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5 No. 4,523,155 (issued June 1, 1985) are intended to satisfy the
aforenenti oned requirenents, and are applicable not only to such
intermttent RF signals .as rentioned - above but also to consecutive RF
signals. Any such a . conventional circuit requires two diodes including
a 10 detectiwgQom®Bd: responsive to the envel ope of RF si gnBET/EPIG/S8EY or
generating an output and a tenperature conpensating di ode having the
sanme characteristics as and thermally coupled with the detecting
diode. In that circuit, "the two di odes are provided with the sane
forward bias voltage, 15 and the difference between the | oad voltage of

t he det ecti ng di 0(MAGROGYCHEICOMPOUNDS MAREFROM FUBOXIEIBNIRt i ng

di ode is used as the detection output of the RF power | evel . Since
this detection output is obtained by subtracting the forward voltage

of the temperature, o tﬁe Invention

The invention relates to macrocyclic substances which are
bioregulatory active and a method for their synthetic
productionfas well as its isolation from various starting
materials. The application of these active substances as
such or in combination with other active substances for
enzyme requlation and bioregulation is also described.

Backgrognd of the Invantion

The propef course of biochemical processes and the optimal
function ﬁf biological immune mechanisms is ensured by
numerous bioregulatory active substances (Rompp Lexikon page
3826 "Regﬁlation“). From a chemical standpoint,
-bioregulafory active substances known up to now are peptides,
carbohydr&tes, steroids or lipids, whereby these structural
elements éan also occur together {(for example, glycopeptides,
lipoproteins). Furthermore, the application of bioregulatory
active suﬁstances for the therapy of diseases which are
caused by@disturbed functions of one or more of these
regulatioé mechanisms is known. The therapeutic use of
steroid hormones, corticosteroids and cardiac glycosides as
well as g?owth hormones or blood coagulation factors are some
of the many examples in this sense. However, pharmacotherapy
with subs%ances of this type is very often accompanied by
damaging éide-effects, and therewith, considerably limited.

A detaile@ consideration of these aspects is to be found in
Goodman and Gilman's “The Pharmacological Basis of
Therapeutics”, 8th Ed., New York, 1991. For example, with
cardiac giyccsides, the positive inotropic, therapeutically
useful action is compromised by a cardiotoxic side-effect,
and conseéuently, therapeutic doses must be wery rigorously



20 conpensating diode fromthat of the detecting diode, any
variation in the latter with a change in tenperature I s cancel | ed by
a corresponding variation in the forner. Therefore, the prior art RF
detecting circuit can generate detection output voltages

substanti al | yom7e2sassti onal to -25 the RF signal |evel w thronipodassiér

af fected by tenperature fluctuati ozns.

limited. As a further example, the application of
corticosteroids may be mentioned where the therapeutic use is
only recommended in very severe cases and only for a limited
time due to a series of very severe side-effects such as
myopathy, osteoporosis, psychic disturbances, increased
infection susceptibility, etc..

Despite considerable efforts to treat immunologically caused
disease syndromes with immunoregulatory active substances,
previous clinical tests are not convincing. The purpose of
such immunotherapeutic applications would be to accomplish
fhe basic therapy for autoimmune diseases such as rheumatoid
arthritis and multiple sclerosis, among others, which has not
been found to date. According to E. Sercarz and $. K. Datta
“Autoimmunity” in Current Biology 6, 875-881 {199%), these
autoimmune diseases have mostly been caused by disturbed
immunoregulation. For fighting severe disease syndromes
which are characterized by a considerably weakened immune
system, such as carcinosis or AIDS, the previous
therapeutical uses of immunoregulatory substances has yielded
little.

Several bioregulatory peptides and proteins have been
characterized as reported in the Monograph from M. J. Clemens
“Cytokines”, Oxford 1991. That cytokines play an important
role in different carcinoses, in autoimmune diseases and in
viral infections (including AIDS) has also alreadyv been
reported several times. Despite this, wider therapeutic
applications of these and other bioregulatory proteins and
peptides are still lacking to a large extent. One of the
causes for this certainly lies in the often very laborious
production technologies: the extractions and subsequent
purifications of bioregulatory active substances <rom human
or animal tissue fluids, where they are present in only very
small amounts, is completely unsuitable for providing
therapeutically needed amounts. The danger of allergic side-



- 3- It is difficult, however, for such an RF detecting

circuiit to keep the biases of the two di odes at the sane | evel over a
broad tenperature range because uneven characteristics of the circuit
el ements used, especially 5 differences between the detecting and
temperature WO92DRbensating diodes in forward vol tage and® M6Ur e
characteristic and uneven resi stances of hias voltage suppl yi ng
resistors and | oad resistors, are inevitable. Mor eover, the two

di odes are usually arranged as separate 10 parts to enable themto _

?ﬁgf;}:vagn?ené¥¥éc§E ghg?gLSénaphylaé¥¥% %%%%EQ&HE'%hiéh}“@ééﬂit@'EL&EP't to
rare occurrence, represent a considerable risk factor for
human therapy that still exists with gene technologically
produced bioregulatory polypeptides or glycoproteins. The
fundamental problem of the therapeutic applications of
several “in vitro” highly active polypeptide factors lies in
the fact that they demonstrate ”in vivo” entirely different,
mostly very much weaker activity. On the one hand, numerous
physical and enzymatic barriers impede the externally
administered peptides and proteins from reaching the location
of the pathological event (focus of inflammation, cancerous
ulcer, etc.). On the other hand, they are quickly
neutralized and metabolized by the endogenous enzymes and
other factors present there. With peroral administration of
active substances of a peptide, glycopeptide and glycosidic
nature, these substances are already rendered practically
ineffective in the gastro-intestinal system by several
degradation processes.

However, a relatively fast degradation of bioregulatory
active substances of peptidic or glycopeptidic nature must
also be taken into account with a delivery “per os”. 1In
order to entirely target the therapeutically effective
concentration to the location of the pathological event or
manifestations, such as at the focus of inflammation or at
the cancerous ulcer, a masked delivery of the active
substance has been performed for example. Something similar
was described by R. Collier and D. Kaplan in “Immuntoxine”,
Heidelberg 1988, in connection with the use of toxins which
could be purposefully employed bound to monoclonal
antibodies{ drug targeting). However, the treatment
technique is still very complicated and only remains
restrictively applicable for specific cases. For regulatory
active substances, the biocavailability is not only dependent
on stability, but also on purely physical processes, such as
solubility and membrane permeability. This concerns making



thermally coupled in |ocations having the sane tenperature _

condi tions. For these reasons, there remains in the detection out put
voltage a variant due to tenperature 15 variations. Further in order to
conpensate for the uneven characteristics of circuit elements, fine
adj ustments aweernes3ss required, including the offsetting ofpdri@obbsds;

vol t ages of the two diodes. Besides these problens, because of

the need to constitute the two diodes bydseparate parts, 20 it is
difficult to wholly integrate the RF detecting .circuit and the power
anplifier control circuit for the pur pose of reducing their cost and
si ze. theuWaRY ePlvbElikyENd| Gipophilic subshamd®se qosafibillee ipr esent

i nvention is,pidiLld’ Baking the membrane permeability of hydrophilic
active ingredients such as Na' or K' ions possible. For
example, the mitochondria membrane is normally not permeable
to potassium ions. Macrocyclic antibiotics such as nonactin
or valinomycin make this permeability possible through the
organic envelopment of the corresponding ions.

Since 1967, the year of discovery of the "crown e:hers",
numerous new compounds have been produced which have a
macroring structure and make a crown or cryptate-like
covering of inorganic ions or smaller molecules possible.
However, important prerequisites for a direct therapeutic
application of such cryptate~forming macrocyclic substances
are a low toxicity'and good bioassimilation, which is only
seldom fulfilled by the synthetically produced cryptan
reagents. '

Many fundamental bioregulatory mechanisms are con:rolled by
the so-called sodium pump. This enzyme has the ability to
pump sodium ions from the ‘insides of cells to the outside and
simultaneously transport potassium ions in the opposite
direction. The energy consumption is delivered by a coupled
hydrolysis of adenosine triphosphate (ATP). This pump is
identical with the enzyme referred to as the Nat,K*-ATPase
and is ubiquitously distributed. Several important cellular
functions are controlled by this Nat,K'-ATPase such as cell
volume, heat production, intracellular free Ca2* ion
concentration, neurocnal transmission, muscle contraction or
membrane potential.

In numerous immunoregulatory processes, important phases are
also controlled by the Na',Kt-ATPase, and thus, the sodium
pump also acquires a fundamental roll in immunoregulation.
Despite this general distribution and significancz, the
regulation mechanism of this enzyme has not yet bzen



25 to provide an output |evel control circuit for precisely

-4- keepi ng an RF power anplifier, which transmts intermttent
RF signals at a selected one of a plurality of prescribed out put
| evel s, at each of the output |evels over a broad
WO 97/25333 PCT/EP96/05867
5

clarified. The so-called “cardiac glycoside receptor site” of
the enzyme is suspected as the functional location for the
bioregulation of the sodium pump. The cardiac glycosides
present in several plant species are bound to this site with
high affinity and exert their cardiotonic, but also their
cardiotoxic effect. However, their toxicity proves that they
are not identical with the endogenous ligands of this enzyme.
In the paper “Endogencus digitalis-like factors” by W.
~Schoner in Progress in Drug Research, 41, 249-291 (1993), it
is reported that the chemical nature and the structure of
these endogenous bioregulatory substances could not yet be
established despite a large research effort. Up to now, no
sufficient amount of these endogenous factors could be
isolated from animal tissue and fluids in order to make an
exact characterization and structure determination possible.
The activity of the Nat,Kt-ATPase, and therewith several
bioregulatory mechanisms, could be effectively controlled
with factors which are identical or structurally similar to

- these endogenous ligands.

Recently, several simple inorganic substances have been found
which participate in bioregulatory processes. However, it is
important to note that all of these inorganic substances are
only used as simple messenger substances or effectors. They
fundamentally lack the three-dimensional structure necessary
for exerting a bioregqulatory action and the capability for
structure specific action coupled therewith. In the paper
“Biological Roles of Nitric Oxide” by S. Snyder and D. Bredt
in Scientific American, 1992 (5) 22-29, it is reported that
this gaseous compound is a functional effector in the control
of the non-specific immune response. In the organism, nitric
oxide had a very short life time in order to exert its local,
mostly toxic effect and is always produced “in situ”. When
the phagocytes of the immune system, the so-called
macrophages, are activated with bacterial toxins or
cytokines, they can produce relatively large amounts of



t enper at ure range. 5 Anot her object of the invention is to provide

an RF, detecting circuit, constituting a principal part of the

output level control circuit, for detecting all of the plurality of
out put levels with sufficient accoracy over the broad tenperature
range. 10 wo972¥38 anot her object of the invention is toppir@podissen

RF power anplifier placed under tenperature conpensation and having a
broad dynami c range. _ A furth€r object of the invention is to
provi de an RF detecting circuit suitable for- integration. 15
According to the present invention, there is provided an RF detecting

circuit suitabtsifopxidatwibihimdioawsrand this gsvampdeyeds psranor

intermttentymEA6db§UcOUIwddpdiPWelIt is assumed that further simple
gaseous compounds also participate in bioregulatory
processes. Ethylene, for example, is known as an important
factor in plant biology. Carbon monoxide participates in the
physiological regulation of the cyclization of guanosine
monophosphate (GMP) as was reported by A. Verma in Science,
259, 381 (1993).

Only very little has been reported up to now on the
bioclogical action of another carbon oxide, the much more
seldom found C302. It is only known that this concerns a
compound which is gaseous at room temperature (bp 7°C), is
irritating to mucus membranes and smells of mustard oil and
acrolein. Carbon suboxide represents a relatively strong
blood toxin which irreversibly binds hemoglobin; the
tolerability limit in mice lies at 0.2-0.4 % C302 in dry air.
C302 reacts with water and forms malonic acid. However,
without traces of mineral acids, this reaction does not
proceed so fast as it was previously claimed. It is
suspected that, aside from carbon monoxide, the primitive
reducing earth atmosphere also contained considerable amounts
of C302, and recently, evidence of its possible presence in
interstellar space was found as reported by W. Huntress et
al. in Nature, 352, 316-318 (1991). However, until now there
is no concrete evidence for the possible presence of C303 in
biological fluids. Considering the water sensitiwvity of the
monomer gas as well as the amorphous polymer, a possible
biological role has been mostly excluded a priori. The
hypothesis of H. Yanagawa and F. Egami in Precambrian
Research, 14, 75 (1981), whereby the water reactive amorphous
polymer could have been a possible starting material for the
original synthesis of simple organic compounds, has been
considered as fundamentally possible.



in a burst formas in the GSM cel | ul ar nobil e tel ephone system The

RF detecting circuit conprising a detector 20 I ncl.udi ng a detecting
di ode for generating a detection out put .corresponding to the RF signal
| evel taken out from the output side of the RF power anplifier by a

di recti onal WO 972833pl er as part of the output of the power PEREPINUSEST and
a sanple hold circuit for sanpl!ng-ho!ding the detection 25 output while
the output of the RF power anplifier is off. The sanpl ed- hel d vol t age
and the detection output are . . :
Gaseous C302 more or less quickly forms amorphous polymers
which are yellow to intensive red-brown colored. Only very
little concrete knowledge is known on the structure of these
polymers. In general, they are described as a non-
homogeneous amorphous mass which was also earlier designated
as “red carbon”. The chemical properties of carbon suboxide
and its polymers are reviewed in the paper by T. Kappe and E.
Ziegler, Agnew. Chem., 86, 529 (1974}. The pelymerization
products are partially soluble in water or in diluted
alkalines, whereby intensive yellow to dark brown colored
solutions are formed. Several hypothetical formulae have
been proposed for the structure of these amorphous, irregular
polymers, but none of them could also be experimentally
confirmed. As the most probable, a graphite~like, hexagonal
lattice structure is suspected which is unsaturated at the
periphery and must be correspondingly unstable. This
hypothesis was described in detail in the paper by N. S.
Smith and D. A. Young in Inorganic Chemistry 2, 829 (19863).

It is further known that several biologically highly
effective substances in plasma are not found as such, but
rather as conjugates. For example, steroid hormones are
present in blood plasma as their sulfate or glucuronate
conjugates and their degradation products are also eliminated
as such conjugates. Not infrequently, these conjugated
steroids demonstrate even better therapeutic properties in
comparison with the pure active substance, as was described
for conjugated estrogen steroids according to US 2,565,115
and US 2,720,483 or for dehydroepiandrosterone sulfate
(DHEAS). The above mentioned conjugations regulate the
biological availability and the assimilation of these steroid
active substances and can therewith explain the improved
therapeutic properties. Relatively little is known about the
regulation of the bioavailability of polypeptidic active
substances by the formation of corresponding conjugates. The
enzymatic conjugation of proteins with ubiquitin also has



entered into a subtractor, which generates an out put corresponding to
the RE signal |evel by subtracting the former fromthe latter. Since

t he detection output and hol d vol tage are detected by detectors having
substantially 5 the sane characteristics as stated above and the detection

out put duri nowblagassgs f" period of the output of the RF. rCPRPSIoss67
anplifier is subtracted by the subtractor fromthe det ecti on out put

for one onloff cycle of the output of the power anplifier, any
variation in the detection output wi-th :

regulatory functions as was described in Trends Biochemical
Sciences 15, 195 (1990). The suitable conjugation of
polypeptidic substances could attain a breakthrough in the
therapeutic applications of these active substances. As a
known example, the search for retard acting insulin is to be
mentioned. It is known that the therapeutic functional time
of insulin is considerably prolonged by addition of zinc
salts or of protamine sulfate. However, these additives can
cause different side-effects. A suitable conjugate which
should ensure a retarded release of insulin has been tried by
numerous inventors, but until now has not be realized.

Description of the Invention

Field of the Invention

Object of the present invention is to provide new macrocyclic
substances with bioregulatory activity in which the above
mentioned disadvantages do not appear and which kring about
the recovery of the disturbed bioregulatory mechanisms in
diseases. Additionally, the active substances should clearly
improve the therapeutic effect and the biocavailakility of
known medicaments. '

This object is solved according to the inwvention by the 39
features of claims 1 to 39.

Brief Description of the Drawings

Fig..1l: Electroionization mass spectrum of the com- (C302) ¢
in water.

Fig. 2: Electrospray mass spectrum of the amine complexes
com- (C302) ¢° (NH3) 2 and com-{C302) 5 (NH3) g.

Fig. 3: LC-coupled electrospray mass spectrum of the
multi-charged units of com-{C302)p with n = 558,

Fig. 4: MALDI-mass spectrum of the com-(C302H)gg and

com- (C302H) 72.



10 tenperature fluctuation is cancelled by this subtraction. As

st ated above, the detection output during the "on" period of the

out put of RF power anplifier is corrected by the detection output of
the "of f" period i mediately preceding that "on" period and is cleared
of any vari at i We972833 due to tenperature fluctuation, so thaPCI/ERS6ER6puUt oOf
t he subtractor faithfully represents the output of RF power

anplifier over a broad tenperature range. % As a bias vol t age about
equal to the forward voltage is applied to the detecting diode, the

RF detecting circuif is able to achi.eve |inear detection, resulting
in inmproved | ik %3/ %nfrﬁreghﬁp?ﬁiﬁﬂﬂyﬁ% %PEVB?fL%F%Lﬂfﬁﬁhf RF si gnal
level and a br oadecouy@gbg) ygnge of RF detection conpared with the
case in which ppybi@s voljyagesi spebRbt fsh spectrum of the com-(C303)¢6 in

water.

Fig. 7: HP-gel permeation chromatogram of an active
substance mixture and the molecular weight
standard curve of the column.

Structure Description

The substances according to the invention are chemical
compounds whose structural frame is built from the simple
inorganic carbon suboxide C302 by cyclooligomerization.
Although carbon suboxide O0=C=C=C=0 itself and the amorphous
polymers formed from it are known as reactive, water
sensitive substances, the inventor could astonishingly obtain
particular water stable cyclooligomeric carbon suboxide
structures. The basic prerequisite for their water-stability
is that these structures no longer contain the reactive
-cumulated C=C and C=0 double bonds of carbon suboxide. This
is solved according to the invention such that several,
preferably 4, 6, 8 or 10, carbon suboxide molecules are
cyclomerized to condensed q—pyrone.oruz—pyrone rings and
these structures are'additionélly.élosed in double-strained

macrorings
g 6x O=C=C=C=0

0 & ;
P Y d | p—q p—o Q|
LOLO0E
f o c o c (o) e} -
!,," " g g;?- é—'o 0,/0—0 S /,C—O o //C ;..
‘wesemcssreEsssvsssecanctnaRResRNEEaRaas s =

Basically, these frames which are built from cyclooligomeric
carbon suboxide are not organic compounds and can be
considered to belong, as well as carbon suboxide itself, to
inorganic chemistry.



BRI EF DESCRI PTI ON OF THE DRAW NGS 25 The above-nenti oned and ot her

obj ects, features and - 6-
advant ages of the present invention wll becone nore
WO 97/25333 PCT/EP96/05867
10

The. chemical formula of the cyclooligomeric carbon suboxide
frames closed to macrorings is as follows:

com- (C302 ) n

wherein n denotes the degree of cyclocoligomerization of C302
and com symbolizes the above specified cylcooligomeric and
macroring type of linkage of these units.

Furthermore, the inventor has found that among the endlessly
large number of principally possible structures of
cyclooligomeric carbon suboxides closed in macrorings, only a
few with certain n values are particularly stable. Those
cyclooligomeric macrocyclic frames are preferred in which
the number n equals 4, 6 or 10 or is a multiple of 4, 6 or 10
in the formula

- com-{C302)n

Active substances according to the invention with larger
preferred n values can also be considered as multiples of the
smaller cyclooligomeric carbon suboxide units with the
formula com- (C302)p. The first member of such series of
cyclooligomeric and macroring closed carbon suboxides defined

here has a particular importance as described in detail for
the:

Cyclohexameric Carbon Suboxide com-(C302)¢

The molar mass M = 408.19 determined experimentally by mass
spectrometry corresponds to the formula C1g0;2 and at the
same time to the six-fold molar mass of the carbcn suboxide
M = 68.032. For the structure, several isomer pcssibilities
are conceivable, for example with condensed 2-pyrone rings or
with head-to-head condensed 4-pyrone rings, or the following
depicted structure with six alternating head-to-tail
condensed 4-pyrone rings which is assumed as the most
probable based on spectral and other properties.



apparent fromthe follow ng detail ed description when taken in

conjunction with the acconpanyi ng draw ngs, wherein: 5 FIG 1
is a block diagramillustrating one exanpl e of transmtter for use in
the TDVA or GSM system enbodyi ng t he i nventi on; FIG 2is a
wavef or m di agr¥@®a?533he control signal to be supplied tRBCHERISBIMALS
anplifier of the transmtter 10 shown hp FIG 1; FIG 3 is a
schematic circuit diagramillustrating an RF detecting circuit
constituting part of the transnitter shown in FIG 1, FI G
4 is acircuit diagramillustrating another 15 exgnple of an R detecting
circuit used in theQFIG 1 ransmtter; and

S

"PYRON® : "PYRYLIUM"

The actual electron distribution lies presumably between the
- here depicted limit structures denoted as PYRON and PYRILIUM

but can take solvent and medium dependent other, more or less

polarized tautomeric electronic structures. '

Hydroxy-pvran and Pyrylium Salt Derivatives

The existence of some reduced derivatives of the
cyclohexameric carbon suboxide with the general formula
(C302) g'Hi-g is also visible in the mass spectrum (Fig. 1}).
In aqueous solution, the active substances according to the
invention can also be present as hydroxy-pyran derivatives.
The general formula of the reduced hydroxy-pyran derivatives
formed by several-fold addition of hydrogen is:

com- (C302) n-Hp
wherein the number m of the bound hydrogen atoms is limited
by the number n of the exacyclic oxygen atoms, and thus, m is

S n.

The fully reduced hydroxy-pyran derivative has in the case of
the cyclohexamer the formula

com- (C302H) ¢



FIG 5is acircuit diagramillustrating still anot her exanpl e of an

RF detecting circuit used in the FIG 1 transmtter. 20 DETAI LED
DESCRI PTI ON OF THE PREFERRED ENMBODI MENT Referring to FIGS. 1 and
2, atransmtter for a radi o comruni cati on apparatus for use in the

TDVA or GSM wo9rasss¥st em enbodyi ng the present invention, dcifdpbéiiRis
preanplifier 2 for anplifying a transmt signal RF of 25 the TDWW GSM
system supplied to an input termnal 1,12

and the molar mass M = 414.24 and presents a part.cular
importance for the formation of inorganic and organic
derivatives and is, together with com-(C302)g, the basic unit
in the cyclohexameric series for the formation of self-
associates and different derivatives. The presumed 4-
hydroxy-pyran structure of the cyclohexameric carbon suboxide
com- (C30oH) g is depicted as follows:

HYDROXY-PYRAN

In general, in the presence of strong ionic agents like acids
or bases as well as several easily dissociating salts, the
formation of pyrylium salt compounds with anions An and
cations Ka are considered. The chemical formula of the
pyrylium salt derivatives which are formed from the active
substances according to the invention with an acid, a base or
a salt compound of the general formula Ka'An is:

com- (C302) n'KanAIln

wherein Ka and An are the cationic the anionic counter ions
which neutralize the altogether 2n zwitterionic charges of
the pyrylium frame. The structure of the pyrylium salt
compounds can be depicted as follows, wherein the counter
ions are not exactly localized in the aqueous solution.



-7- a power anplifier 3 for anplifying the output of

preamplifier 2, and a directional coupler 4 for |eading t he
power-anplified transmt. signal RF in a burst from to an antenna 5. A
hi gh frequency signal Vin, whichis 5 part of the output of the power
anplifier 3, weoexgsssi ed fromthe directional coupler PETHEPIOSI$7gH
frequency detecting circuit 8, mhifg generates a detection output
Ka+ Ka+ K;
o) o} o
s An | An ] .
3 C. [0} C n C An
P s
Z N A PING NS

-+
==\»(3_\ X% \c NG XN
o -
Ka

+ _ Ka"

The anionic An and cationic Ka counter ions can be present
- as individvual and uniform inorganic or organic cations and
anions, for example all Ka = Nat* and all An = Cl1-,
- as a mixture of inorganic or of organic cations and
anions, for example in a relationship corresponding to the
physiological concentrations of these ions or
- as zwitterionic compounds themselves containing both
. counter ions such as amino acids, betaine, ionic soaps.

In water, the pyrylihm salt derivatives of the active
substances according to the invention are mostly very
saluble. The somewhat lower solubility of pyrylium salts
with anions such as chloride of sulfate in acetone or ethanol
is used in the isolation according to the invention of the
active substances described here. In physiological fluids,
the zwitterionic charges of the active substances are
neutralized by the anions and cations present there.
Accordingly, it is more appropriate to speak of a statistic
distribution of the counter ions than of chemically unified
salt compounds of a certain ion.

Certain complexes formed with metal ions, preferably
transition metal ions such as Fe(III), Sb(III), Cd(II),
Pt(II), Au({IIIl), Pb(IV), can be used for the isclation and
for the detection of the active substances according to the



vol tage Vout corresponding to the voltage |evel Va of t he signal Vin.
The detection output voltage Vout is 10 supplied to a power anplifier
control circuit 7, and conpared with a plurality of reference

vol t ages, preset in the power anplifier control circuit 7

correspondi ngvo 9725333t 0 t he prescribed output power |evels OpciksisBbE"
anplifier 3. The power anplifier control circuit 7 15 suppl i es the power

anplifier 3 with a control voltage l4corresponding to the result of
conparison, and therehy ~ automatically controls the output power |evel
of the power anplifier 3, i.e. that of the transmtter. The :

transmtter cAVaRdREN t The SORRRWRAS fermad withocompiex 2tnorganid evel
sel ected fronmaplicr ahiibyisobucht P8It SQUVEBELVYELE,072-, ik, 8, PRd- A+, of 8
watts and havidigeafa@8Yakafll H1 86 WEQsea £o¥f i209Btion and for detection.

Adducts, Conjugates

The formation of molecular adducts with inorganic elements or
with organic compounds is promoted by the strong capacity for
association of the cyclooligomeric and macroring closed
carbon suboxides_according to the invention. The
stochiometric or non-stochiometric adducts with organic
compounds are denoted as conjugates. Cyclooligomeric and
macroring closed carbon suboxide can form stable adducts with
several - in the case of cyclohexamers with preferably 2 to 6
- molecules of ammonia, organic amines, amino acids, peptides
or other substances with amine function. Natural amino
acids, biological amines and their derivatives with amine
function are particularly comprised within the scope of this
invention. The general formula of these amine adducts is:

com- (C302) " (RIRZR3N) -

wherein Rl, RZ and R3 is each a hydrogen atom or an organic
residue and m is a number from 1 to n, n having the meaning
as previously defined.

Experimentally, the molar mass of the diamine adduct of the
cyclohexamers with the formula com-(C302) g’ (NH3) 2 was
established by ES mass spectrometry as M = 442.2 and the
hexamine adduct with the formula com-{C302)g (NH3)g as

M = 510.4 (Fig.2). With the diamine adducts, the two ammonia
or amine molecules are probably bound to the carbonyl groups
of the pyrone rings by hydrogen bonds. Since in the case of
the hexamine complexes the internal cavity of the macroring
structure is already involved, these are also considered as
host-guest complexes.



Further referring to FIG 1, a control signal Cont (burst ON signal)
froma control signal input termnal 6 25 defines the "on" period and

the "of f" period, which is | onger than the "on" period, of the
transmt signal RF.

WO 97/25333 : | PCT/EP96/05867
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Host-Guest Complexes

The second particularly important structural property of the
active substances according to the invention is accomplished
in such a manner that the condensed pyrone or hydroxypyran
rings additionally form macrorings according to the
invention, preferably'in cylindrical form. The molecular
dimensions of this ring structure are suitable for the
inventive formation of host-guest complexes according to the
invention. As “quests”, elements smaller molecules or
molecule fragments are considered which fit sterically into
the cylindrical cavity, and/or are bound to their periphery
by specific binding forces. The form and dimensions of the
cylindrical macroring structure of the cyclohexameric carbon
suboxide are taken from the following figure.

i
' 29-3,1A,
]

4,9-5,2A
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59 - 62A

Cations such as potassium, ammonium, silver or rubidium or
anions such as fluoride, chloride, formate or rhodanate fit
well in the inner cylindrical cavity of the macroring of the
cyclohexamers with an inner diameter of 2.9 to 3.2 A and a
height of 4.9 to 5.2 A. In the applications according to the
invention, an ion or a neutral element or molecule is present
in the cavity of the cylindrical macroring structure of a
com- (C302) g unit and is enveloped by this. The molar mass
measured by mass spectrometry corresponds to the sum of the



The control signal Cont, whose waveformis shown in FIG 2, in a
digital cellular tel ephone systemconformng to the GSM st andar ds,
defines the "on" period of the transmt . power to be 0.577 nsec. and
the "of f" period of same 5 (transm ssion off) to be 4.039 nsec. The
control signavo9rzsazsCont controls the power anplifier contredr/grokossed 7 and
the high frequency detecting circuit 8. Thus, during the "on" period
of the transmt signal RF and the high 16 frequency signal Vin, the power
anplifier control circuit 7 10 and the high frequency detecting circuit
8 act to control the transm ssion power of the power amplifier 3.
Meanwhi | e, indigddpad ecemperents mnd qroyes kbatr Ehese thagtgaleskE and t he
hi gh frequengympilerab ¥r8, ihGEpdndetPin soripdun@ie\er TRONM Avdntor hagi rcuit 7

stops the Op%&%%k?ﬂeﬂ%ai?? nggﬁlfgﬁgéféﬁg'é%istence of host-guest
complexes of the cyclohexameric carbon suboxide with smaller
inorganic or organic compounds, generally denoted with ¥,
such as ammonia, hydroxylamine, methanol, ethanol, propanol,
acetone, dichloromethane, chloroform, acetylcholine, formic
acid, acetic acid as well as with several amino azids and
carbohydrates. According to the invention, the substance Y
or a part of its structure is present as a “guest” in the
inner cavity of the active substance according to the
invention as it is to be taken from the following figure.

B
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Through this “envelopment” certain properties of the
substance Y are “masked” and the newly obtained properties
according to the invention, such as improved membrane
transport and bioavailability, are made possible.

Active Substances of Different Molar Mass

¥ < 2,000 Dalton

The above described cyclooligomeric carbon suboxides with the
formula, com-{C303)p, wherein n is 4, 6, 10, 12 or 18, as
such or in hydroxy-pyran form with the formula

com- (C302H), and all their derivatives, adducts, host-guest
complexes whose molar mass lies below this limit belong to



15 and accordingly the high frequency detecting circuit 8 S
supplied with no high frequency signal Vin, but engages In storing or
.correction of the output voltage of the det ecti ng di ode.

Referring to FIG 3, into the high frequency input 20 termnal 81 of a

hi gh frequencywvalet2333a3i ng circuit: 8A which is a first cBCHERISOS867 t he
hi gh frequency detecting circuit SV# the transmtter of FIG 1, is
entered the - hi gh frequency signal n, whose waveformis shown in

FIG 2. The signal Vin is detected by a detector 83" 25 i ncluding a

devecting di ode DY and) i he, def ool Lo} Pihe se1cY8b4a0EEF drhed BRbh S

to an interne
2 to 4 cyclohexameric units are also considered as low molar

mass active substances. The existence of the

com- (C302) 12 with the molar mass M = 816 D and of the

com~- (C302)1g with M = 1,224 D identified by the inventor can
also be explained therewith.

M > 2,000

At first, the active substances classified here appear as a
mixture of compounds with heterogeneous molar mass. However,
a closer analysis has proven that, despite the principally
endlessly large number of possiﬁle compounds, only very few,
i.e. those with a particular molecular size, are obtainable
and capable of being identified.

The LC-MS, Electrospray mass spectrum (Fig. 3) of an active
substance in water-acetonitrile solution demonstrates that a
series of multiply charged ions (m/z) is present. The
measured m/z = 1,225.7 Dal of the most intensive component
A3l corresponds exactly to the protonated molecule of the
formula com- (C302)1g. The experimental molar mass of the
corresponding polymer is determined with the aid of the
formula M = n [m/z-1] (page 202, Practical Mass Spectrometry
by J. R. Chapmann, J. Wiley, New York, 1993) as M = 31 x
1,224.6 = 37,962.6 Dal.

The molar masses of some of the identified compounds are to
be taken from the following table.
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The detector output voltage Vdet
hold circuit 87, whose hold timng is controlled by the
Cont fed fromthe control

i ntercepts twosrmsasiti ng
the "on" period

( si gnal
frequency detecting circuit 8A.

I nput
5 Thus,

Is entered into a sanple

t er m nal

cont r ol

6 of the high
the sanple hold circuit 87
of the detector output volt ageeMiasssduri ng

18
molar mass found calculated molar mass /D/
HP-GP,PAGE* MS** com- (C309) ,, com- (C300H) 5
408.2 6 408.2
414.2 6 414.2
680.6 10 680.3
8l16.4 12 816.4
1,224.6 18 1,224.6
=2, 500 36 2,44%9.2
=4,100 4,084.2 60 4,082.0
=~4,100 4,134.0 60 4,142.5
=5, 000 4,900.8 72 4,898.4
=5,000 4,976.6 72 4,970.9
=10, 000 10,065.2 144 9,941,9
12,500 12,656.8 186 12,654.2
=15, 000 216 14,912,.0
=30, 000 432 | 29,825.7
=38, 000 37,963.3 558 37,862.6
~60, 000 864 59,651.4
=120, 000 1,728 119,302.7

* in comparison with known standards
** by MALDI the average value of three experimental

measurements

The measurements were carried out with the aid of MALDI mass
spectrometry (MS), gel permeation chromatography (i3P) or

polyacrylamide gel electrophoresis (PAGE).

As evident from

the MALDI mass spectrum (Fig. 4), the correspondiny compounds
for n = 60, and especially where n = 72, are preseat is

clearly larger concentrations than all others.
masses determined by this method correspond with very good

accuracy ton

as s = 10- or s

60 and n
the hydroxy-pyran oligomers.

= 12-fold self-associates of the
cyclohexameric basic unit {com-(C302H)g)g.

Thz molar

72 in the formula com- (C302H) of

These compounds can be
considered either as cyclooligomers with n = 60 or n = 72 or

The physico-

si gnal



of the transm ssian. power, and sanpl e-hol ds the detector out put
vol t age Vdet durihg;ghe "of f" period of the transm ssion. In this
way, the sanple hokdicircuit 87 10 supplies the detector output voltage
Vdet as a hold i+“z.vol tage Vh. The detector output voltage Vdet and the
hol d vol t age \Woarrssant ered i nto-a subtractor 88, and PAVEPMI05¥6C e
Vout of the subtraction of the latter frﬂgl the former is supplied to
t he output termnal 89 of the 15 high equency detecting circuit 8A
Thi s high frequency:® detecti on out put voltage Vout is linearly .
proporti onal td.the voltage | evel Va duri r|od of . th

RF signal . Chemlcal ?Wg'fgﬁﬁ rBFCPﬂbccﬁﬁ%Rﬁﬁ ?pﬁﬁee%l RS varles
20 during tfunmiﬁﬂgbgﬁut 'and pemr@dgogﬁ)1jmand¥yatﬁreqhembystructural

symmetry which would be explainable for example with a

spher;gal arrangement of 10, 12 or more com- (C302H)g units.
A saﬁaﬁ ch arrangement with pentagonal or hexagonal symmetry
couldglso explain the neutralization of a large number of
zwitﬁ?%ionic charges.

The experlments with the aid of polyacrylamide gel
electrophore31s (PAGE) have shown a strong band in the region
of M ='5 kD and optionally further lines at the molar mass

1esof ca. 10 kD, 12.5 kD, 15 kD, 30 kD, 60 kD and 120 kD.
These:correspond with acceptable accuracy to the degrees of
ollgbmerlzatlon n = 72, 144, 180, 216, 432, 864 and 1,728.
Strangely enough, these numbers represent particular
multlples of the numbers 6 and 12. With a 16.5%

polya mylamlde concentration of the gel, the strongest band
by fariis present in the range M =~ 5 kD. However, if the same
sample’ is applied to a different gel, for example with lower

icrylamide content, the main band can appear at a two-
},ieater region {~ 10 kD). This anomaly is explained by
"'ic association-dissociation equilibria of the active

Assoc;ation Equilibria and Membrane Transport

Thef‘nventor has also determined particular anomalies in the
dialy51s and ultrafiltration of the compounds with higher
molecular weight. After a certain dialysis time, the larger,
normally non-membrane permeable active substances were
detectable on both sides of the membrane. The explanation
for. t'ls is that the higher associates according to the
foltfw1ng equation 1 dissociate into smaller membrane
permeable forms and these reconstitute the larger self-
asspglates in the outward dialysate. After longer dialysis
timééfﬁn equilibrium develops on both sides of the membrane.




signal Vin under the influence of forward voltage Vf of t he detecting

di ode D11 with tenperature fluctuation. However, since the
tenperature fluctuation between the "of f" period and the i medi ately
followi ng "on" period 25 is extremely small, the detector output voltage

Vdet and wo ®Ass3kol d vol tage Vh supplied to the subtractpeqmpssoskér be
20

{com- (C302)n}s <> {com-(C302)plg-p + {com-{C302)plp (1)

wherein s = 2, 3, 4, 5, 6, 10 or 12 as well as a multiple of
these numbers and p < s. The equilibrium between a simple
cyclooligomer and its multiply associated derivatives with a
higher molar mass is dependent on numerous factors or can be
influenced for example. by the nature of the solvent, the pH
value, the concentration of the alkali metal and other ions,
the temperature and the conjugation with other substances
present in the solution. The equilibrium {1) enables
penetration of active substances according to the invention
with larger molar mass into the intracellular space which are
normally blocked to this access. In the external membrane
space, the active substances according to the invention can
be present as larger com- {C302)p compounds. Through
dissociation according to equation (1), these active
substances can pass through the membrane and thus arrive in
the internal membrane space where they re-form the larger
compounds by association.

fm |

{com- (C302) ) s |E | {com- (C302)nts
Im |

1 IB | 0

IR |

com- (C302)y  -—=—-— A———me- > com- (C302)n
In |
B |

external membrane space . internal membrane space

Due to their stability, the larger self-associates can also
serve for the physiological storage and the transport of
active substances and thus reach the location of the
pathological manifestation. They display their
bioregulatory, therapeutic effect there as such or conjugated
with other active substances. A “masked” membrane transport



- 10 - regarded as being detected under a common tenperature

condi tion. Since the subtraction of the voltage Vh from t he vol tage
Vdet by the subtractor 88 cancels the variant contained in. the voltage
Vdet due to the tenperature 5 fluctuation of the diode D11, the

det ecti on out puMo 97/25333 vol t age Vout faithfully represents thePGHERSYESST evel
Va of the high frequency signal Vin In the above-descri bed

hi gh frequency detecting _ Circuit 8A€1the detector 83 includes a

smoothing circuit 10  conprised of & capacitor Cl1 supplied with the high
frequency signal Vin, the detectin | od 11 copnect ed . 0N ries to
t he capacitor°élf,m@?ﬁﬁé??ofgp?ﬁ@Fébi¥(fﬁ%?QanceO? ¢an Be carriedodt
according to the invention in such a manner that this
substance is “hidden” in the cylindrical inner cavity of the
active substance.

Spectroscopic Characterization

In general, the molecular spectra of the active substances
according to the invention are relatively band-poor which
coincides with the high symmetry of the corresponding
structures. The infrared spectrum taken in KBr pellets (Fig.
S) demonstrates several characteristic absorption bands at
3500-3000 cm~l, 1680-1620 cm™1, 1400-1385 cm™1, 1210 cm™1,
1100 cm~1, and between 830-600 cm~l, whereby the strong band
at 1660 cm~l is interpreted as a “ring breathing frequency”
of the 4-pyrone ring. The absence of an IR absorption band at
1720 cm~l make a 2-pyrone structure improbable.

The strongest absorption maximum of the UV-VIS spectra lies
at ca. 190 nm with shoulders at ca. 220 nm and 265 nm (Fig.
6). As evident, instead of the expected strong absorption of
the conjugated double bonds at ca. 320 nm, only a weak, non-
specific sloping absorption from 240 to 400 nm is present.
However, the inventor found for some adducts fluorescence
emission in the range of 400-450 nm produced by excitation
radiation at 310-340 nm. This can indicate that a stronger
but symmetrically forbidden transition is present.

Analytical Reactions

The active substances of the formula com-{C302)p can be
identified by a positive reaction with antimony pentachloride
or with the Liebermann-Burchard reagent in thin layer
chromatography. Silica gel-60 ready-to-use plates (Merck)
and a elution mixture of

l1-propanol:ethylacetate:and 20% acetic acid in the ratio
60:10:30 are used for the separation. As a spray reagent, a
saturated antimony pentachloride solution in carbon



and a choke coil L12. At the output end of the choke coil L12 is
generated a D.C. voltage Vd proportional to 15 the voltage Va. This D.C

voltage Vd is anplified by a DC anplifier conprised of resistors R13
and R14 and an arithnetic anplifier AVWP1l1l to becone the detector

out put voltageoveshss If the voltage level Va is suf fi chepkpokosiseat er
than the forward voltage Vf of the 20 diode D11, the detection of the

hi gh frequency signal by the detec®®r 83 will be linear, and give a
det ect or out put vol t agé Vdet substantially proportional to the voltage
Va. However, if the voltage Va is equivalent to or |ess than 't he

det ect or out piRtrpGhdggddeder  a deddmeorthy Rheacolbic pnhwsirérleggngi £ ml
greatly devi adiondentratiedesul fyrin arxdeodnt 20 ml ahséhecen@rhlanvealist yséd. t he
forward Char%ﬁéé&? %b&%y?ﬁg, the plates are heated ca. 10 minutes at 120°C
and examined in UV light at A = 365 nm. Fluorescing spots
indicate the presence of the active substances according to
the invention.

The active substances in the form of their amine adducts
exhibit a positive ninhydrin reaction which can be used for
their analytical detection or a spectrophotometric assay.
Since this reaction is also exhibited by most amino acids and
peptides, the analytic use is only suitable after a
chromatographic separation. For a thin layer chromatography
separation, silica gel-60 ready-to-use plates (Merck) and a
mixture of l-butanol:ethanol:water in the ratio of 50:30:20
{(v/v) is used as an eluent. As a spray reagent, 0.1 %
ninhydrin solution in ethanol which additionally contains 2 %
(v/v) glacial acetic acid and 0.5 % (v/v} sym-collidine is
used. Yellow spots in the Rf region 0.32 to 0.45 indicate
the presence of some active substances according fo the
invention. '

The hydroxy-pyran group of the active substances according to
the invention exhibit a slightly positive phenol reaction
with the Folin-Ciocalteu reagent and this can be used for an
identification. Since the known Lowry method for protein
determination is also based on this reaction, a
chromatographic separation from proteins or phenolic
substances must be conducted first.

For an analytical separation according to molecular size of
the substances according to the invention, the HP-GP method
(high performance gel permeation chromatography) is used.
The separation is carried out, preferably in a TSXK G-2000 SW
{Toso-Haas) column 600 x 7.5 mm with 50 mM borate buffer
solution (pH = B.1) as an eluent. The molar masses of the



t he detecting diode D11, resulting in a narrowed dynam c range. In the

detector 83, a bias current |b substantially corresponding to the
forward voltage of the detecting diode D11 is fed to the diode D11 to
all eviate the non-
WO 97/25333 : PCT/EP96/05867
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active substance components in the mixture are established by
means of the measured retention volumes (Fig. 7) with the aid
of a calibration diagram (Fig. 7A). Polyethylene glycol
standards with known molecular weight are used for the
calibration curve.

For a chromatographic separation according to polarity of the
components, the HPLC method with reversed phase is used,
preferably with a Nucleosil 5 C;g column (Macherey Nagel) as
a solid phase and with a, preferably 10 to 20 %, acetonitrile
gradient in water as an eluent.

It is characteristic for the pyrylium salt derivatives
according to the invention that they exhibit the known
analytical reactions of the counter ions, for example the
precipitation of the halogenides with silver ions or the
sulfate ions with barium.

The active substances according to the invention exhibit a
highly sensitive cross-reaction with the antibodies of
cardiotonic steroid glycosides such as ouabain, digoxin and
others. Since these organic compounds are not immunogenic as
such, they are first chemically coupled to larger protein
molecules such as BSA or avidin. By several fold
administration of these conjugates to rabbits, the specific
anti-ouabain or anti-digoxin antibodies are obtained. The
cross—-reaction of these antibodies with the active substances
according to the invention is examined with the methods of
enzyme-like immunoassay ELISA or radioimmunocassay (RIA).
These techniques permit a highly sensitive assay of very
small amounts of active substances (pg range). The assay in
the human body fluids can be disturbed by the presence of
cardiac glycosides which are only present in a specific
medical treatment of heart diseases.



5 linearity. To the diode D11, the bias current |Ib flows in the

direction froma positive bias termnal 82 to a negative bias termna
85 via a resistor Rl11, choke coils LIl and L12, and another resistor
R12. The bias current - Ib initially sets the bias voltages +Vb and -Vb
and the 10 wesisBmnces of the-resistors R1I1 and Rl12 SO aspiioEro60ss6E

the D.C. voltage fed to the non-inverting termnal of the differenti al
anplifier AMP11 during the "off" period % t he hi gh frequency signal
Vinto O V. The D.C. voltagé Vd -need not be initially set to 0 V, and

Is variable with 15, tequrature fluctuation after the initial setting.
I n the dBEcREbIvBFURRLanCes| AGCPRALRY & dhe divepsiep tpE larger
det ecti ng di onel®f Imagde Mon-2.ion&a; i exhilhit hotfablwaspecific eéa¢Bidmy i Stic

of the diode PIiyCapmbtoddfiMised TRese immunospecific precipitation
reactions with human or animal immunoglobulins are examined
spectrophotometrically and by the Ouchterlouny method in
agarose gel or by immunelectrophoresis according to Laurell.
The notable difference between reactions with immunoglobulins
from normal or from pathological sera enables the application
of these reactions in the diagnosis of wvarious
immunopathologies.

O-alkyl and O-acyl Derivatives
Through the binding of inorganic or organic molecules of
residues, designated by R, to the oxygen atoms of the basic
frame, inorganic and/or organic derivatives or conjugates of
the general formula:

com- (C302) n* Ry,

are formed, wherein R = an inorganic or organic molecule
and/or an organic residue, preferably methyl, ethyl, acetyl,
benzyl, and m £ 2n.

Production

According to the invention, carbon suboxide, which as far as
it is concerned can be produced by known methods, can be used
as a starting material for the synthetic production of the
macrocyclic substances according to the invention.

According to the invention, C302 purified by fractional
distillation is photochemically converted into tke
cyclooligomeric derivatives or by use of suitable auxiliary
agents. The synthesis of carbon suboxide is carried out in a
known manner by two-fold water elimination from smalier
dicarboxylic acids such as malonic acid or its derivatives
under influence of phosphorous pentoxide and/or by heating.
However, in this method the formation of the undesired



give a broad dynam c range. 20 In the high frequency detecting

circuit 8A the sanple hold circuit 87, which is supplied with the
detector output voltage Vdet fromthe detector 83 via t he
intermediate termnal 84, is provided with an anal og switch S21 which
turns on and VO 9RS3BEsponse to the 25 control signal ConPCYERR&053§2
control signal input termnal 6, a géfferential anplifier AVP21
havi ng a -

amorphous polymeric carbon suboxide develops. 1In contrast to
this, the inventor has established that a thermal dehydration
of the acid or its esters carried out in an aprotic solvent
is much more suitable for the formation of the active
substances according to the invention. According to the
invention, the acid or the corresponding derivative is
dissolved in an aprotic solvent, preferably dimethylformamide
or acetic anhydride, by heating and stirring. The mixture is
heated to 120-150°C, whereby the formation of C30; already
appears after a few minutes. For the conversion of the
carbon suboxide produced in this manner into the
cyclooligomeric active substances according to the invention,
a photochemical activation is applied -and/or suitable
auxiliary agents are added according to the invention. Those
substances which act as a type of template for the formation
of the macroring structure were found as effective auxiliary
agents. Preferred are stable salt compounds of those ions
whose radius corresponds to the internal cavity of the com-
(C302) g macroring, internal diameter 2.9-3.1 A. Preferred
ions are rubidium (2.94A), potassium (2.66A), ammonia (2.86A)
and fluoride (2.72A).

The inventor found that some enzymes, preferably those
belonging to the class of the "Polyketide sythases" (PHSs)
can be applied to synthesize the inventive cyclooligomerised
and macroring closed derivatives of the carbon suboxide.
Several carboxylic acid derivatives, preferably of malonic
acid, preferably as malonyl-coenzyme A were applied. This
malonyl coenzyme A can be readily prepared from acetyl-
coenzyme A and CO2 in the presence of biotin.

According to the invention, the inventive bioregulatory
active substances can also be isolated from the side-products
of some large-scale products starting from carbon monoxide.
The inventor has surprisingly found that several known
organic synthetic products whose industrial manufacture



- 12 - gain 1 and receiving a signal fromthe swtch S21 at its
non-inverting termnal (the output termnal is connected to its
inverting termnal), and a capacitor C21 inserted bet ween. t he
non-inverting termnal and ground. The switch 5 S21, when the control

si gnal Cont wo w2833 corr espondi ng to the "of f" peri odkcofepbénsséri gh
frequency power anplifier output), feeds the detector output voltage
Vdet to the anplifier_AWP21, and2§UppIies the voltage Vdet to the
subtractor 88 in the formof a hold -woltage Vh. Meanwhile, 10 when the

control signal Cont_is on (corresponding to the . .
starts from carbon monoxide or from synthesis gas can contain

low but detectable amounts of the active substances according
to the invention. This can be explained with a low carbon
suboxide content of CO and the synthesis gas. In order to
increase the extremely low contents of active substances
according to the invention in these large-~scale products,
fractiocnal distillation methods are applied. 2 to 60
parts(“parts” signifies “parts by weight” as long as nothing
else is given), preferably 20 parts, water or aqueous buffer
solution is added to 100 parts of the starting material,
preferably industrial methanol produced from synthesis gas,
and the methanol is at first distilled off from this mixture
by application of a distillation column. The remaining water
phase exhibits an increased content of the active substances
according to the invention. By multiple repetition of the
distillation with addition of fresh methanolic phases, a
considerable concentration of the active substances according
to the invention is obtained. The active substances
according to the invention are isolated from this solution
by application of fractional distillation or by absorption
on solid phases, preferably charcoal or reversed phase
silica, and desorption with the aid of sclvent mixtures,
preferably water-ethanol.

According to the invention, the inventive active substances
are alsc isolated from plant extracts, plant cell cultures or
from bacterial cultures. Numerous plant species were
examined in which the active substances according to the
invention are not present as such, but instead, as undefined
conjugates of others, preferably toxic, plant components.
Preferable crude material sources are those plant species
which contain toxic components such as alkaloids cr
cardiotoxic glycosides. Furthermore, plant species with a
relatively high content of saponins or tannins also offer a
suitable starting material for the isolation of the active
substances according to the invention. Roots, rootstocks,



"on" period of the high frequency anplifier output), the anal og
switch S21 opens with the result that the detector out put voltage
Vdet is stored in the capacitor C21 as the hol d vol t age Vh.
Therefore, throughout the "on" period, 15 the anplifier AMP21 keeps on
suppl yi ng as weotmsbs vol t age - Vh the detector output POTERSE@SEEet of
the i mmedi ately preceding "off" pe Bod to the subtractor 88. Thus,

t he hold voltage Vh fromthe sanplé hold circuit 87 is always
substantially equal to the detector output voltage Vvdet 20 of the "off"

period, and its value is updated in eve on/ of f _cycl e. of the.control
vol tage Cont. Stems, leaveg;,baf eoﬁbﬁﬁ%‘g%&%rﬁl}?e&°§55#3%§ 79 éﬁlaglg'rrﬁreﬁ%es a
differential asplthies WwMR3 arendnittatedrby R lug3formation RIB & kpoRB4.
The detector oytput vold ags e/gql BEOPLIRE sAfrcesdetector 83 via the

intermediate termnal 84 is fed to

When the production of small molecular carbon suboxide
derivatives, preferably com- (C302)pn, is desired, the
following method is applied according to the invention: 10
parts extraction agent, preferably 30 % of an alcohol-water
mixture, is added to 1 part dried plant material de-fatted
with hexane and macerated for 24 hours under light heating.
The process is repeated several times, preferably 2-3 times,
and the combined alcoholic extracts are concentrated. The
concentrated tincture is boiled after addition of an acid,
preferably acetic acid or hydrochloric acid, in an amount
from 0.01 to 5%, preferably 1%, with respect to the'tincture
and maintained for a short time, preferably 10-30 minutes, at
80-100°C. The cooled solution is neutralized with a base,
preferably NH4OH, and treated with 1 to 20 parts, preferably
5-10 parts, charcoal per 100 parts liquid. The filtered
charcoal is washed again with water and filtered. The
charcoal dried under vacuum is treated with boiling
extraction agent, preferably 1:1 ethanol-water, and the
process is repeated 2 times. The solution of the active
substances according to the invention obtained in this manner
is stable and suitable for long-term storage. The combined
solutions can also be concentrated and freeze-—dried. The
purification of the solid residue occurs by repeated
recrystallization, preferably from alcohol-ether mixtures.
The adducts isolated in this manner are stable for long-term .
storage.

When the production of high molecular cyclooligomeric carbon
suboxide compounds is desired, the following method is
applied according to the invention: 5-20, preferably 8,
parts methanol are added to 1 part per weight dried plant
material de-fatted with petroleum ether and macerated for 1



the non-inverting termnal of the anplifier AMP31l via
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the resistor R32, while the hold voltage Vh fromthe

sanple hold circuit 87 is fed to the inverting term na
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to 36, preferably 16, hours with light heating. The process
is repeated several times, preferably twice, and the combined
extracts are concentrated. The concentrated solution is
incorporated into a water miscible, organic solvent,
preferably acetone or ethanol, in a ratio of 1:20 to 1:2,
preferably 1:8. The precipitate formed is separated by
filtration or centrifugation and dissolved in min:mal amounts
of water or a buffer solution. The entire process is '
repeated 1-5 times, preferably 2 times. The crude product
obtained in this manner' is dissolved in a minimal amount of
water alkalinized with a buffer of pH 9-10.5 and subjected to
a dialysis against distilled water alkalinized with a buffer
of pH 9-10.5 by using membranes, preferable with an exclusion
limit of 3 kD. After a longer dialysis time, preZerably
after 3-4 days, with several replacements of the external
membrane water amounts, the internal membrane solution is
filtered, carefully concentrated and freeze-dried.

According to the invention, neutral absorbents or ionic solid
prhases, such as resins, gels or modified polysaccharides with
ion exchange function are employed for the isolation of the
inventive active substances of different molar mass. Due to
the zwitterionic character of the active substances according
to the invention, anionite - as well as cationite - or mixed
bed exchange phases can be applied. At first, the extracts
of vegetable or other origin are treated with the ion
exchange phase. After the'components are bound to the solid
phase, the column is generocusly washed with an excess of
neutral or weakly acidic eluent, preferably water or a buffer
solution, until no customary contents (carbohydra-es, amino
acids) are detectable in the eluate. The desorption from the
cationite phases occurs by using diluted mineral acids,
preferably hydrochloric acid, or organic acids, preferably
formic or acetic acid. The release of the active substances
according to the invention bound to the anionic paases or
mixed bed phases occurs by diluted alkali, preferably 0.1-0.3



of the anplifier AVMP31l via the resistor R31. The anplifier AMP31
subtracts the hold voltage Vh fromthe detector 5 out put vol tage Vdet,
and supplies the detection out put vol tage Vout to the output term nal
89. During the "off" period of the high frequency signa

Vin, the det ex@9725883put vol t age Vdet is at the |evel of PCT{EPE6/R8¢7ect i on
vol tage of said "off" period, and the hoég 10 voltage Vh also is at the

| evel of the detector output_ vol tagé”of said "off" period, so that the
detecti on out put vol tage Vout is zero. Meanwhile, during the "on"

peri od of t.he high frequency. signal - [ { ect.or. out put '
vol t age Vdet &oltaﬁalam&gpﬁ.gg Py B%Bﬁ%b‘ﬁ%&l\q é_’x%gggké%ﬁlg"g‘q %&e Vh, which
is equal to thiestersdvor fsomprevensedhaagetsidiica occuxhaityf solgentsd

i medi atel y prgcadi-ngiyhattholetR@idDhbr aqueous acetonitrile.

According to the invention, the desorption from the neutral
phases, such as silica gel, polyamides or various
polysaccharides, occurs by using 0.2-5%, preferably 1.2%,
sodium dodecylsulfate (SDS) solutions or from 1 to 12 molar,
preferably 8 molar, urea solutions.

According to the invention, the separation and purification
of the active substances of different molar mass according to
the invention occurs with the aid of gel filtration or by
membrane dialysis and ultrafiltration. For the separation of
the active substances according to the invention according to
their molecular sizes, gel chromatography is used with the
aid of synthetic solid phases, preferably with Sephacryl 200,
Sephadex LH-20 or TSK HW-60. As an eluent, weakly basic
buffer solutions, preferably ammonium acetate or ammonium
bicarbonate or a 0.01 to 0.3 molar, preferably 0.15 molar,
NaCl or KC1 solution,-aré used. With these separation
methods, the compound with higher molecular weight is first
eluted and the smaller compounds such as com-(C302)¢ or com-
(C302) 10, later flow out of the column.

According to the invention, several conjugates which are
formed from the active substances according to the invention
with vegetable components can also be directly isolated.
These mostly sticky, yellow-brown colored conjugates can be
precipitated from the concentrated methanolic plant extracts
by application of organic solwvents, preferably acetone of
diethyl ether. By several, preferably 3 to 5, repetitions of
the precipitation, the conjugated obtained in this manner are
relatively uniform. According to the invention, the
following salting-out method can be used for the inventive
cleavage of the conjugates. The conjugate is dissolved in



and the bal ance of this subtraction beconmes the detection out put

vol t age Vout.
voltage 20
"on" period

Si nce, as described above, the detector output
Vdet of the "off" period is subtracted fromthat of the
n the high frequency detecting circuit 8A, t he i nfluence

of any vari awamsv2s33t he forward vol tage Vf of the detmairpogosgsode D11
due to tenperature fluctuation can _be al nost conpletely cancell ed.

As, NMNbreover,

the 25 detector 83 requ??es only one diode, which is for

t he det ecting purpose, the manufacturing cost can be reduced

water in which an inorganic salt, preferably ammonium
sulfate, in an amount of 5 to 50% {(w/w}, preferably 15%, with
respect to the final solution is additionally dissolved. An
organic solvent, preferably n-butanol or 2-propanol, is
incorporated into this solution and this is intensely shaken.
The phases are separated and the process is repeated 2 to 5
times, preferably 3 times, whereby the pH value of the
aqueous phase is adjusted with an acid to 1. After a further
cleavage process according to the invention, the conjugate is
dissolved in water, the pH value is adjusted to pH 10 with
ammonia and the solution is stirred into a chlorinated
solvent, preferably dichloromethane or chloroform, in a ratio
of 1:0.5 to 1:6, preferably 1:2. The very stable, foamy
emulsion formed by powerful shaking is separated and the
organic solvent is removed therefrom under reduced pressure.

The active substances according to the invention can also be
isolated from bacterial starting materials. For this,
bacterial cultures of various types, preferably BCG (Bacillus
Cualmette-Guérin), Corynebacterium parvum or Escherichia coli
can be used according to the invention. First, a physical
treatment, preferably ultrasound treatment, and a hydrolysis
by application of diluted mineral acids, preferably
hydrochloric acid, is carried out. The filtered aydrolysate
is optionally neutralized and applied to a solid phase,
preferably normal or reversed phase silica gel. The solid
phase is treated with various neutral elution agents until no
amino acids, carbohydrates and other simple hydrolysis
products are detectable in the eluate. The desorotion of the
active substances according to the invention occurs with the
aid of diluted alkali, preferably with 0.1 to 0.2 molar
ammonium hydroxide or with methanol or aqueous ethanol or
acetonitrile for the reversed phase.

Animal tissue and tissue fluids can contain small amounts of
the active substances according to the invention as



- 14 - conpared with the prior art described earlier, in which
unevenness of the forward voltages Vf of two di odes shoul d be taken
into account. It is also nade possible to prevent the deterioration in
the detecting accuracy of 5 the high frequency signal |evel attributable
to tenperatur a¥0 9725333 | uct uati on, which is inevitable in a cRGWER?6/0%887 ng

t wo di odes. Furthernore, as adequatge operating rates can be

ensured for the sanpling-hol ding action of the detector

undefined conjugates. According to the invention, an organic
extraction of the tissue of the carefully freeze-dried
organic fluids, preferably urine, is first carried out. The
active substances according to the invention are isolated and
purified from the concentrated organic extract by using
selective affinity chromatography methods. For this purpose,
a known cardiac glycoside, preferably ouabain or hellebrin,
is covalently bound to a solid phase, preferably Sepharose.
This affinity phase retains the active substances according
to the invention from the concentrated crude material
solution. After multiple washings of the column with weakly
acidic or neutral buffer solutions, the compounds according
to the invention are released with the aid of alkaline buffer
solutions.

Bioregqulatory applications

The inventor has found that the active substances according
to the invention effectively control the activity of the
Nat,Kt-ATPase enzyme which is also known as the sodium pump.
.This widely distributed enzyme regulates the extra- and
intracellular concentration of the most important alkali
metal ions by so-called active membrane transport. The energy
necessary for this is delivered by the hydrolysis of ATP,
which is directly coupled with the activity of this enzyme.
The active substances according to the invention are capable
to control the complex activity of this enzyme. The
direction and intensity of this control is dependent on the
concentration and on the molar mass of the active substances
according to the invention. The nature and concentration of
the alkali metal ions present and the other inorganic ions
can substantially influence this controlling effect. With
the addition of the active substances according to the
invention to an erythrocyte suspension, an increase of the
extracellular Na concentration, i.e. an activation of the
sodium pump, was observed. In contrast, an inhibition of the
Nat,Kt-ATPase enzyme was establislied in vitro and with



out put voltage Vdet and the operation to subtract the 10 hold voltage Vh
fromthe detector output voltage Vdet, t he detection output voltage
Vout can be obtained with a high fidelity and in quick response.
Therefore, the hi gh frequency detecting circuit 8A can effectively
serve awd ressat put | evel -control circuit of the powerpcapbésdsser 15
for a high speed transmtter of the TDVMA/ GSM system

Incidentally, a circuit including the s¥mple hold circuit 87, the
subtractor 88, and the snoothing circuit and the D.C. anplifier of
the detector 83 is available in an integrated formas part of the
pPC3593 t ype nagtizglar( gapeererations pIiNtbecacpbyat swhstansiepo of)spadler The

use  Of ndliay hWas@ndcdosdinyito itk ydveatibg. hi gh frequency
.detecting circuit 8A nakes it possible to control the transm ssi on

power of the transmitter, which has a nmaxi num
A reduction of the toxic side-effects of ouabain or of other

cardiac glycosides was also observed when the active
substances according to the invention were applied together
with these glycosides. With the addition of the active
substances according to the invention in a molar ratio
between 0.02 to 2 /1 mol glycoside, preferably 1:1, the LDgg
value of hellebrin was considerably higher which signifies a
decrease of the acute toxicity. Furthermore, as was
experimentally established, the active substances according
to the invention are capable to control the activity of
several other essential enzymes, for example collegenases,
hyaluronidases, phosphokinases and other enzymes. According
to all indications, the active substances according to the
invention are useable as endogencus ligands of ths Nat,K¥-
ATPase enzyme.

Immunoregulation

The inventor has found several immunoregulatory actions for
the substances according to the invention. These mechanisms
can also partially be explained with the above described
control of the Nat,Kt-ATPase because this enzyme
substantially participates in a large number of immunological
processes.

Furthermore, a new immunoregulatory effect of the active
substances according to the invention is achieved in that
these have a specific affinity for the Fc receptors. These
receptors are anchored on various immunocytes and their
occupation or non-occupation plays a fundamental role in the
control of activity of these cells. 1In clinical tests, the
active substances according to the invention led to a
considerable suppression of the activity of pathologically
activated killer cells (K cells) and other lymphocytes in the



power output of 8Wand whose out put can be set at any of 25 16 | evel s

(FIG 1), with a tolerance of 1 dB within the t enper ature range of
-30[err]Cto +85[err]C
15 -
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antibody dependent cellular cytotoxicity (ADCC). 1In
contrast, the activity of natural killer cells (NK cells) in
the spontaneous cellular cytotoxicity (SCMC) was differently
influenced by the active substances according to the
invention: with rheumatic patients, the pathological over-
stimulated spontaneous cytotoxicity is clearly suppressed.
With health test persons, the spontaneous cytotoxicity was
only insignificantly influenced. Therewith, the clinical
data prove that, by a supﬁression of pathological
autoaggresive processes, the active substances according to
the invention are suitable for a causal rheumatic therapy or
for prevention of tissue or organ graft rejection. It is
important to note that all of these effects were obtained
with uncommonly small amounts of active substance in the
range of pg/kg. On the other hand, the toxicity of the
compounds according to the invention is extremely low.
Therewith, the most important pharmacotoxicological
prerequisites are fulfilled for human therapeutical
applications according to the invention. The rheumatic
therapeutic use of the active substances according to the
invention offers an additional clear advantage. The small
cyclooligomer com-(C302)p preferably with n = 6 and its
adducts exhibit an uncommonly strong analgesic and
spasmolytic effect. The analgesic and spasmolytic effect
appearing immediately after a local administration offers an
important advantage for rheumatic therapy applications. The
quickly appearing relief from pain and spasmolysis are
maintained long-term by the re-establishment of normal
immunoregulation. The active substances with larger
molecular mass according to the invention are capable to
exert a notable non-specific effect which mimics
immunostimulation. This was unequivocally confirmed in
animal experiments with bacterial infections. The animals
treated with active substances had considerably longer
survival rates with lethal Pseudomonas aeruginosa doses than
the animals in the control group.



Referring nowto FIG 4, a high frequency detecting circuit 8B, which
Is a second exanple of the high frequency detecting circuit 8 in the
transmtter of FIG 1, realizes the sanme functions as those of the
above-described high 5 frequency detecting circuit 8Awith a digital

circuit wa(@psmpt for the detector 83). In this high freeu@o6ksss7
detecting circuit 8B, the high frequency signal entered into the high

frequency i.nput termnal 81 is turned ib t he detector output
vol tage Vdet by the detector 83, and 10 further. converted into a digital
det ect or out put voltage Vdet| by an anal og-to-digital (A/D) converter
91. The digital detector output voltage Vdetl is entered into a

regi ster 95 fohesbipteq@lattrhalcting blBstaitds AcRdivg to the€adi ng edge

of the "on" p?ﬁbggtf%ﬁ égﬁiﬂé’iaﬂinﬁgQEEQE either separately as pure
substances or as substance mixtures or in the form of
pharmaceutical compositions, whereby the latter named can
comprise one and/or several pharmaceutically safe adjuvants
and/or carriers aside from the substances according to the
invention. As these substances, 0.9% sodium chlcride
solution, 1 to 5% glucose or fructose solution,
carboxymethylcellulose, potato starch, lactose, lanolin,
mannite, magnesium stearate, 1,2 propyleneglycol, glycerin,
cetylstearyl alcohol, nipagin, sodium lauryl sulfate and

- talcum may be named. Optionally, still further

therapeutically active substances or adjuvants can be added
to the pharmaceutical compositions produced in this manner.
These galenic formulations include all those formulations
which are suitable for parenteral, intramuscular,
intravenous, subcutaneous, peri- or intra-articular
injections, a peroral application such as by means of
tablets, capsules or drops, or an external application such
as by means of ointments, creams, gels or suppositories.

The present invention is illustrated further in the following
examples.

Example 1
Synthetic production from carbon suboxide

hv/RbF
CHy (COOH]) 2 C302 com- (C302)

In a glass reactor which is équipped with a reflux water
cooler, 15 parts malonic acid are dissolved in 80 parts
acetic anhydride by heating with an oil bath (80°2) and
stirring. 1In an extension of the reflux cooler, two further
dry ice cooling traps are connected in order to collect the



15 signal Cont fromthe control signal input termnal 6. A

sanpl ed-hel d hold voltage signal Vhl is inputted to the m nus
termnal of a subtractor 93. The subtractor 93 is supplied with the
di gital detector output voltage Vdetl at its plus termnal, subtracts
the hold voltageowesgsmal 20 Vhi fromthe digital detector PCH/ERPSHOSESTt age
Vdet!l, and supplies a differential yoltage signal, which is the

bal ance of t-he subtraction, to a dlgltal3¥b anal og (EYAQ converter

94. The DA converter 94 converts the - differential voltage si gna

t I d det Vi |
Lor i nal 80 " azisiRnoTel S s porpEPRgs . e dhe BARLEES éuéﬁbérac 4 Pos

is dissolved, 0.2 parts rubidium fluoride are added and a
photochemical irradiation is carried out with a 250 W sun
lamp. An increase of the oil bath temperature results up to
130-150°C and the reaction mixture becomes increasingly
darker brown. The carbon suboxide which is volatile under
strong vacuum and its derivatives are condensed in the traps
cooled with dry ice and acetone. The condensate is purified
by fractional vacuum distillation. The active substances
obtained in this manner are purified and analyzed by known
chromatographic methods.

Example 2 -

Isolation from Industrial Methanol

250 parts 0.1 molar ammonium acetate buffer solution of pH 9
are added to 1000 parts methanol produced from synthesis gas
and the methanol is first distilled off from this mixture by
application of a distillation column. 1000 parts methanol
are again added to the remaining water phase and the
distillation of the methanol is repeated 3-4 times. The
water phase remaining in the end is carefully concentrated
and treated with charcoal. 50 parts of the charcoal
separated by filtration and dried in air are treated with 400
parts water containing 80% (v/v) ethanol at 80-90°C and warm
filtered after 30 min maceration. The extraction is repeated
2 times. The combined ethanolic extracts are carefully
concentrated and freeze-dried.

Example 3

Isolation from Helleborus species

Parts of dried and coarsely minced root and rootstock of
Helleborus purpurascens (family Ranunculaceae) are de-fatted
with 120 parts hexane and subsequently pre-extracted with 80
parts methylene chloride. After removal of the extraction
agent, the dried residue is macerated with 200 parts water
containing 30% (v/v) ethanol during 24 hours at room



- 16 - and the D/A converter 94 are supplied with a conmon cl ock

CLK froma clock input termnal 92. The register 95 and t he
subtractor 93 respectively operate in the sanme ways as the sanple
hold circuit 87 and the subtractor 88 in 5 the above-described high
frequency dewweabtpsmscircuit 8A. Thus, the detector owtpabogiRsdage

Vdet!| during said "off"
. 36

temperature. The extraction is repeated twice and
subsequently the combined extracts are filtered and
concentrated under vacuum. 250 parts of the extract obtained
in this manner are added to 3 parts concentrated hydrochloric
acid and heated for 20 minutes at 95°C. After the
neutralization, the solution is treated with a little
charcoal and filtered. The filtrate concentrated under
vacuum is poured into the 8-fold volume acetone, ithe
centrifuged precipitate is dissolved in a minimal amount of
water and repeatedly precipitated 2~3 times with acetone.

The precipitate is dissolved in minimal 0.1 molar sodium
chloride solution and the solution is led over a gel column
filled with TSK HW-60. The elution occurs at a flow rate of
5 em/h with 0.125 molar ammonia solution in water, which also
contains 10% (v/v) 2-propanol. The detection occurs by
measurement of the optical density at 230 nm.

Example 4 : :

Isclation of the Active Substances from Seeds of Vitis
vinifera )

25 parts dried and ground seeds of Vitis vinifera are added
to 150 parts 0.5 molar borate buffer with ﬁH = 8,6 and heated
and macerated for 30 minutes at 90°C. The filtered solution
is concentrated and poured intoc the 8-fold volume of cooled
ethanol under stirring. The precipitate resulting thereby is
centrifuged and dissolved in a minimal amount of water and
precipitated twice each with the 6~fold amount of cooled
ethanol. The precipitate dissolved in a minimal amount of
ammnonium acetate buffer solution with slightly alkaline pH is
subjected to a separation by ultrafiltration, where membranes
with molecular exclusion limits of 30, 10, 3 and 1 kD are
used. The pH of the fractions separated in this manner is
readjusted to a weakly acidic pH value and lyophilized.



period is subtracted fromthe detector output voltage Vdet | during
said "on" period, and a voltage Va cleared of the influence of
tenmperature fluctuation on the forward 10 voltage Vf of the detecting
di ode D11 can be detect ed. The hi gh frequency detecting circuit 8B,
conposed of wo9rdsgstal circuit conponents except the det eECHEPHRSSdIas
the advantage of readily permtting integrgtion. Referring to
FIG 5, a high frequency detecting 15 Si'r cui t 8C, whichis a third
exanpl e of the high frequency detecting circuit 8 in the transmtter
of FIG 1, receives the high frequency signal Vin at the input
term nal 81, Exampl® tts it with the detector 83 and generates the

det ect or Botive SulistageeV/dgolatihon aftom tRhythdagbavameriszanded 20

circuits 8A and; 8B padtk (d18 dCLB6EL NBr&h B to18EcalBhbkfcana ard hitRdCd3es

of the CIrCUItSa%ﬁéE%ELfﬂB§¥%%ng B?g-f? Eﬁﬁcghd de-fatted with 600 parts
hexane by a treatment lasting 24 hours. At first, the hexane
is pressed off and the plant material is air dried until the
hexane odor is no longer perceptible. The dried plant
material is macerated with B00 parts water containing 5%
{v/v) acetic acid for 4 hours at room temperature and the
process is repeated twice. The combined extracts are
filtered and concentrated under vacuum. 15 to 50 parts
ammonium sulfate are added stepwise to 100 parts of the
aqueous solution and dissolved. The proteins precipitated by
salting-out are removed by centrifugation and filtration. 50
parts l-butanol are given to 50 parts supernatant and this is
strongly shaken. After some time, the organic phase is
separated and the extraction with butanol is repeated twice.
The combined butanolic solutions are back extracted with
water containing 0.1 % ammonia. The agqueous phase is
concentrated under vacuum and purified by gel filtration.

Example 6

Production from Escherichia coli

2000 volume parts autoclaved culture medium which contains 20
parts tryptone, 10 parts yeast extract, 20 parts NaCl and 30
parts agar and is supplemented with the suitable nutritional
additives is inoculated with Escherichia coli strain K-12 in
a dilution of 1:100. The culture is maintained at 37°C until
a saturation density of 2 x 102 cells/ml is attained. The
reaction mixture is exposed to an ultrasound treatment and
heated with 1.0 N acetic acid for 20 min at 90°C, filtered
after cooling and concentrated under vacuum. 150 parts of
the concentrated solution are absorbed on reverse-phase
silica (RP18)for column chromatography (Merck) and the solid
phase is first washed with water containing 2% (v/v) acetic
acid, thereafter with 1000 parts buffer mixture comprising n-



out put vol tage Vdet obtained at the output end of the detector 83 is

directly used as the detection output vol tage Vout. To the negative
bias termnal 85 of the 25 .detector 83 is connected a bias circuit 97,
whi ch supplies a bias current Ib to the detecting diode DI in
accordance wo 97125333 : PCT/EP96/05867

3B
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propanol:ethyl acetate:20 mM borax/borate buffer in the ratio
600:100:300 % {v/v) and washed at the end with water. The
solid phase is washed so long with these neutral elution
agents until no amino acids, carbohydrates and other simple
hydrolysis products are detectable in the eluate. The
desorption of the active substances according to the
invention occurs with acetonitrile, whose excess is removed
by concentration under vacuum. The solution of the active
substances according to the invention obtained in this manner
is concentrated.

Example 7

Isolation from Animal Fluids

10,000 parts porcine urine are freeze dried and the solid
residue is extracted three times with 600 parts methanol.

The methanolic extracts are concentrated to 20 parts. 100
parts cyanogen bromide-activated Sepharosé 4B is treated for
90 minutes with a solution of suitably activated hellebrin
until 80% of the glycoside used is covalently bound to the
solid phase. 10 parts concentrated methanolic solution are
applied to the affinity chromatography column prepared in
this manner and eluted for such a time until no more chemical
compounds are detectable in the eluate. The active substance
according to the invention is eluted from the column by
gradient elution with 0.5 to 0.2 molar formic acid and
freeze-dried. The purification of the active substances
occurs on a column filled with Sephadex LH~20 (Pharmacia).
The active substances are first absorbed onto the column and
eluted with a gradient of 20 to 60 (v/v) % acetone in water.

Example 8

Immunomodulatory Application

The spontaneous cell mediated cytotoxicity (SCMC) of NK cells
was measured by the assay of 9lCr isotope released from the
Kgg2 target cells in a 100/1 to 10/1 effector/target ratio.
In 8 of 10 healthy subjects, the active substance according



- 17 - with the potential difference between the positive bias
termnal 82 and the bias circuit 97. The anperage of the bi as current
Ib is.controlled by a bias current setting circuit 98. During the

"of f" period of the high frequency 5 signal Vin corresponding to the
"of f" period okowmes3sd gh frequency power anplifier outRPEREPISHEB6H| gh
frequency detecting circuit 8C consjdtutes a negative feedback | oop,
and so adjusts the anperage of the bias current Ib with t he feedback
| oop as to set the detection output voltage 10 Vout at a prescribed

rmedt atel y.{ oFPYERRGERYERERDY & uvaten rlie SYHLORITIGTuIEE dliaverage,

circuit 98 conofolls%. The pathological SCMC activity of 16 rheumatic
patients, patologically increased to an average of 141%, was
clearly normalized by the administration of the active
substances according to the invention. The effector cells in
the antibody dependent cellular cytotoxicity (ADCC}) are
influenced in a much more uniform manner by the active
substances according to the invention. As evident from the
following Diagram 1, the ADCC activity is diminished in

healthy as well as in rheumatic patients.

Diagram 1 Cytotoxicity of healthy and rheumatic patients
with and without active substance treatment

—
Healthy s

s 100%

' }
| | |
E 100% | control group |y ]
I l | N

R ER R I healthy [ |
E 78% | i R |
| - | !
| RS I e T l-
| SiAREAIaNE 112% | rheumatic patient | i
I l | |
| SabaEs ] rheumatic patientl:ﬁ 0 |
| e 69% |+ active substance |y |
, O ) 0 y " ’
ADCC antibody dependent SCMC spontaneocus cell-
cellular cytotoxicity mediated cytotoxicity

This normalization of the activity can be explained by the
specific affinity of the active substances on the Fc
receptor.



the bias circuit 97 so as to cause the bias circuit 97 to continue the
bias current Ib of the "off" period. The bias 15 current Ib is thereby
corrected at every beginning of the "of f" period of the high
-frequency Vin, and the detection out put voltage Vout of the "on"
period i s deMOA7TR833y determ ned as an increnent fromrptinEprebassert i on
out put vol tage Vout of the prescribed value for the "off" period. 20
As a result, the high frequency detectiﬁ% circuit 8C can prevent the
detection.output from-being varied by the I nf-luence of tenperature
fluctuation gn thf dgtecting diode DIl or by the unevenness of the
constants of “FABP+® Z circuit el ements of the detector 83. 25 I n

t he hi gh frefusuoysuppressive Eppliicaticnofor| Orgdn Transplhheabiés circuit

97 conpri sesyheC i@ sipprédsiJd Qétlion of the substances according to
the invention led to a clear reduction of the graft-rejection
reactions in organ transplantations. This was experimentally
proven with the aid of a series of ekperimental heart
transplantations in mice.

The method for allograft heart transplantation of Corry, R.,
Winn, H. and Ressel, P., Transplantation 16, 343 :1973) was
applied to pathogen-free, 5-6 week old mice of the line

Sprague Dawley DBA/2 as a doner and C57BL/6 as a recipient.

After intravenous heparinization of the arnimals used as a
doner, their hearts were removed and maintained in ice cold
Ringer’s lactate solution until preparation of the Cé?BL/G
recipient animals. The anastomosis between aorta and lung
arteries of the doner with the abdominal aorta and vena cava
of the recipient was produced by microsurgical techniques.

After the re-establishment of blood flow, the frequency and
intensity of the heart beat was observed and rated from 0 to
+4. The rejection was established after cessation of the
pulse and visualized by laparotomy. The mice in the test
group had obtained the following amounts of active substances
by subcutaneous administration:

- 2.0 mg/kg three days before the transplantation
3.0 mg/kg on the day of the operation

2.5 mg/kg on the third post-operative day

1.5 mg/kg every third day thereafter

The animals in the control gfoup were only treated with
citrate buffer as a placebo.



consisting of transistors TR4A1 and TR42 whose respective bases and

emtters are comonly connected and a resistor R41. The col | ector of
the transistor TR41l is connected to the negative bias term nal 85 of
t he detector 83. The
WO 97/25333 . PCT/EP96/05867
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In these transplantation experiments, the following results
were obtained:

Animal Nr. Treatment with: survival time (days)
1 active substance 24
2 active substance 31
3 active substance 18
4 active substance 21
5 active substance 42
6 active substance 18
7 active substance 6
8 active substance ‘ 33
9 active substance 12
10 active substance 22
11 placebo 8
12 placebo 6
13 placebo 10
14 placebo 9

The average survival rate of the animals treated with placebo
was 8.2 days. With an average value of 22.7 déys, the
animals treated with active substance exhibited a clear,
almost three-fold as long survival time as the placebo
animals. This effect is explained by the specific
suppression of the T lymphocytes causing the rejection
reaction. '

Example 10

Stimulation of Macrophages

The spleen lymphocytes from 10 normal mice were suspended in
RPMIqg40 Mmedium buffered with HEPES and supplemented with 10%
fetal calf serum. The suspension was maintained at 37°C for
1 hour in order to permit the adherence of the macrophages.
In the test group, the mice were treated intraperitoneal with



5 bases of transistors TR41 and TR42 are connected to the out put end

of the bias current setting circuit 98 via the resistor R41l. The
collector current of the transistor TR41, i.e. the bias current |Ib of
t he detecting diode D11, Is substantially equal to the collector
current of twmeo972833 transistor TR41 and dependent on the rpegispbeaidsd Of the
resistor R41 and on the output voltage Vs of the bias current setting
circuit 98, decreasing with a variation42 in the output voltage Vs in
the negative direction and ~ wi th an .increase i.n the resistance of the

resistor R41. 15 The bias current Ib flows to a circuit having the
resi stor 5 mpi¥g epbiveasebstanceTRat sadrifheehtd4 doviras thereaisér 99,

to which theTheagny¥Rhl396f- Mhe i Cordtdhl group did ndWNivieNahhe i ghe
frequency deggggkggcglrc¥hé f%%phqcytes from both groups were cultivated
in tubes containing 5x105 adhering macrophages.

Stimulation index of the macrophages

LPS PHA
control group 288% 165% ,
active substance group 402% 1,346%

As evident, the stimulation indices (SI) attained by LPS
(Lipopolysaccharide) and PHA (phytohemagglutinin) in the
animals treated with active substance are significantly
larger.

Example 11

Application for Apparent Immunostimulation

A non-specific apparent immunostimulation was examined by the
determination of the survival rates of animals which were
infected with a lethal dose of Pseudomonas aeruginosa.

In three test groups of 30-100 mice respectively, each animal
received the lethal dose of Pseudomonas aeruginosa.

I. On the 7th, 14th and 28th day before the lethal
Pseudomonas infection , 2 pg active substance was
administered in the first group; on the 21st day, 0.25 ml
physiological NaCl solution,

II. In the second group, the same active substance doses
as in the group I, however, on the 21st day, 0.06 mg
cyclophosphanide,

III. The control group was not given any active substances.



of FIG 5, the bias current setting circuit 98 is conprised 20 of an

I nverting anplifier having differential anplifier AMP52 and resistors
R52 and R53. The inverting anplifier inverts the polarity of the
detection out put vol tage Vout, which is the output of the detector

83. The pol ar wg9725333 inverted detection output voltage i PCIEFPIILEH t o0 an
anal og 25 switch S51, which is so conggolled with the control signa
Cont fromthe control signal_input termnal 6 as to be

g survival rates with lethal Pseudomonas Infection

100-] #
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80-
70- -
1S
50- \ —\-
| ° \
40-| -
30- o\
20- 0\0\0
10- # \o
N\
0 1—f2—3 4 5 10 20 — Days
I, —n u x— active substance

IXI. —0—0—0— active substance + cyclophosphamide
III.—#—H#—i§— control group

The active substances according to the invention caused a
clear increase of the survival rates. Although the survival
rates were lowered by the known immunosuppressive effect of
cyclophosphamide, they clearly remain over the values of the
control group. The interaction indicates a non-specific
apparent immunostimulation of the active substances according
to the invention, wherein a novel immune mechanism not
described up to now would also be imaginable. It was



- 19 - closed during the "off" period of the high frequency power
anplifier output and open during the "on" period of same. ~The .
(polarity-) inverted detection output voltage from the switch S51.is
fed to an integrating circuit including 5 a differential anplifier AWP51,
a resistor RWo ymd3a capaci tor C51. The output voltagecfamedénsdsse

I ntegrating circuit, which variesJ4n the negative direction with an

i ncrease in the detection output voltage Vout in the positive
direction, is supplied to the bias circuit 97. 10 Meanwhile, when the

o Ot DnBLcly ' Srdhd Ynat 1mmebi20SY W2 chE°aGRBMPG MG P '
the lethal Pseudomonas dose, a explosion-like release of
cytokines takes place. The cytokine shock condition
triggered thereby is assumed as the immediate cause of sudden
death. The immunosuppressive effect according to the
invention can prevent this cytokine shock and leads to
astonishingly greater survival rate without having exercised

a true immunostimulation.

Example 12

Assay of the Active Substances with the Aid of Competitive
ELISA Methods

‘For the assay, the cross-reaction of the active substances
according to the invention with anti-ouabain (a-OU) antiserum
is used. The ouabain-avidin conjugate (OU-con) was
synthesized from pro analysi ouabain (Sigma) and avidin
(Fluka)} according to the methods of Harris et al.,
Hypertension 17, 930 (1991). The improvements of V.
DiBartolo et al., Life Sciences, 57, 1417 (1995) were applied
in the production of the corresponding anti-ouabain serum.

The ELISA microtiter plates were first incubated each with
0.1 pg/50nl OU~-con conjugate solution overnight at 4°C. Non-
bound conjugates were washed out with phosphate buffer (PBS,
PH = 7.4) and the non-occupied binding sites were blocked
with 1% gelatin solution.

50p1 from the sample solution with the unknown content of
active substance was mixed together with constant amounts of
anti-ouabain serum (0.5pg/501l) in polypropylene tubes and
held at room temperature for 2 hours. Thereafter, 50pl from
each active substance antiserum sample was applied to the
plates and incubated for a further 3 hours. After washing
out the non-bound antiserum with PBS, the plates were treated
with a 1:500 solution of protein A alkaline phosphatase
(Sigma) for 2 hours at room temperature. After removal of



inverted output voltage is not fed to the integrating circuit, so
that the output voltage Vs of the immediately preceding "off" period
is supplied to the bias circuit 97. 15 As hitherto described, the
hi gh frequency detecting circuit according to the present invention,
which is WOA72833Be for detecting the |evel of interm ttT/ERIHI867
frequency signals in the output |evel control circuit of a high
frequency power anplifier, determ nes in Teference 20 to each detector
output in the "off" period of the high : frequency power anplifier

output the level in the "op" riod of the sane,outpu S '
i nclroement f ron??ﬁé‘°n'm°u’b°gr%d§gﬁ§ Pg?té?in"éeerq &5 %ﬁgéﬁ?ﬁi‘f@ﬁy“ﬂﬂe
hi gh f r epteitcyoptetract ipipsphatei sohukbeni (1qgr/edilhl endoaftguidt mizs
no nore than opgeehPEfon Wintd) ithe?RbsBepEPSASA LI (AURE 405 nm were

automatically read.

For the construction of a calibration curve, known amounts of
active substance in the range S5ng/ml to 0.1 mg/ml were mixed
with constant amounts of antiserum, treated according to the
above named methods and the measured absorption values were
depicted as a fuﬁction of the correéponding concentrations.



el enent for | evel detection and whose characteristics are

- 20 - apt to be changed by tenperature fluctuation, and noreover
any such change in detection output due to tenperature fluctuation is
substantially cancelled by the subtraction
WO 97/25333 - PCT/EP96/05867
46
Claims
1. Macrocyclic substance, characterized in that its

structural frame is built from the inorganic carbon
suboxide C302 by cyclooligomerization with formation of
condensed 4-pyrone or 2-pyrone rings additionally
joined in a macroring structure in such a manner that
the cumulated C=0 and C=C double bonds of the basic
compound are no longer present, and this structural
frame corresponds to the general formula:

com- (C302)n

wherein com symbolizes the above named cyclooligomeric
and macrocyclic linkage of the C305 units and n denotes
the degree of cyclooligomerization of the carbon
suboxide.

2. Macrocyclic substance according to claim 1,
characterized in that the number n is equal to 4, 6 or
10 or a multiple of 4, 6 or 10 in the formula of the
cyclooligomeric carbon suboxide structural Zrame.

3. Macrocyclic substance according to one of the claims 1
and 2, characterized in that the same adopts a medium-
dependent electron distribution represented by a
pyrone, pyrylium or differing tautomeric limit
structures, wherein these can be in equilibrium with
each other in solution.

4, Macrocyclic substance according to claim 3,
characterized in that a pyrone-pyrylium equilibrium
present in solution for the cyclohexameric carbon
suboxide com-(C302) g constituted by six alternating
head-to-tail condensed 4-pyrone rings depicted as
follows:

AT



of the level during the "off" period fromthat during 5 the "on" period,
resulting in a level of high fidelity. Furt hernore, since the high
frequency detecting circuit requires no high frequency diode for

t enper at ure conpensati on, which is indispensable for this kind of
prior art ciromo®728383is not only free fromthe need to 10 PCRERI386T he

bi as offset but also suitable for integri?ion. Therefore, the output

| evel control circuit according to he invention for a high frequency
power anplifier is . highly suitable as a control circuit for the
transmtter of a TDVMA or GSM communi cation systemusing intermttent
15 high frequency signals.

>

*PYRON" . "PYRYLIUM"

5. ‘Macrocyclic substance according to one of the claims 1
to 4, characterized in that the same is present as a
hydroxy-pyran derivative with the general formuila

com- (C302)n-Hp

formed by addition of hydrogen to the exacyclic oxygen
atoms of the frame, wherein m is the number of bound
hydrogen atoms and m < n, H is a hydrogen atom and com
and n are as previously described.

6. Macrocyclic substance according to one of the claims 1
to 5, characterized in that the cyclooligomeric carbon
suboxide of the formula com- {C302)p or its hydroxy-
pyran derivative of the formula com- (C302H)p are basic
units for the formation of adducts, pyrylium salts,
host-guest complexes, self-associates and inorganic or
organic derivatives and where com and n are as
previously described.

7. Macrocyclic substance according to one of the claims 1
to 6, characterized in that the cyclooligomeric basic
units provide a cylindrical macroring structure with an
inner cavity.

RN O Y



- 21 -

power anplifier nmeans responsivell
anplifying a high frequency signal

Is clainmed is: . An apparatus conpri si ng:
ety Been Rephit

MWWM

WO 97/25333 PCT/EP96/05867

10.

48

Macrocyclic substance according to one of the claims 1
to 7, characterized in that it is present as a pyrylium
salt of the formula

com~ (C302) n*Kap"Any

wherein Ka is the cationic ion and An is the anionic
counter ion which together neutralize the zwitterionic
charge of the pyrylium frame.

Macrocyclic substance according to one of tre claims 1
to 8, characterized in that it is present ir. the form
of an amine adduct of the formula

com- (C302) n* (RIRZR3N)

wherein R!, R? and R3 is each a hydrogen atom or an
organic residue and m is a number from 1 to n, said
substance consisting of a cyclecoligomeric carbon
suboxide frame and 1 to n molecules of ammonia, organic
amine, amino acid, peptide or another substance with
amine function.

Macrocyclic substance according to one of the claims 1
to 9, characterized in that inorganic or organic
molecules or organic residues R are bound to the oxygen
atoms of the basic frame and therewith inorganic and/or
organic derivatives or conjugates of the general
chemical formula

com- (C302) R

are produced, wherein R is an inorganic or organic
molecule and/or an organic residue and m < 2n.

‘A A



an anplified signal; 5 hi gh frequency power extracting neans f or

t aki ng out part of said anplified signal to produce an extracted

si gnal ; detecting neans responsive to a second contro

signal having "on" and "off" periods in a recurrent cycle 10 for
detecting sai WaBif33t ed signal to produce, for each ofPCTEPHRSHY es, a
control voltage representing a voltage ,q difference between said
extracted si-gnal s taken out _ during one "on" period of said second
control signal and ~an "of f" period i‘medi ately preceding said one "on"

period, 15 fpecﬂac%lo\égciqg aul?stance a%%trﬁghgcizé 6’1?& SN 4 HO'EEi ve

to said contro second control signa .
produci ng and §¢9pp|cpar¥gc§arazw rin that the Bagha urit Samy (&iﬁéﬁn or

com- (C302H), is present in the form of stable self-
associates of the formula

{com- (C302)n}lg or {com-(C302H)pnlg

wherein s =2, 3, 4, 5, 6, 10 or 12 as well as
multiples of these numbers.

12. Macrocyclic substance according to claim 11,
characterized in that the compound corresponding to the
value s = 12 and n = 6 and the molar mass of 4,898 or
4,970 has a frame with a high structural symmetry.

13. Macrocyclic substance according to one of the claims 1
to 12, characterized in that it is present in solution
in the form of a dynamic equilibrium between smaller
and larger compounds according to the equation:

{com- {C302)n}ls €> {com-(C302)nls-p + {com-(C302)plp
wherein s has a value given in claim 11 p < s.

14, Macrocyclic substance according to one of the claims 1
to 13, characterized in that said substance has a
bioregulatory activity exerted by the individual
substance or mixtures thereof. '

15. Method for the production of macrocyclic substances
with bioregulatory activity according to one of the
claims 1 to 14, characterized in that carbon suboxide
is photochemically activated and/or cyclooligomerized
under formation of macroring structures by using
auxiliary agents in the form of salts of ions whose
radius fits into the macroring cavity.

* [ L M S *




anplifier. 2. - An apparatus as clainmed in Qaim1l, wherein said

detecting neans conprises a detecting diode. 3. An apparatus as
claimed in Claim2, wherein said _

-21- CLAI M5 1. An apparat us conpri si ng: power
anplifier nessemssponsive to a first control signal for argvdpyéssgera hi gh
frequency signal to produce an anplified signal; hi gh frequency

power extracting means for taking out p&Pt of said anplified signal

16. Method for the production of macrocyclic substances
with bioregulatory activity according to one of the
claims 1 to 14, characterized in that fatty acid
derivatives like malonyl-coenzyme A are treated with an

enzyme belonging to. the class of the Polyke=-ide-
synthases (PKS).

17. Method for the isolation of bioregulatory active _
macrocyclic substances according toc one of —the claims 1
to 14, characterized in that
- large-scale organic products produced from synthesis
gas or by oxosynthesis are employed,

- the bioregulatory active substances contained therein
are enriched by fractional distillation,

- these active substances are isclated by wvacuum
distillation and condensation at low temperatures and

- purified by absorption onto solid phases and
desorption with various solwvents.

18. Method for the isolation of bioregulatory active
macrocyclic substances according to one of the claims 1
to 14, characterized in that
- plants which contain toxic glycosides, alkaloids or
tannins or plant cell cultures are used as crude
material,

- the chemically undefined conjugate contained in this
crude material is extracted with agueocus sclutions,

- the conjugate is cleaved by hydrolysis and/or
precipitated with acetone, alcohol or other solvents,

- the mixture obtained is bound to an ion exchanger or
a neutral absorbent and the other components are washed
out,

-the active substance is desorbed by basic buffer

solutions or selectively functioning solvent mixtures
and

* c L M S *



to produce an extracted signal; - detecting neans responsive to a
second control signal having "on" and "off" periods in a recurrent cycle
for detecting said extracted signal to produce, for each of said cycles, a
control voltage representing a voltage difference between said extracted
si gnal s t akenwouwt2shasi ng one "on" period of said second conPEHEPYYAS#EI and
an "of f" period i nmedi ately preceding saéf one "on" period, respectively;
and -control circuit neans responstve to said control voltage and to
sai d second control signal for producing and supplying said first contral
signal to said power anplifier. . 2. n . clgiyred in
claim 1, wherein sal"dlﬁeP‘é’é{'ﬁ%d AR T s'&%’ﬁ%r%g%)?&i%%ggtglggﬂeeéﬂe

3. An appar at uscasonatogrzphn ot Zither, mphheds prdioptdepaddyng neans

conprises a sanpl e geggrsi;é&u&céﬂi@rﬂ& Wadebelgi ngiddie output of said
detecting diode during said "off" period for each of said recurrent cycles;
and means for subtracting the output of said sanple hold circuit

from the outputo.of Heitbodefertthe icdddion efchioregudararac@ctdMe cycl es.

4. An appar at USm%%rGE?EmEé sbbStAdasl actBerehy 6@ichgl@ife¢hiengl aEASS1
conpri ses: a sngothin rcuit, f.or

C othin ' id
detecting di ode; and® 1%, € agﬂc ?ﬁﬂ??qeﬁn'ﬁ§gga Pi %#ig%tlﬂyggépg%tigf sai d
smoothing circuit. obtained5from bagtemiglutculsusescomersiircircuit for use

in a high frequency pewer caehié i BfofIE SRSk eliOwdt s Ot @&lsotindnahalayi ng
"on" and "off" periQds |83 a recurrent cycle for.anplifying an intermttent

hi gh frequency si gnRYRAHYAGIa2halRt BTG PR SB0RE! ng to sajd control
signal and suppl yi ng tthemactive sweskanrce demerugdehy hsefntadkdyeddguidner
extracting nmeans fon jtiidnexevhcpash, of the output of said high frequency
power anplifier, and hi gh, frequency detecti I pcuj clely i e
out put of said extré’ctatihr‘la’g ans ﬁﬁﬁsg%ﬁ%e closntbr%%flas%én%lﬁal; or ge%%le\réglt ?’%‘Eg
det ecti on out put rembssapenfig t he hi gh of said waveform wherein:
said high frequency del£GiBgtevetyi browyiY ii98% dolacibmovigans wanppl i ed
wth said high frequsney 3 ¢aek- 208 9806 % 6 3Un! Bbivd AP st ike"dnkne
- is purified by chromatography or other separation

methods.

20. Method for the isolation of bioregulatory active
macrocyclic substances according to one of the claims 1
to 14, characterized in that the active substance is
extracted from tissue, tissue fluids or tissue cultures
of animal origin, wherein
- the aqueous extract is concentrated and/cr freeze-
dried,

- is pre-purified by liquid-liquid and liquid-solid
extractions,

- is bound to an affinity solid phase with covalently
bound specific glycosides or proteins and

- is selectively released by solvent mixtures.

21. Use of the macrocyclic active substance according to
the claims 1 to 14 for the preparation of a therapeutic
agent,

* C L M S *



generating an output representing |evel of said high frequency signal;
nmeans.for analog-to-digital (A/D) converting the output of said detecting
means; . -22-

si gnal accunul ating neans for accunul ating the output of said A/D
converting magwnesnsr espondi ng to the output of said detectdRegpsBases; during

each of said "off" periods and supplying the accunul ated out put of
said A/D converting means at th®&2begi nning of the "on" period
i medi ately follow ng.that ™of f" per-i od; and means

for subtracting the output of said signal accunul ating nmeans for the
out put of said A/ D-cépvebiorrpukation ofoibr Nat skl tATRanes end opbers.
6. A high frequgpgsedpteeting circuit, in an output |evel control

circuit for use in_azhig en r anplifier respansive to a control
si gnal having "on" ‘aﬁ L"%%‘$£F%%lesrli°§%s?%?\r¢%gapf‘ lad %al.ﬁfre Y&y BreeFgPes
anplifying an inteih anbpimmnrs disensasey oxi gnal havi ng a waveform
corresponding to sai @ofOfth@hord filalt i bYUBRhMEAG £d19B k_captaREENFR,
responsive to an extract ed.gutlput fr&m hl.%gﬁfre’g;uenc ower t_extractl ng
means, which takes o0P% pRFIY ot 4PYH RY ERSAG PR BEHPFSCERGEREY Bbwer
anplifier, and said &ontipsisiehausanlayensr bilbad veskalespasn.out put
representing the height of said waveform and supplying that detection

Pi'gh r cquenci? pondPeapl Pyt ive Sussigned Aronry et dehdy e dEaeternh
circuit conpri si ngfto 14 as a therapeutic agent,

~ for controlling the Nat,K*-ATPases and other

enzymes, oOr

- for stimulation of the immune system or

- for controlling phagocytosis.

23. Use according to claim 21 or 22, characterized in that
adducts, pyrylium salts, derivatives of host-guest
complexes of the cyclooligomers are employed.

24. Use of the macrocyclic active substance according to
any of claims 1 to 14, for the preparation of a
pharmaceutical which is a conjugate or adduct of this
substance with known pharmacologically active
substances for
- diminishing acute and/or chronic toxicity of cardiac
glycosides, alkaloids or other medicinal agents or
- improving the bioavailability of steroidal, peptidic
or other active substances.

25. Use of the macrocyclic active substance according to
any of the claims 1 to 14, for the preparation of a
pharmaceutical which forms host-guest complexes with
membrane impermeable ions or smaller substances and
therewith enables their transport through the cell
membrane.

_—
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detecting nmeans supplied with said high frequency signal and generating
an output representing the level of said high frequency signal; and
di.fferential voltage generating neans for generating, for each of said
recurrent cycles, a voltage representing the difference between the output

of said woem1saa3 i ng neans during one "on" period and tPMI/ERIS/PIET of

sai d detecting nmeans during an "off" period i medi ately preceding
said one "on" period. 7. A hi frequency detecting circuit, as
clainmed in cla|n16 wher ei n sai d detetting neans conprises a detectlng

di ode. A high fre enc

g ectin as_cl apned
claim e, \/\/nere|2n6 -sai HS8i ?FeF %td Isf" §&2BERE ‘é‘f?rr?g'%gﬁsa&%n%#n@é
sanpl e hold circuit ﬁaeceamp¢|¢@piuﬂ(ﬁomgtthetmemmnnf(ﬂhh9sb§lgetéh$¢m@ﬁlsm

means, during said "ggg"agggiﬁmhﬁénafgyggegf said recurrent cycles and
supplylng t he out put sai d detecting neans, which has been so sanpled and

hel d, during said "off" period and the |nned|ately follow ng "on" period,
and meats. f oUssubfr thei agtive subspancef acedxtligwmany Rl theircuit

from the output of S%&Qc@e&ﬁatw&rﬁ@a%ﬂ 'Erﬁa‘éﬁeﬁ’tf. &falzdxéiﬁﬁ%isnt cycl es.
9. A high frequency detecCting cjrcuit rein

sai d detecting neans 3Cohpitiss BUYF RS s5te 8ﬁé§atf%ﬂ‘sa "«?aﬁ&aa@"“s'
representing said | ewglasthesdadghagls faneqothey sutpinnune diseasgssnpot hing
circuit connected to the output of said diode, and an anplifier for
anplifying the gy}pu%sofo%a ﬂe52£§§$gf1 Sgtgﬁgb according to any of the
preceding claims for supression of the graft-rejection

reactions in organ or tissue tranplantations.

29, Use of the active substance according to any of the
preceding claims for treatment of diseases which are
caused by acutely or chronically weakened immune
defenses or cytokine-mediated shock phenomenon.

30. Use of the active substance according to any of the
preceding claims for treatment of cardiovascular
pathologies which are caused by a defective
bioregulation of the Na*,K*-ATPase system.

31. Pharmaceutical agent, characterized in that it

comprises the bioregulatory active substance according
to claims 1 to 14 together with a physiologically
acceptable carrier.

32. Pharmaceutical agent according to claim 31,
characterized in that it is administered per-orally,
topically, intravenously or intraarterial.

33. Pharmaceutical agent according to claims 31 and 32,

characterized in that it is administered as a tablet,
capsule, ocintment, gel or injection.

\
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- 23- 10. A high frequency detecting circuit, in an output |eve
control circuit for use in a high frequency power anplifier responsive to a
control signal having "on" and "off" periods in a fixed recurrent cycle for
anplifying an intermttent high frequency signal having a waveform
correspondi ngwbo7/ss38xl control signal and supplying themto adrapicRBssa,
responsive to an extracted output fromhigh frequency power extracting
means, which takes out part of the outp A"of said hi gh frequency power
anplifier, and said control”signal for generating a detection output

representing ht aid mavef rm and s Iy| etection -
output to anp%?tud %ﬁﬁﬁqﬁﬁu 2hs 2P5P daﬁﬁﬂﬁql émﬁﬁ%&CEQHﬁ§'Of sai d
hi gh frequency powshangsiteriged whetbah: it Comprlses other adjuvanigh
frequency detecting circuit conprises detecting neans supplied W th

said high fre ency Si gnal,.and eneratln an out resentlng the | evel
of ? éhﬂﬁﬁ%? gg RYniPr fsdsed Mith a8 e f or

analog-to-dlgltal Omd¢90ln91@§rtchgrahee:nzqﬂninothsaldhdeaetiieupubstance

outbui_of sai d A/ D e e eabond foL o The et pr o
ut pu [ | i ut pul

sai d detecting rrear%u‘i}hrq%d'neg'@ﬁe&eg f°mo€°rs§§‘8 egﬂ“lnﬁ o ff a?ng’

suppl yi ng the accums dtissbusutsgamplef. said A/D converting means at
t he begi nning of the "on" period i medi ately followi ng that "of f" peri od;
and or_ su tractl t he oy %RUt of., sai d sj gnal

accunul ati ng %@ans 9*?ﬁﬂ°éilc agenk £85 difeasess yit prALAVRSTHARF means i n
each of said recur reathadadies, charactemiized inAthappthet astivepulsitagice

EOWﬁrfa”p' ifier Waé@cc{ﬁﬁﬁﬁj'?ov%lhﬁma i'f&tlm.%t 'éﬁbl&W&aésfﬁict@rH}l isying a
ig requency sig 0 produ Sig

frequency power ex?‘f% lrerfig)ror?éénn n%ZPrpgﬁl Lﬁedpglyt 98?' gl&f%m%ﬁﬁﬁgﬁafqud
signal to produce FLEA ractradiioigmune assay. det ecti ng nmeans responsive
to a second control signal having "on" and "off" periods in a recurrent

cycle for det 99“ NG Shth 24 3Fed 258" Bl >R ATy LRl &8 Gu i d
characterized in that a specific precipitation reaction
of the active substance according to claims 1 to 14 is
used with immunoglcobulins or fragments thereof.

38. Method for the diagnosis of diseases with autoimmune
pathologies, characterized in that the active substance
according to one of the claims 1 to 14 as such or in
labeled form is employed for the examination of a blood
or tissue probe.

39, Method for the diagnosis of diseases with
cardiovascular pathologies, characterized in that the
active substance according to one of the claims 1 to 14
as such or in labeled form is employed and/or is
analyzed by gel chromatography, ELISA or radioimmune
assay.

* [ L M s *



cycles, a control voltage; said detecting nmeans including a detecting

di ode; means for placing the output of said detecting neans at a
prescri bed voltage during said "off" period and supplying said detecting
diode with a forward bias current having a nagnitude corresponding to said
prescribed vol weps2833i ng said "on" period; and contpﬁpnﬁgwgﬁFt
means responsive to said control voltage and to said control signal for
produci ng and supplying said_first control signal to said power anplifier.
12. . An apparatus as clainmed in claim:¥y7WMerein'the anperage of said
forward bias current is set in reference to the output voltage of said
detecti.ng neans during said "off" period. 24-

13. A high frequency detecting circuit, in an output |evel control
circuit for use in a high frequency power anplifier responsive tg a control
signal having "on" and "off" periods in a fixed recurrent cycle flor
anplifying an intermttent high frequency signal having a wave f8rm
corresponding to said control signal and supplying the anplified s%gnal to
an antenna, responsive to an extracted output from high frequency mawer
extracting neans, which takes out part of the output of said high frequency
power anplifier, and said control signal for generating a detectgon out put
representing the height of said waveform and supplying that detegtion
output to anplitude control nmeans for controlling the anplitude f the

out put of said high frequency power anplifier, sai d hi ghgfrequency
detecting circuit conprising detecting neans supplied with said
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hi gh frequency signal and generating an output representing the |evel of
said high frequency signal, said detecting neans includes: a detecting

di ode; and neans for placing the outut of said high frequency detecting
circuit at a prescribed voltage during said "off" period and supplying said
det ecting di odwoeinsizzm forward bias current of a magnitude cREVERIFBHEI ng to
sai d prescribed voltage during said "on" period. 14. A high
frequency detecting circuit,_as clainmed in claim 13, wherein the anperage
of said forward bias current is set in reference to the output voltage of
sai d high frequency detecting circuit duriy Baid "of f" period.
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10 circuit fromthe output of said detecting nmeans in each
13. A high frequency detecting circuit,

recurrent cycles.
Claim 8, wherein said detecting neans involves a diode for

in

generating a voltage representing said wave hei ght

frequency si grveb $7/25335

of this
of this
circuit,

di ode, and
snmoot hing circujt.

I n an out put

of said
as cl ai ned

of said high

a snoothing circuit connect ed RGIERI&OIBET put

an anplifier for anplifying the out put
14. A high frequency detecting
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| evel control circuit for use in a high frequency power anplifier
responsive to a control signal having "on" and "of f" periods in a
fixed recurrent cycle for anplifying 5 intermttent high frequency
signal s having a waveform corresponding to said control signal and
suppl yi ng t henwo972s333 0 an antenna, responsive to the extracPEHERGOBIF from
hi gh frequency power extracting nmeans, which takes out part of the
out put of said high frequency power anplifier, 10 and said control signal
for generating a detection output * neppesenting the height of said .
wavef orm and suppl yi ng that detection output to anplifying rate
control neans for controlling the power anplifying rate of said high
frequency power anplifier, further involving:

Fig.4
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generating an output representing the wave hei ght of

WO 97/25333

Fig.5

said high frequency detecting circuit involves
detecting neans supplied with said high frequency signals and

517

such signal s;

PCT/EP96/05867

1%61LL 009

1%L 15008
1%5°65 ‘0°6¢8

1%0°05°0°SeL

—1%8'SL sgel=—

1% LIL0OLEL = B

——19%1'8/0'Z891>

1% L'y DigLe

|
600 ;500

1~
800

T
1000

1%0°2Z {09l

I | ! I 1
250  gppg 1800 1600 00 1200
CM-1

1
3000

l
3500

100.0

90

80 -

{ ] | 1
(=] [ =) = o
[ o > w -~7

lo T

SUBSTITUTE SHEET (RULE 26)

I
o
o~

4L000.0

| |
= o
o~ — =2
=



means for analog-to-digital (A/D) converting the 20 out put of this

det ecti ng neans; signal accunul ati ng neans for accunul ating the

out put of said A/ D converting nmeans corresponding to the output
of said detecting nmeans during said "off" period throughout sai d
recurrent cycwemrasassuppl ying the output of said A/D 25 PEEHEPREESEEIg
nmeans at the beginning of the "off" period and in the "on" period
i medi ately -followi ng that "off" peri od, and nmeans for

subtracting the output of this signal- §d,fccumulating means fromthe
h

out put of said detecting neans 30 ine of said recurrent cycles.

Fig.b
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International Application PCT/EP 96/05867 69 067 mS/bK
doNatur Dr. Kerek GmbH ' : 8 January 1998

10.

14.

16.

New Claims 9, 10, 14 and 16

Macrocyclic substance according to one of the claims 1 to 8, characterized in that it

is present in the form of an amine adduct of the formula
com-(C309), - RIRZRIN)

wherein R1, R2 and R3 is each a hydrogen atom or a methyl, ethyl, écetyl or benzyl

group and m is a number from 1 to n, said substance consisting of a

~ cyclooligomeric carbon suboxide frame and 1 to n molecules of ammonia, organic

amine, amino acid, peptide or another substance with amine function.

Macrocyclic substance according to one of the claims 1 to 9, characterized in that
inorganic or organic molecules or organic residues R are bound to the oxygen
atoms of the basic frame and therewith inorganic and/or organic derivatives or

conjugates of the general chemical formula

com-(C302)5 * Ry
are produced, wherein R is an inorganic molecule or organic molecule or a methyl,

ethyl, acetyl or benzyl group and m < 2n.

Bioregulatory medicament, characterized in that it contains as active ingredient a

macrocyclic substance according to one of claims 1 to 13.

Method for the production of macrocyclic substances with bioregulatory
activity according to one of the claims 1 to 14, characterized in that derivatives of
small carboxylic acids like malonic acid are treated with an enzyme belonging to
the class of the polyketide-synthases (PKS).
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