYS,
_ ; ?.3:%
propertie®d fro %ét h@u?@x‘%dumben@fy) tmechbnm;enmacewugmcinus;ulaﬁi andifke salt, mgl SO B 20
©

i i 136.5°C. ; ' ' ferred enbodi ment, the present
d@resent in the Nt e a pref | me i

' 'gnvent I on exaflysxs étgﬁgi‘éj@&?;ft#‘%e .?s?t | g{ }—17 ;pyl ori - spﬁm fic | ?rc_];e |
int | body in nucous st onsd Bs. ;M8 18§ 13; SU ’5%;; a 20 - uman, o
aest' Ki t"’é being in conpartnent form agg g conpri si ng: ';suppozi P
la i) conpartnent adapted to FsEEAda sol i _ Y |

ﬁgzn ﬁgf :aL ;ntcioggn pr epar agﬁ@ﬁcﬁ'ﬁ(’f&ﬁg&ﬁz&grég:ﬁthylphfnoxy) _ |-_mm|b|.l ! sgd }t\_f/]g(rjeo:n,

‘vlherein the anti OBNsupstiRfdiag dlate@Ryethylamine for the %&:ggf E%x%%lel_é andfolR I;vlirrx-g er

: éorrponent s of tipreredPescribed therein the prédding Na(2Che dikyl). ifl ﬁﬂ}ﬁgh& 2 30
substant i % |y '?"ry)ggiblf‘fOPhenyl)acﬂamide is chrsinedl. pyl ori - der’i ved conponent of mbout

440 kDa; = 30 . (b) a secondEgl,p”{'I;EaE| ment contai ni ng an ant | body

-',(‘;}an uga."[ ed with a ,reportm(z_mhggﬁh&thgl@@ﬁ%i o Tnethy produci ng a

iphenox; S . 3
gi gnal’, the antibody being (bgiophénghacenamide and Citrat8@f NSt | gG antibody; and .
i 4 . A solution of (3 - triffuoromethylphenoxy) (4 - chlorophenyljacetyl chloride (9.8 g.,
' 1 . 35 0.028 mole) in 25-ml. of ether is added dropwise over a 30-minute period to a solution 35
Sy S of 2-diethylaminoethylamine (3.5 g-» 0.029 mole) in 75 ml. of ether at 5°C, After being
i stitred for an additional 30 minutes at 5°C., the reaction is stirred for 16 hours at .
' room temperature. Aqueous sodium bicarbonate is added to the reaction mixture and .
_ . the ethereal layer is removed. The aqueous layer is extracted twice with 100-ml. por- 40
: 40 tions of ether and the ethereal extracts are combined, washed by extraction with water, 40
i T ~ dried over anhydrous sodium sulfate and evaporated under reduced pressure. The resi-
due, a viscous oil, is identified at N - (2 - diethylaminoethyl) (3 - triffluoromethylphen-
0xy) (4 - chlorophenyl)acetamide. , : ' :
The citrate salt of the product is prepared by adding an ethanol solution of a 45
45 molecular equivalent quantity of citric acid to an ethereal solution of the N - (2 - di- 45
ethylaminoethyl) (3 - trifluoromethylphenoxy) (4 - chlorophenyl)acetamide. A crystal-
line salt is obtained which, upon purification by recrystallization from water, yields
crystalline N - (2 - diethylaminoethyl) (3 - triftuoromethylphenoxy) (4 - chlorophenyl)-
acetamide, citrate salt in the form of the monohydrate, m.p. 87.5——89.5°C.

[P WIRI.T TUPEY o

50 Analysis for Cleg_‘CngNzOg'CeHsof'Hgo . 50 50
i Calculated : C, 50.75; H, 5.36; N, 4.38; . .
: Found G, 50.97; H, 5.04; N, 4.40.
: ' ExampLE 12 : . )
i N-(2-Chloroethyl) (3-Trifluoromethylphenoxy) 55
55 ' (4~chlorophenyl)acetamide 55
i _ A solution of sodium hydroxide (3-2 g, 0.08 mole) in 20 ml. of water s added
: ' over a 30-minute period to a well-stirred mixture of dioxane (100 ml), (3 - trifluore-
methylphenoxy) (4 - chlorophenyl)acetyl chioride (13.96 g., 0.04 mole) and 2 - chloro-
! ethylamine hydrochloride (4.64 g 0.04 mole) at 10°C. The mixture is stirred for four | 60
60 hours at room -temperature and is then added to 600 ml of water. The athereal 60

. layer is removed and the aqueous solution is extracted four times with 125 ml. of ether.




(c) when the reporter nolecule is an enzyne, a third

conpartnment containing a substrate for said enzyne. The kit may
al so contain additional conpartnents such as 5 to receive suitable
mucous material and/or for one or nore diluents and/or buffegs,
The kit imay al so be . packaged for sale.in a suitable form (Z§>
The conbination.of the ca. 265 kDa and ca. 340 kDa 10 antigens | he

absence lof th; ca. 440 kDa antigen from820 H pylori is useful i
-praéctisitng the nmethod - of the first ggnpri of . the invention ang Ln

_“t‘ﬁé"gr/ep arati on THe cktiefeal ekﬂmcts are then cﬁmmﬁerddaam@hw viakhed be esaabnditaspect of the

i nventian. . an?dﬂktﬂ 81 Vt:@(gzg V@?}}ﬁ’gg 3%8@9‘@@ Emsmg%}é CleF}[_?}b‘h’ftfPﬂ?ﬁ\!‘;&her efore,
15 there is i K 1 TR (3 trfao,CONPr i si ng
g H pylori-deri ve-%agfEl EThad fl 9&3&1 Flfﬁ;g&iioc toroeH ‘);ﬂ) S%80 K Dag and
vl bei ig substantial | y‘mﬁlyﬁ&om”ﬂ;ml-,FaNO H. pyI ori-derived conponent of about
440 kDa.i 20 . Sucl@alc-daned antG géns; prlépiiﬁoatldﬁﬁé’an be prepared, as
Hi .
ra Previously indicated, W df ; ez )?F’ng Hn3-8%¢ r Rt 3-Y¢ H pylori cells
for to renove the ca. 440 kDa anti gen. ExampraC@ording to a fourth aspect of
id t hel® nventiion, ther ef ov-@;Hydroxyethyl) kEeTEfllopmphAptieatas) (@-cHboghey- for the 10

re-
m-
-
ns
xd.
n_

ed
P

pr epar atél on of an 25 aceamdegemNﬁﬂ vm@tﬁy@rﬂ-&yﬂmﬂwbh@ma'bove t he

process . ' r}P.Ji‘I RO Er%;?e ’l ) ;%}1 a]ceta_m E!»-cl(aoo HenyDacetamid cell's. '
The extriact whic IAsso kfg'hg éﬁlﬂﬁ Siohdio [3 grlo( lcnyl;agetylyc%m-l@ : E@Sbl y a ca.
67 KPa ti0 qs. 444 mm&e)aﬁns @Dof ether is added)toalsmbhef ndidnA@ (£%4. L0070 15

chr omat agr aphy - ofolg nt:$Qm1b OBdioxane dt-llﬁ%ly ber & 3@ minpe@eriod. The reaction(hikiere i r eferred

eature ol eao B e o e b Yo
aspects ai mut at i ST kré combined, washed by extraction with ﬁﬂxm g %fpl es

n-)-‘

"D
% .

i11@8trate2ohe iimeultateand &b ora6hd under reducedftbssurd. Mhé Ni- T(23 I5aRRRthyl) (3 - tri- 20

_EXAMPLE {1 5 ﬂubmmtﬂwlbﬂm@xsérﬁ)l— @hlowwemﬂ)MBmlds @hms olzttinedof inthe foph of hn i S

n-

prepared;

subj

apat | on ried.
West ern pl ot ang“%lfslrhghg A\?@’EI f}?i‘rﬁ' %’éf,) (ECﬁm%l% } %% kDa

protel ns{ aps reswmﬂaaexmﬁplenslsldihsada@m 1oo ml. ofb:ﬂa%w 306G 4159@1&) ficiky Of
"t he 28ss of t heof pyrédineris adigl. The so;lumv:eistcocdnd ta S%meacplymlbndnse ohkyoshow
reacti vi

—‘C

ty in try ) in 25 ml of¢sher é‘g mnriagen Ci‘,@rﬁ!’a?ﬁfﬁhu ng 440 -
o 1 o el SRR B
S

which it appear Sinhydrol€so8iai Stifate\Vedd then l\ﬁporated E@Rafuak | peisufe!

pyl &Pi - akﬂ i gen residue (12@epi mipf 18e88°C.) Shnnicbmingl then isnedryschiliagl frordmitary!
‘Exchange C@H‘P‘E g’a@g‘%&ﬁ acetoxyethyl) (3)- triffygromgshpighepgxy){4 - gRjerenhenyBr e
~harvested from caﬁoq\q; éorC,.,H,,ClFsNO agar plates in PBS..The bacteria are

’)

1d
r-

't,

i-

1_

a
i-
1-
is

)_.

grown asj te® 20 - Calulfi@pal & 8468 t umesiz;a ml;}l_v,7§tra| n desi ghat ed 35 '
"Tr ??g - - afigmdn NCTE,s35108 n HI;L&J?JF N, 333. ii) -The.-bacteria. are

d tnree tines in PBS by Eﬁ centr|fugat|onfor 5 m nutes at
10 000xgi - 11 NS ggx ShLA % g edd-Draip of ‘PBS and 25
CFUs™ ar et esti mat ed byNXé idélﬁhd (zgéﬁﬁﬁ,nm gthylg'f,%wxygb at 405nm
V) 40The' $spension is subj eCted:hlotophen)B)aceca 40

By substituting 3~ammopropanol for the ethano amme of Example 13, Step A, and
following the procedure described in Steps A and B of that example, the products N -
(3 - hydroxypropyl) (3 - - trifluoromethylphenoxy) (4 - chlorophenyl)acetamide and N -
5 (3 - gcetoxypropyl) (3 - trifluoromethylphenoxy) (4 - chlorophenyl)acetamide are ob-
: taine
45 EXAMPLE 15 -
(3-Trifluoromethylphenoxy) (4-ch10rophenyl)acetylurea
A solution of (3 - trlﬂuoromethylphenoxy) (4 - chlorophenyl)acetyl chloride (12.69
g 0.036 mole) in 20 ml. of benzene i is added over a 15-minute period to a refluxing
solution of urea (247 g., 0.042 mole) in benzene (20 ml) containing 2 drops of con-
. 50 50 centrated sulfuric acid. Refluxing is continued for 3.5 hours and then the solvent is re~ - 50
: : moved by’ concentration under vacuum, The residue (13.5 g., m.p. 123—135°C.) is re-
crystallized from isopropyl alcohol to yield (3 - mﬂuoromethylphenoxy) (4 - chloro- -
phenylacetylurea, m.p. 146—148°C,
: Analysis for C"H,-,CIF N.O;:

45

b 55 : Calculated:  C,'SL55; H, 325 N, 752; - 55
5 L . . Found : C, 51.81; H, 341; N, 748, :
' EXAMPLE 16 |
_ N-Ethoxycarbony! (3-Trifluoromethylphenoxy)
60 ‘(4-chlorophenyDacetamide

60 : , A mixture of ur\,thane (3.57 g, 004 mole) and (3 - tnﬁuoromcthylphenoxy) (4 -




soni cation (30 seconds at 6p, followed by 60 seconds rest which

constitutes one cycle). 30 V) Soni cat ed organi sms are centrifuged for
10 m nutes at 10,000xg. vi) The supernatant is o
regovered and filtered through a - - 7 0.45pmfilter,.then a 0.22pm
filter, to renmpve any : - remaining cellular debris, )

165 - * ' wvii) Aftér filtering, a protein.estimation is perforie )
Noje: If it isl%hot possible to process 182007 soni catre g

Hr - M p — I o " P D r t
difectky, it may ;bﬂortlﬂh% &et?ﬁ%riag 13.96 g, 0. i< heated UL ETT [ Cat —Trs—P0 n
i nf!,r't he-nmet'hod unt idse@nin agiask rotected fgom hugosg})%bcg;ﬁ ilfﬁﬁf%%le ??ftf;i-‘ --Ef%ﬁftﬁiésto ue_the
met hod. Vi xy,ameemvamﬁe@e 25 Inl. &0 b&leths CMaid fdded Wi Eﬂalp&?&eii 'Y
of i protein per 508 al?dnile@cgt pirysialiine mdvaias ip t234-631°AY is collected. Recrystall@g@ve up to
40 100 "rrg of >pr ot gﬁggﬁgﬁméﬁgg? xz?ddi N rginooxygfbonj(l K3 s tnﬂlp@mmlylphendx@ (4 -soni ®at e
usbal Iy “needs. 10 Analyf;sforggﬁg@iﬁ'ﬁa:l Gn order to reduce the nunmber of -
i nj ections necessary t Comulbe®ss Cs3.suhol &1, 308] CaNg349; - and to

i ncrease the protein cditteht rati 6n53.87;t hé, 3.62; N, 3.44. al | owabl e | evel .
Copcentrating is carried out using sy CENTRISART[err] 10
‘copcentration tubes, wt hB&E}l'@ﬁTﬂﬁuo%ﬁl y@gmxy) (4-chloro lf:rPH;cf ot(re5 20 m ngt :ars] :
ea’}:h, at 4ferr]C.  Tlie- Sofiomtlylptnoxy) (4 - chloropbenﬁéféﬁ@i i&y(z&g@.,&@is FAbie .
orfler to give 2 t deg:higlé%gmoride (40 ml) are chaggbd infvj 2PolmdobbSom fask equippéd with Af t €r

cancentrati o, t'hggﬁ;

- - A . 00 -

500 pl injecti 0n$coh014\l7rxﬁl§ fUldedandethe resul ing mixtur 15\?5??3&%[&&%@”{;_ ﬂ@étal_o[]. atd

ali paranmeters ar @re then is cooled to roofnQEY ﬁﬁtaandthe solutioft whshéd Vi %%?m_ s%ﬂ'%a I on

has been run thro’i?f?lfb 4ipanTNG @th 100 ml. of water. The adiilti fRgaak Ry&NEH ghielior a

urease peak 2 A “@fﬁ ;“g'aﬁ“l‘i@%i vapored) tf anogih Theresnltng 91 is dsdlvedr e

' in 7 of absolute "etha t -

plptted 25 °'  Gesaoriinn 6 OLEA TGN S R L (oo

bell ow). The requi9edCiractions are then gool 8d\ and t ’t' a 9‘Dro_t eljnfo
iti matio ( alysis fphCsH,BiFd.ei n = - concentration is use

- S%t'lem Ingnt ge_LL(r)rtr)renra‘tho leulated: @g: 62785 nga 38ede@l 8430 concentrate the

pool  to 3 a0 oxi matRI89% m ™ 3%%e pFlepdfation is concentrated

us ng CENI SART concentration tubes. Examrerg 1§ PLC Antiaenic Fractions 5

i} Sonicate is gtgaa t her Benaylili(3-@dfllpyonfethgibhepox@) @ichlofoplithilydcetate

17 orfed-datt lzjgao (mm@gglesyqlem)ze ASH Cginite ok um.
. ) : . - '.- Uor ]. " (s} p n acetic aci g.’ t al ni ng
i) The coBoIM ok dichiatitne Ok 1 BER | ) E’ 100 8 039 .
70.;02% w/' v sodi um akaphdiet room tt‘;m;:»eratul‘e!.1 r ﬂfioxps?lsﬁe ﬁ-ﬁ(% -l%t%g%)e Q .f%gfo g'lt 0 t_i?e
cdlum and 5 temperat@e rthenf naiset to oefisx (83°CH @A the mixture is cdold ami ity leh ONS "are

¢dllected and a yPgastheruen inisseedy 0 hours. The crystalling rierial vihite resuigase peak .
e el R L ST Sy i e
afon of -

e salt, m.p. 2042 iquor

_ . lcohol and 400 ml. ¢ meehy] dephol dorefiuxt anid nich wikedtahd cioled &GS peak
ofl ‘bondi ng. Th %ﬁﬂ ; ¢ ; G 9
? y_overnight, After ¢ n t ashin O0Qyfnl. thybr
~ but. 40 @RbHoE moﬂﬂdu lgs é‘ir—ﬁ %Rat Q&“@l ggg}&ﬁm w%gﬁrz?%gz(g:n mig.héfllec.) 40
. : 213—215°C,; [a]p — 30.2° (c=0.5 in methyl alcohol). Recrystallization of 58 g. from
i 1800 ml. of ethyl alcohol yields 43.1 g. of pure d - (3 - trifluoromethylphenoxy) (4 -

g ) _ . chlorophenyl)acetic acid cinchonidine salt, m.p. (dec.) 216—~217°C,, [a]p — 29.8Y (c=
R _ . 0.5 in methy! alcohol). :

¥ - 45 Step B: d-(3-Trifluoromethylphenoxy) (4-chlorophenyl)acetic Acid 45
! The d - (3 - trifluoromethylphenoxy) (4 - chlorophenyl)acetic acid, cinchonidine
i _ salt (7.1 g.) of Step A is added to a mixture of 200 mi, of ether, 200 ml. of water and

4 ml. of concentrated sulfuric acid. The layers are separated and the cthereal solution
.' - is washed three times with 200 ml of water. After drying, the ethereal solution is
; 50 evaporated and the oil is crystallized from 25 ml. of methylcyclohexane to yield 2.95 g, 50
i : of & - (3 - trifluoromethylphenoxy) (4 - chlorophenylacetic acid, m.,p. 98—100.5°C,,
A : [eln!+ 95.3° (¢=0.5 in methyl alcohol). :

: Step C: I-(3-Trifluoromethylphenoxy) (4-chlorophenylacetic Acid Cinchonidine Salt
The mother liquor from the crude d - (3 - trifluoromethylphenoxy) (4 - chloro-
. 55 phenyl)accnc acid, cinchonidine salt isolated in Step A is heated to effect complete 55
solution and then cooled ambiently. The small amount of solid which is present at 30°C.,
15 removed by filtration, the clear filtrate is stirred at room temperature overnight and
the crystalline precipitate thus obtained is collected by filtration and washed with 200
ml. of 1sopropyl alcohol to yield 58.8 g. of J - (3 - trifluoromethylphenoxy) (4 - chloro- s
" 60 phenyDacetic acid cinchonidine salt, m.p. (dec.) 200—201°C,, [a]p —94.7° (c=05 60

}gcg‘%zno-_w my .

jl_ _mfnixglr 'abéa@@)qﬁe up gor 0.5 hour and cooled, lfisNERcdgs afol urm i n
x%ttxs ﬁemove vacuum distillati -

SIRCH obtaingd s in 5| @Ot' '
THe " rSe¢psliCraad] Df of estek fof the = (3 - trifl omem%‘gf:;Fj }3- :
i § taken to perfdf rrrfelwmriyl)@etré,&a@ﬁ). The crude cinchonidi® adltyi§ d&ribdOwi mE QRS Stency
: e _

.sl
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__kit for25 hi

proteins with nol ecul ar wei ghts between 440 kDa and 15 67 kDa.

vi) The renmainder is stored at -20[err]C and | ater pool ed . wth
other, simlar preparations to form batches. ~ Freeze-dryi ng 20
Antigen from the above batches is freeze dried in an FSE Freeze 1
Driericonprising: -, : (a) a Leybold (USA) TRIVAC[ err] punp deI
No D4A; 25 (b) a General Electric (USA) 240 volt AC notl :
10c) é VIRTI S[err] vacuum chanber (IMB2.@0/s Co. In;;f., New — llt- hk, 3
“USA) ; .anfd — 30, ay._ a refr }%Et En AP E%E QlgLERed Nt o the P
cabi net of the 3P ggi FobR G R Hetla AR | T,
frozen at an angleinthinidine salt, ma. {de€)1200i5a4701.82C., 5@]J1H- 95.9€ (i=0EMNin) mthyl O i.nCr ease
surf age alcohol). : - 18 area, was

PLdoed WD R BRGNS B0 Wit kS oper 2t ed. | The

tenpetature of Pure)rSt @M il th§pRenoxy) (4 - ¢ hyl a'éé;t‘ifc 2@ cinchohifhé | C. The
v'acuu%n of the S‘sMS(SGUHTg.j ﬂggMSép‘\IAB.ﬁ cc:éz\’g}:edzly k ganatzhe&gm ﬂ%ﬁ&fd&g%@@m ox: mat eI]}/
0. 001 ;at nosphersep) B & the corfedpending rpsidy vl pree Hef3engduaom dnpy) - & - vol une o
fr o__zeé. 5P |°E§3 Rt 840 At BacP-ated 08, [Hec®, €8Sdromlof
va}%u inl? he & er. The sanple was freeze-dried to C;‘:::_orrp! eté
dryness, which $:90K: InzB1-(30Tifforometiphenoxy) NalhivBoeRydsteiat - PAGE usi ng

thlr' méci a's PHAS?%YSI Elr{/?riﬂuoromemplie ms(4f + chioréphenyddvaiceacitir(80tg., g9 bef ore and
after i

rapi disilver stad SaptGatediinddr Shdu@iSollowed by the additibn of =h €20 i) bhddSendyBr €
PHASTEGEL nat i velcbhef {42ml 5 tThe pexttre thus obtained is refluseipfar 45 eniquregtthe tixnire) t hei r

native state. i cooled tg ropm t BRel. ity epudiledy ol thy migiueenks vasheb. Thi s
04 A :,z"ﬁat:a.hi??%’mbn;’z g@@%ﬁ%& i sa:aa;"f?}&q%mhs 200
vip'%ﬁte Qitiep

m grati-on di St gikeed & achubnSto AR bi€ AtE &l is dissolved in absolute \Ghhrkd t for F.he
il ar wei gh20 mbreyé céoBd kéda- 208C. TR crystalline product thuk Bistaifiedris fjteiwitar . pr ot ei ns.

/5 o i L ef abso ingd gt - — 30°C.) and dried wag| | br ati on
hr ker s “Sﬁ: vf’e‘v@%ﬁ;mgﬁ?% aﬁgﬁ%ﬁ 7 %.'?7'36.3' ;Es)goo'é glaféng,é‘sﬁ Fﬁ(}ﬁﬁ’mﬂ’é’; ! 1 i al

. fNo. 17- 1{'}55%;1 _icohogr‘ orop _ MG fdp?{i_fi'sed A K&r Was: dissol vad in
100 plf distilled wat er . Eszeeen®tituted marker was diluted 1/10

f or ' “si | verBeagyhi-63- omggbylpheroxy)| (4-gklprRrbenyhieestatenin i n

LA o d< (3 - uarome . qrephenyhacetic aeid (3 018-MBBROSE 6 -
dupli¢atesp30 4 Lqu?th'? i ‘%‘;"’% ey Wb%?t k Squt Y B
FP%&' 2%5)): [QbHde ér}f? eé?ﬁ!:t R :E aﬁ)i"ii) dali:hutﬁl% gﬁéfs &-et%liloggle ch‘iloridz/) I '
Separ &ti on conendvedobySevapos@itpbres steaiclia¢h unfidtvaculk Begzene (20 ml.) is added @@t i M sed

nol ec

i)

- ' i JViSTYEMum distillation, and t@Sthe amiztitiedsadled hni que
mai[ hO(EI of ngt R M% un Gpﬁgﬁm (4 mlL). The mixtu;'e then isérfﬂuxed for 45 min- q
Fi 32 I?\IO ig " utes,"the mixwire'is cooled to room temperature and diethyl ether (80 ml) is added. = 35

The solution is then washed twice with 300 ml. of saturated sodium bicarbonate and
twice with 300 ml. of water. The ethereal solution is dried over anhydrous magnesium
1 . sulfate, the drying agent is filtered off and the solution is evaporated to an oil, Fhe
: resulting oil is dissolved in absolute ethanol (20 ml.) and cooled to.-— 20°C. The pro- ,
40 40 duct thus obtained is filtered off at-— 20°C. and washed with 1 ml. of absolute ethanol . 40
(maintained at a temperature of —30°C.) and dried under vacuum at 30°C. to a con- '
: stant weight to yield 2.1 g. (33%) of benzyl d - (3 - trifiuoromethylphenoxy) (4 -
' chlorophenyl)acetate, m.p., 46—47.5°C., [a]ly~42.3° (¢=0.5 in methyl alcohol).
: ExamrLE 20 : _ :
45 . Acetamidoethyl I-(3-Trifluoromethylphenoxy) . : : 45
‘ (4-chlorophenylacetate : '
Step A: d-(3-Trifluoromethylphenoxy) (4-chlorophenyl)acetic Acid, Cinchonidine Salt
- dl - (3 - Triftuoromethylphenoxy) (4 - chlorophenyl)acetic acid (100 g., 0.303 mole)
and- cinchonidine alkaloid (89.3 g., 0.303 mole) are added to 2000 ml. of isopropyl :
: 50 aicohol at room temperature. Crystallization of the salt begins in a few minutes. The = 50
50 & - . temperature is then raised to reflux (83°C)) and the mixture is cooled ambiently to
55°C. whereupon it is aged for two hours. The crystalline material which results is
collected, washed with 200 ml. of hot isopropyl alcohol and dried to yield 110 g. of
crude cinchonidine salt, m.p. 204—206°C. (The mother liquor thus obtained is used
55 in Steps C and D of this example for the preparation of / - (3 - trifluoromethylphenoxy) - 55
. " (4 - chlorophenyl)acetic acid). The crude cinchonidine salt is sturried with 2000 ml. of
55 ! + cthyl alcohol and 400 ml. of methyl alcohol at reflux and then stirred and cooled am-
biently overnight. After collection by filtration and washing with 200 ml. of ethyl
{ alcohol, the product is air-dried at 60°C. to a constant weight of 69.2 g m.p. (dec.)
; 60 213—214°C,, [a]p —30.2° (¢=0.5 in methy] alcohol). Recrystallization of 58 g 60
from 1800 ml. of ethyl alcohol yields 43.1 g. of pure d - (3 - trifluoromethylphenoxy)

45

- 60
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19 the run was 120 volt. hours. vi) Devel opnent

, i d from
. i i d fol l owi ng the netho
conditions: gel is silver staine | t Technique File No. 210
PHASTSYSTEM Devel opnen Lo .
;r?g’!g F_Vgrf gfg} ning 5 Met hod Optimised for Native-PAGE").

. . . - .. . . t
viij . The gol ecul ar weight deterrination is obtained using' ant i gdg=
hi gh nol ecul ar 12ei ght ‘markers that are 1480 by dotermined by plottingitrs

on ! hel %SLi ar >3 gﬁf chlogophicayDacetic acid;ejachopidinetshs R, (decy] 216—217°C,, [a]y — G¥DAT | SON
ogi nol &g we
te

. =0.5 11 methyl alcoho . ; i t he above .

of #Anti‘aens befor B d@ng- ﬂu(j?rr%)ﬁgl ﬁc%xw (Qghlorophf Ustgﬂ;%r o t%i ned. Val ues :

nat i ve-PAGE et hodo Thpyd - Bheidubo Ighehoxy) (4 - chlofo tfyfl t c1dectl,'_m%@ mﬁ t
o s? mean¥-1p8-10f Step AliSadded torinsiktsre GHEO0 Sl 0200 &Y. ofl W a‘% : tﬁe

ar g* g;;’-gg ? he . nunﬁf oneentrated Sulf“fi':ﬁidefrh? iaidrs enssefiaaaet! and uheCethreeaN B iod [sOM

i nd;

ed imes wi 1. of i th tigheis eopoed (4) 20
gel | eeed te times wih 50 o 2 B e otheans o o LAy & {
Ant { gen 2 338- lﬁiglébr&ne(hﬂ*l})henoxii (4L Rlordp e@r?tafegce ?.]cxd4m.p. 98—1083 5 2kelg (3)
248 018. 1 ( 4}) +953° @&0(52:) methy] alcohol). 3 70.0 (1) 2B

: ' i 70. 00 . e
162} g $ 1%:har act erf‘%‘%é:ﬁ Sﬁf&%#%%&%éﬁmxﬁ (4-chlzz§qp}1eq§;1)§:@i|c épia}\g?ﬁ:)chmid'me Gt‘l)glg umars] ses :
i ner e 1 T crude - ul i.n, Cy
E;; be estimated fhemybucetic acid cinchonidi Qﬂ(i‘afggd in §ﬁ§$ﬁ%?ﬁ;§;ﬁ§ﬂem 30
fertitin solution andt thénaeeled kualsiéndty. cTick SR lABEE 36 Solid Wlich! ent at’ t he
rery : 15bI Oti{Pﬁ is %@Cf?' iotyethe dipk Girpd it girfle kedbm temperature over- .| 15.
oo ot et of S B UG R s b i i 71
: i 20 ohgl “to Vie,
25 e vancs o L o8 B et o
. i dpet tl (33, evryst rom isopropyl 'alcoho R
wei ght b 2ngr82?/:/\lhnl:] ﬁb%iv %}gfé%g B cvﬁ)‘:xre 1-(3 - triﬂuoron?ﬂhﬁﬂ_&ﬁc&w @N BidRpRhyatetlc di Ln mt Sh
of freez nce of aicolly, e on el (e hBIOSTRORICarliadiht- 96 4D (0. 4 CndtiyR) ursp
mﬁcﬁr?:e « .)'r eactive with fal se positive sera. The absegg?v\gen
Ny t finéromathylphenoeh) S1CchiorSbRaiaQRe Aci | o
t he 4.40 kD]?‘ band § @I? ﬁggf’gﬁ%rﬁom ﬂggwé%wh(z@chlo%z;hen;l)a%gﬁi@ aci@fcinaﬁﬁidi_l}cof ) t:hIhS :
posjtive, 9% se Q&hsgp %‘? fro teg is converted i epaeptiglly teFtmomannér A dpse@le@lid | N 't he .
purj fication proe@Udgrd: mk Sord n%$-%$1g<[% pqggg 9 tiflupx methyiphenog) 4k Da 2md a
o Bk A T (13 e

PRy ——

nolecul ar wei ght. chissapi@enyl)acetic aci
e i . about
protein. Mbgl@l)ml ecgl ?r nwel_ggt alt isve sera. 15 _ EXAMPLE 2
redctive to pos :\/%%S A %@#ﬂ %&2}-{ gffup gthylphenoxy)-(4-chlorophenyljacetate
ENZYME- LI NK§gD | ugb yip. enoxygsa - chlorophenyljacetic acid (1145 g., 0.0346
; mole) and thionyl chioride (23 ml.) are placed in a flask equipped with a reflux con- 30
I : denser and the mixture heated at reflux for 20 minutes. Excess of thionyl chioride is
removed by vacuum distillation on a steam bath and benzene (30 ml.) is added and
: evaporated under vacuum. The crude 7 . G- triﬂuoromethylphenoxy) (4 - chloro-
35 phenyl)acetic acid chloride thus obtained is dissolved in ether (40 ml.) and to the result-
- 'ing solution is added 2-acetamidoethanol (5.3 8., 0.0522 mole; maintained at a tempera- 35
ture of less than 5°C.) in dimethylformamide (150 ml.) and pyridine (4.6 ml). The

oil, the oil is dissolved in isopropyl alcoho] (10 ml) and then refrigerated at - 20°
C. for 72 hours. The resulting slurry then is filtered at .— 20°C. and the resulting solid

45 - washed with isopropyl alcohol (10 ml.; maintained at '—30°C.). The product thus :
obtained is dried for 36 hours at room temperature to constant weight to yield 3.3 g. 45
(22.9%,) of 2 - acetamidoethyl 7 - (3 - trifluoromethylphenoxy) “ - chlorophenyl)ace-
tate, m.p. 77—-79°C,, [a]p?® —54.8° (c=0.5 in methyl alcohol). '

: : : EXAMPLE 21 : : :
50 Acetamidoethyl d—(3-Triﬂuoromethylphenoxy) 50
_ _ (4-chlorophenyl)acetate :

d-(3- Trifluoromethylphenoxy) (4 - chlorophenyl)acetic acid (7.5 g., 0.0227 mole)
and thionyl chloride (15 ml.) are placed in a flask equipped with a reflux condenser and
heated at reflux for 20 minutes, Excess of thiony] chloride is removed by vacuum distil-

55 lation on a steam cone and then benzene (20 ml.) is added and evaporated under vac-

. uum. The crude d - (3 - triﬂuoromethylphcnoxy) (4 - chlorophenylacetic acid chloride

thus obtained is dissolved in 25 ml, of ether and the resulting solution is added to a

solution of 2 - acetamidoethano} (3.52 g, 0.0341 mole; maintained-at a temperature

~ below 5°C.) and pyridine (3.1'ml). The solution. is then allowed to warm to room

- 60 temperature and stirred for approximately 16 hours. Water (300 mL) and ether (100 60

55
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Coating of ELISA plates with antigen 20
pl ates are used (Pol ysorb,
Freeze dried antigen preparation from Exanple

Ir&cubat ed pI
ed Skl m mSIOIQu

Phposphat e buieredusaat l‘dﬁﬁt

D% W V)

J‘Tﬁn I gG .di I

; sal iva Wlthout

i)
Denmar k) .

Pol ystyrene ELI SA
ii)
1is optimally

Nunc,

(highest dilution giving . ‘maxi mum sensitivity for
y positive saliva 25 W t hout increasing reactivity of _
y negatlve : saliva) in coating buffer (see 2(iii) beI%ﬂL;
aliquot of 100 pl of diluted antigen is added to

wel 118 of an ELI SA pl ate .and 1%2007 pl

_ - of coating bHf f@
$reA98890d Re stHusion is stmed )‘I u?fayer Y&heh Sxtracted twice with v
!é]gf?él etheV &l h real e®fracts obited, washed three timestv@tip@0at ur e.

mhll ef watteand Nipdni datéd of aghydpuotmagnésium sulfate. The dried @dgrealof 5%
me ¢v n.g er vacuum to an oil and the oxl is dxssolved in isopropyl 5

8,:% :@ ?Jué wlﬁgaégas ,:ﬁﬁf lx ure 1s

%&2 nd
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In a manner s1m lar to )ha 1LJdaiL Ex I«I ? Ma‘ﬁbﬁ? s aC' d,
acEt RS HHTTB i;w; DI x§
i Nof khik ln'&'d’nﬁoroﬁ'laydﬁl cmfalni'd% d‘ h\t@.bﬁﬁubatd;nug mecbpropnate 4- halophenyt—o pH
4c¢tpx)nm@d§tl)| amg albmpfoemate ﬂcomz r
pt harl8] , 1V IY, a;llcll ofo tg;vmg Sg%at er

nhi:
haro, i
e e e
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ates are |ncubat ed for up to 90 m nutes at anbi ent
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buffer wells. 5 V) Plates are incubated for up to 90 m nutes at
anbi ent tenperature. vi) Plates are washed 5 tines by imersion
i n PBST. vii) An aliquot of 100 pl of horseradi sh peroxi dase
substrate (Product T-2885, Sigma, USA) in substrate 10 - buffer is
aded to antigen and .buffer wells.. Coviii) - Plates are
1Cubat &d for up*to 30 minutes at -anbi ent tenperature.
|;x) 100 pl ¥f 1M H2SO4 is added to am8%02n and : buffer1 _
15 -3 X) For "éach serum or saliva sanple, the apsorbence ' -
(A of~the buffer well is subtracted-i- the A of . the antigen
wel | and the resultant Ais converted to _ : ELISA units using a

st andard curve "to-nsﬂ-uftcu fr-om dotbt--rg—dituttensof a
st andard antiboly B8sitfve 20 Lerun. : %ii) |A survey of
1P0 saliva fron patz'hentr V\b&béﬁd_CHa__N(CH been denondtraged Qy biopsy to

© e e ————

‘infected (or{ not I nf'ect’'ed used to detierm ne tthe nunber .

ELI SA 23 un ts-c%Heéﬁhﬁﬂi(ﬂglshd‘lylderhon. 5 < EXAMVPLE 3
NOBLOTTI NG ASS !

. \ _ ) n of Helicdbacter pylori-
ti gen 30 The r'ocedureoﬁ;%“r—? pr*e%@ fon of H pyl'o%‘f antigen -
pr. the i mmunob| ot tasng assa-yod:n,—i-(cte,nm}m(mto that in cExarpl e 1.

28 , 2 Conégtin of t&&nenbrane W th antlagen i) :
Ni trocellul ose he anej i s NHCO meRbr afles can al o

bg used. 2y Af..L@éHbL(ﬁiucjg_q{mcg_L@g menbr arfe i gy sogked for 5
55mnutes in anjoptimal| dilution of antigen (h| ghest dilution-

of antigen givipng mBxi num ;@Tt—pﬁﬁ-yﬂme _ gnt i Body Jposi tive

- sanpl es wi t hout| producihg posikiy ve reactiong in anti{body _
negative sanpl ep). Pii) The nenbrane is then incubat ed for 30

inutes 10 - 29i n p% (-JM)@H;—-M@GH,J—INW,HIBS iv) The-
,rrbrane i's washed tw ce for é% (gﬁlte 0. 05‘V%(W/V
ppl yoxyet hyl ene| sor’Bi t ah MOT O RT - (THST): For{ long term

orage (up to {18 menths) thecH,- _o_?_cpmbrane I's tHen ered and stored
at 4[err]Cwithfa 15 esi ccant. V) The ngnbrane is 3o

rsed for up|to3 nihut esNHrCH,—~CH,—COOH undiluted tdst daliva in a test
bottle or- under th %—dioreﬁe—N$CHﬁ)ﬁ Hr%'dxochlmdw) The.c{rerrtrane 1s

ashed for 30 _s=conas under tap wat ¢
T _Ee nmenbr ane 1S34 ir rs-e‘ﬂH—CHa—CHaJ-GHHN(@zHE), citrate . a

posphatase con ugated-antl 1y . - diluted (to
en ar‘l‘{i G'C‘LI &I&l posi tive and antfi body -

abl.e di stinct]on Bet
nggati ve saliva) insPBITM f_emcﬁ,s.cng_NHco_mz.Lmﬁ mnutgs. ¥ _
hed for 30 seconds under - - runrfing tap

viii)The menbrane i s wa
vvater : 3%) The meWBEAREHi s i nmersed for 5 midute®in

' bstrate(O 3rrg nitroblue tetrazolium 0 15rrgS 30 T _
b onp- 4-chl oro- 3-i ndolyl phosphate in 0 1M ' NaRCGB,
jomM Myd 2 Ijog'm products of the i mventxoxx Peaduinisteyed i s wide W:eg l{ﬁm@geug oduce a -

sag icles as, ik :
{ATEUVG ' ;‘{glgq let as %Qﬂ}xﬁg" g%ﬁf m? sage of Or ane :
wher eas antibo iddVeRer SRR 4, ﬂpa Ablk,6h thel¥e capsules or scor&pl oursof .
the menbr ane i nauldtsecoamhmge,ruor mglznrso 100, 150, 250 and 500 milligrams, i.e., from 5 to
about 500 milligrams, of the active mgredxent for the symptomatic ad)ustment of the
dosage to the patient to-be treated. These dosages are well below the toxic or lethal dose
of the products, :
10 A suitable unit dosage form of the products of this invention can be prepared by 10 25
mixing 50 mg. of an ester or amide of (3 - trifluoromethylphenoxy) (4-halophenyl)acetic o
: : acid or a suitable acid-addition salt thereof, with 144 mg. of lactose and 6 mg. of mag-.
3 nesium stearate and placing the 200 mg. mixture into a No. 3 gelatin capsule, Similarly,
by using more of the active ingredient and less lactose, other dosage forms can be put :
15 up in No. 3 gelatin capsules and, should it be necessary to mix more than 200 mg. of 15
.ingredients together, larger capsules may be used. Compressed tablets, pills or other
desired unit dosages can be prepared to incorporate the compounds of this invention by
conventional methods and, if desired, can be made up as elixirs or as m)ectable solu-
) tions by methods well known to pharmacxsts
; 20 It is also within the scope of this invention to combine two or more of the com- 20
' pounds of this invention in a unit dosage form or to combine one or more of the com- _
pounds with other known hypocholesterolemics and hypolipemics or with other desired , " 30
therapeutic and /or nutritive agents in dosage unit form. .
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EXAMPLE 4 Patients referred to the Gastroenterol ogy
it , Royal North Shore Hospital, NSW for investigation of 5
jast r o-i ntesti hal synpt ons wer e st udi ed.
ogical culture, mcroscopy for the detection of H pylori o
bsts, 18&nd hi stol ogy of. gastric 1,182,007 bj opsi es and ELI SAs were 15 _
| on all pa’i‘l‘le%lgloﬁvinm%nﬁ:le is includddQS FlubthaBe thIJ_-Prepatation pqufefaﬁieﬂttaﬁ@n of
ant i bodidedge Worinh b opsy tests for . pylori The
shi p bet ween gastric biopsy histol ogy and . saliva ELISA -
together with other tests for £ 3% pylori infection are shown
| | owi NG t abh.fileq Capsules ConditfdtBokike. FPARRS YRGS e be more
and specific than the Biopsy tests I n detecting Hpylori
and i s beconing generally accepted as the 20 Pet' gGdpsple st andar d
tion of AN AV oL AL u%pg%ﬂethwhm?%)lne Fesurts rn thrs table show
salivary asag}momphenynﬁy& em perror equal Iy as weky p@gs serum
i nflammation or chronic inflammation is present, all
rently avail abl e, including urease, culture and 25 hi st ol ogy,
el atively |ly. However, patients with alt4®
ion are i ndiggahfdsdmdravi ng H. pylori infectigoggnore often
t he serum and salivary ELI SA than w th other—systens. The
t Heapsuieesize No- Bhe fact that the biopsy is a29a®gly random 30
Infestation. As.
en the sal Thea2EleladfNobiyd UBluSucromethylpleadxh £ (4adhRrdphdnk)acddd if e Sserum
ul §s. duced to a No. 60 powder and then lactose and magnesium stearate are passed through
a No. 60 bolting cloth onto the powder and the combined ingredients admixed for 10 5
minutes and then filled into No, 3 dry gelatin capsules.
Similar dry-filled capsules can be prepared by replacing the active ingredient of the
above example by any of the other novel compounds of this invention.
WHAT WE CLAIM IS:—
1. A compound having the formula:

10
10

o

' Q-a— W~COR

X

where’ R is a mononuclear aryl-substituted G, alkoxy, di-(C,_s alkylamino)-(C,_,
alkoxy) or a non-toxic pharmacologically acceptable acid-addition salt thereof, (C;i—,
alkanamido)-(C,., alkoxy), benzamido-(C,—; alkoxy), ureido-(C,—; alkoxy), N’-EC;-,
alkyl) - ureido - (C,—; alkoxy), carbamoyl - (C;_, alkoxy), halophenoxy - substitu-
ted (C,—; alkoxy), carbamoyl " substituted ' phenoxy, carboxy - (Ci._
alkyDamino or a non-toxic pharmacologically acceptable ammonium or amine salt
thereof, N,N-di-(C,_; alkyl)amino-(C,.; alkyl)amino or a non-toxic pharmacologically
acceptable acid-addition salt thereof, halo-substituted C,_; alkylamino, hydroxy-sub-
stituted C,; alkylamino, (C,_, alkanoyloxy)-substituted (C,—; alkylamino, ureido or
(C,; alkoxy)-carbonylamino radical and X is a halogen atom. '

A compound as claimed in claim 1, in which R is a di-(C,.; alkyDam
alkoxy) radical and X is a chlorine atom.

3. A compound having the formula:

73
O~CH~COORE

where R? is a phenyl-(C,_; alkyl), (C,—, alkanamido)-(C,_; alkyl) or benzamido~(C,s
alkyl radical and X is a halogen atom.

4. A non-toxic pharmacologically
claim 1, 2 or 3.

5. A compound as claimed in claim 3 in which R? is a phenyl(C,_; alkyl) radical
and X is a chlorine atom.

15 15

20 20

ino-(Cl_.,

25 25

acceptable salt of a compound as claimed in

30




[err] 26 Those skilled

in the art wll appreciate that the I nvention described herein is
susceptible to variations and nodifications ot her than t hose
specifically - - described. "It is to be understood that the invention 5
includestall such variations and nodifications. . The . invention also

i ncl-udestal |- of the steps, features, ' conpositions and conpounds
referredijto or indicated in this specification, individually or-
col | ectvel y, 12ind any and al |- caygg,00ati ons of any two or rmreli)f

sal SLE ps o1 LU The faf%wmg egample is includéd to illustrate the preparation of a representative
dosage form: :

EXAMPLE 38
Dry-filled Capsules Conta1mng 5o mg. of Actlve Ingredlent per Capsule
' Per Capsule

2-Acetamidoethyl (3-Trifluoromethylphenoxy) :

(4-chlorophenyl)-aoetate o 50 mg.
Lactose , . : _ _ 144 mg.
Magnesium stearate | - ' o . 6 mg.
Capsule size No. 3 | ' _ 200 mg.

The 2-acetamidoethyl (3-triffuoromethylphenoxy) -(4-chlorophenylacetate is ‘re-
5 duced 10 a No. 60 powder and then lactose and magnesium stearate are passed through
2 No, 60 bolting cloth onto the powder and the combined ingredients admtxed for 10 5
minutes and then filled into No. 3 dry gelatin capsules. '
Similar dry-filled capsules can be prepared by replacing the active ingredient of the
above example by any of the other novel compounds of this invention.

10 . WHAT WE CLAIM IS:— . :
: 1. A compound having the formula: _ ' . 10

%

O

X

where R is a mononuclear aryl-substituted C,_, alkoxy, di~(C,s alkylamino)-(C,-;
alkoxy) or a non-toxic pharmacologically acceptable acid-addition salt thereof Cie
15 alkanamido)-(C,_, alkoxy), benzamido-(C,_; alkoxy), ureido-(C,_; alkoxy), N’-(C,_s . 15
' alkyl) - ureido - (C,—, alkoxy), carbamoyl - (C;., alkoxy), halophenoxy - substitu- .
cted (C,; alkoxy), carbamoyl - substituted ~ phenoxy, carboxy - (Cis
alkyDamino or a non-toxic pharmacologically acceptable ammonium or amine salt
o thereof, N,N-di~(C,_; alkyl)amino-(C,-; alkyl)amino or 2 non-toxic pharmacologically
5 20 acceptable acid-addition salt thereof, halo-substituted C,_s alkylamino, hydroxy-sub- 20
: \ : - stituted. G, alkylamino, (C,_, alkanoyloxy)-substttuted (C,—s alkyDamino, ureido or
(C.—, alkoxy)-carbonylamino radical and X is a halogen atom. '
2. A compound as claimed in claim 1, in which Ris a dl-(Cl_,, alkyl)ammo—(Cl_;s
alkoxy) radical and X is a chlorine atom.

AW e — s Ty

ro 10 :- 5 3. A compound having the formula: . : : 25
' » T bo—cﬂ-cook?
: 15 . e :
. - ~‘where R? is a phe:nyl-(Cl_5 alkyl), (C,—, alkanamido)-(C,_ alkyl) or benzamido-(C,—;
20 ] alkyl radical and X is a halogen atom.
. . ' : 4. A non-toxic pharmacologmally acceptable salt of a compound as_ claimed in :
[ = 30 claim 1,2 or 3. 30

3. A compound as claimed in claim 3 in which R? is a phenyl(C,_, alkyl) radical
—— T PPV Y
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1. A method for detecting contenporary infection by Hel i cobact er
pylori in a mamml, the nethod conpri sing contacting a nmucous
secretion fromthe manmal with an antigen preparation fromH. pylori

for Jj “‘a time and under conditions sufficient for an |1gG . antibody in
the mlicous secretion ,specific to the ~antigen conmponent to forma
conpliex 't Rerewith and .~ then subjecting the conpl ex to.a detecting

in ; order to detgct the. conplex, wherei ny mﬁoﬁnt i gen preparati %
Cons|st_§‘.0f a H__pyl eyl-i. derivnd hnnmr.,nnn'nf 201238 . 5.291 5 kr\aﬂ__as____
det erimimed by native ql?@%ﬁéiégmga%ng as(lnlahpcdin &6 330 4hikiDR? is a$Cd ¢ bleanamide)e(Chy i
nati ve PAGE, and L SR/ popnefaies  of  an. H.. | ori -deriye
conpopent of 440 kDa,ad; ditEER ﬁe’i&:_ﬁﬂd’f Feig %RG%?‘C"_A;'-'S QQX“ZW'%&#O(T}@&&
claingd in claimngl, whersel nAtdhiddbthyl §&RifluoromdyRiBeiod) (LRl haaat. ¥
contajns a H pyl ori : dedi va8enzamidaawyli (Breifluvvbidrhylphioky) (44thiotopimylipodtatof 144- 176
kDa, &s  -deternined }y ﬁfg{fﬂ!@t;ﬁm%;ﬁkgmn@m&félocﬁpheeﬂ}awat«m, _as
det erjri ned by native- RAF. iethylamingethyl (frifluoramethylphenoxy) | (A-clpraphgayDacsamide o m

—

§

2, whgerein e NMUCORS PROFT&bd it bompBisth redding 4 compfund KaviREthb efimas. Cl ai med 4 -
in any one of clains-'1 to 3, ~ wherein tcpe antigen preparation is bound
to a solid  support: o - PR Anethod as claimed in claim |
4, whprein the solid .~ .+ support ovdtdapcel | Ul ose strip. P
6. A nethod as clained in any one of cla S5, wher ei n. ol
t he d;‘}st'ect_i on neans is a second antibody, . - conjugated with a i
reporter nolecule, and whichis ecific for at least part of :
the class of H pylori- : specific artibody found in-the
secrefion. whére X*As iTRAId3EHa @S arel Ris¥8 efindl if L1 Hich WHpSpriee dBhol
reportfer . arehnge of te fomaln HBwhereR Bras ddfinkdrio plaie Eto produce a compound
o1 " as claimed in claim 1. ) g i
' 15 13. A process as claimed in claim 12 including the step of preparing the starting 15
q e ' .~ material by reacting a compound having the formula: — . S
- | ’ | - s . X
where X is as defired in claim 12 with a helogenating agent. :
f _ : 14. A process as claimed in claim 12 or 13 in which R is a di-(C_; alkyl)amino-
40 20 (C,—; alkoxy) radical and X is a chlorine atom. i 20 -
i 15. The process that comprises reacting a compound having the formula: — ' :

a0 S )

_ where X! is halogen and X is as defined in claim 1, with an alcohol of the formula
: HOR®* where R? is as defined in claim 3 to produce a compound as claimed in claim 3.
25 16. A process as claimed in claim 15 in which R? is a phenyl-(C,_; alkyl) radical 25
and X is a chlorine atom. ' '
. 17. A process as claimed in claim 15 in which R? is a (C,_; alkanamido)-(C,_
alkyl radical and X is a chlorine atom. :
§ _ 18. A process as claimed in claim 15 in which R® is a benzamido-(C,., alkyl}
30 radical and X is a chlorine atom. .30
19. A process according to claim 17 that comprises reacting (3 - trifluoromethyl-
phenoxy) (4-chlorophenyl)acetyl chloride with 2-acetamidoethanol to produce 2-acet-
amidoethyl (3-trifluoromethylphenoxy) (4-chlorophenyl)acetate. _
20. The process that comprises reacting - (3 - trifluoromethylphenoxy) (4 -
35. .chlorophenyljacetic acid chloride with 2-acetamidoethanol to produce 2-acetamidoethyl 35
I - (trifluoromethylphenoxy) (4 - chlorophenyl)acetate, :
21. The process that comprises reacting d - (3 - trifluoromethylphenoxy) (4 -
chlorophenylacetic acid chloride with 2-acetamidoethanol to produce 2 - acetamido-
ethyl & - (3 - trifluoromethylphenoxy) (4 - chlorophenyl)acetate. .
40 22. The process that comprises reacting a compound of the formula: — 40

|
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8. A nethod as claimed in claim?7, wherein the reporter

nol ecul e is an enzyne, and the enzyne is al kaline phosphat ase.
9. A nethod as clained in any one of claims 1 to 8, wher ei n
the mamml} i's a human. 10. A test kit for detecting H pylori  in
micoys , .. " . secretion of a mammal, said test kit conprising. -
(a) "a“$ofli d support having an antigen preparatlon of éﬁﬁ%
pylori- ifgnobilised thereon, wherein the ' antlgen :
preparigti.on corldi'sts of a H pylori. 1,182,007 derived conponend’ of

. 9-2Q% 5 kDa, as . déternlned by native- PAGE, . and one
of* 306- 374 2 7 JUL 1999 . ' - 29-
k¥, as idetermined by native and _ substantlally
free of, an H pylori-derived" A%Ejyﬂ¢”{w@dﬁﬁ%hgﬁ?'of 440 kDa, as
det er ni hed by native ' PAGE; (b) detection neans
whi ch in dse detect whether |gG in the said nmucous secretion
fidads to ¢ne or nor e conpone s of the antigen preparation.
11. A Kkitf as claimed in claim10, ,wher paration
addi ti olalll y cont ai réhan 19ya¢R2 280 °fc§‘§?‘f’lﬁ§ EoBP to prmfu':%nct"’inﬁ"é‘ﬂd %‘?"ﬁ"’g’uﬁ Tecul ar
wei ght of 144 -176 kDa as deternlned by native -PAGE, and/or one of
63-77 kDa, as determ ned bYJpative PAGE. 0 12. A kit as

clained in claim10 or claim 11, wg
sal i-va. : 13. A kit as clai ned
wherein tHe solid support is a nitrocel
clainmed i any one of clainms 10 to 13,

B2 ety -cmpoRICOUS Secretion is
AQy one O ﬁajns 10 to 12,
bse strip. 14, A Kit as.
g wher ei n the detection neans

i's a secofd anti body, = conjugated*MAth a reporter nolecul e, and
;m?ch is § specific for at |east part of the class of H. pylorl-
‘speci fic ant i body f aherd X 13 at Befingleiarciaim OyR® is a C,— alkyl radical, X" is halogen and m is :
arting -~ 15 5 1,2,30r4. 5

2. A process as claimed in claim 22 in which the acylating agent is acety! chloride.
24. The proceSs that comprises reacting a compound. of the formula:—

i

o J<t:>rodw-amv

with a compound of the formula: —

amino- 20 i 10 : _ : X1—C;H,,—~NR‘R* : . ’ ' 10
- te produce a compound of the formula: — : .
<t:>-amwamﬂm4m-mr%5

formula .

zlaim 3. where each of X and X* is a halogen atom, each of R‘ and R? is a C,—; alky] radical,

“radical 25 andzisl1,2,3,40rS. .

- 15 25. A process as claimed in any one of c1a1ms 12—24 mcludmg the step of con- . 15
)-(Cis ' verting the product to .a non-toxic, pharmcologically-acceptable salt.
' ~ 26. A compound having the formula: —
saligh - o om
methyl- 1 S _ L O~0¥-cox!
2-acet- _ ' =/ :
o) - |
idoethyl 35
xy) (4 - o _ where each of X and X" is a halogen atom.
stamido- 20 +27. A compound as claimed in claim 26 in which each of X and X! is a chlorine 20
' atom.
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15. A kit as clained in claim 14, wherein the reporter nol ecule is an
enzynme or fl uorophore. 16. A kit as clained in claim15, wherein the
reporter ~ nolecule is an enzynme, and the enzyne is alkaline

p atase’  I7.TAKIT as clained in any one of clainms 14 to 16
vyherein ~fhe .test kit is in conmpartment form and conpri ses
first conpartnment adapted to contain the.solid support - havi
dgn: antjgen preparation .of H pyl ori immobilised thereon;
(jb) a secgnd conpartnent: contai.nj the second ant i KAd
conj tgasedMith a reporter pml pmrbl’lgg’om L

. ~a
signal, 'the - argsi brdyprocess that compkiRé frehtif e eonfpowind ageng b fokrnda:ant i body; and

(lc) when the reporter nolecule isegn enzyme, a third . 'corrpart'ment'.;
c;oht aining a substrate for sai : _enzynme. = 18. A Kkit as %
claimed in claim17, which also ¢ #-C00H additional conpartnents

apted to receive suitable micous erial and/or for one or nore

i |uents  and/or buffers. . 9. An H. pylori antigen

eparation consisting of-a H. pyl orx - deri ved. conponent . of _—
B8.5-291.5 kiR x 8% halogen 36k with B Srally hilidbrattify JEACE prétfiek Ldpouhd 306- 374

|, ‘as . d%gﬁﬁ%‘emmfﬁ%at lve PAC;Ea, aﬁ% _Bgl?nag subst anti al Fy - free ofg

Ho pylri - der2%ved prwespendsimedoin cihird 2§ e whigls each of Feand Ktiime ehlasipe nat i §e .:‘:.:
GE. ~  20. awmh H | ori .ant.i.gen. prepagation as.clained in.claim =~ 1%
i ch additiong, A g proclaioed il i 48 68 20, lion the hgh%%?)arqr%%ar%%tlg%f 144- 176

k., , ‘as determ n&d R\prdd@$ ds\Rimed in dRAGES, subilialnr as Ber€intafore ddribed iddbp,  as
determ ngd by one of Examplesd, FAGE21 and 22—37. ' 10 K

32. A process that produces a compound as claimed in claim 1 or 4, substantially
as hereinbefore described in any one of Examples 137, . .
33. A compound as claimed in claim 1, when prepared by a process as claimed in
.. any one of claims 12—24 and 32 or by an obvious chemical equivalent of such a pro-
: 15  cess. ' . . C : . . .
2L o . 34, A compound as claimed in claim 4, when prepared by a process as claimed in
.claim 25 or 32 or by an obvious chemical equivalent of such a process. .
: 35. A compound as claimed in claim 26, when prepared by a process as-claimed
] in any one of claims 28—31 or by an obvious chemical equivalent of such a process.
B 20 36. A pharmaceutical composition comprising 2 compound as claimed in any one 20
I of claims I—11, 33 and 34, together with an inert non-toxic carrier, diluent or coating.
: R ~ 37. A composition as claimed in claim 36, in the form of a compressed tablet, pill,
K _ capsule, elixir or injectable solution. _ .
-4 ' 38." A composition as claimed in claim 36, substantially as hereinbefore described
25 in Example 38. : 25
: S o : For the Applicants, :
. R " D, YOUNG & CO,,
"Chartered Patent Agents,
9, Staple Inn, London, W.C.1.
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