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57 ABSTRACT

The mvention 1s the use of nitronyl substituted hindered
phenols as antioxidants 1n therapeutic applications. In the
preferred embodiment the compositions have the general
formula:

Ry
Ry
HO C/
N\
N+_R2
/
R, O

Wherein R1 1s hydrogen, an alkyl or an aryl and R2 1s an
alkyl or an aryl; R; 1s an alkyl; and R, 1s an alkyl. Further,
the mvention relates to novel compositions useful as anti-
oxidants. The novel compounds include: 2,6-di-tert-butyl-
4-(N-tert-octyl)nitronyl phenol (DBONP); 2,6-dimethyl-4-
(N-tert-octyl)nitronyl phenol (DMONP); N-tert-octyl-C-
phenyl nitrone (OPN).

21 Claims, 3 Drawing Sheets
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SPIN TRAP NITRONYL HINDERED
PHENOLS

Matter enclosed in heavy brackets [ ] appears in the
original patent but forms no part of this reissue specifi-
cation; matter printed in italics indicates the additions
made by reissue.

TECHNICAL FIELD OF THE INVENTION

The present invention relates to novel nitronyl substituted
phenols. The present mvention also relates to methods using,
nitronyl substituted hindered phenols as antioxidants in
biological systems and therapeutic applications.

BACKGROUND OF THE INVENTION

The use of antioxidants has been proposed for therapeutic
treatment and for other uses such as protecting polymers
such as natural rubber and synthetic rubber from oxidation.
Hindered phenols occur naturally, for example tocopherols
(vitamin E), and have found use as antioxidants previously.
Recently, free radicals have been postulated to have signifi-
cant 1impact 1n tissue 1njury. Evidence suggests that the free
radical mechanism has a significant impact on vascular
injury and damage affecting nerve cells.

The use of phenylbutyl nitrone compositions for the
freatment of oxidative tissue damage and gastric ulceration
has been disclosed in U.S. Pat. Nos. 5,025,032 and 5,036,
097 entitled “Phenylbutyl Nitrone Compositions and Meth-
ods For Treatment of Oxidative Tissue Damage™ and “Phe-
nylbutyl Nitrone Compositions and Methods for Prevention
of Gastric Ulceration”, respectively.

Research has demonstrated that nitrones select a location
in membrane models and microsomes which 1s as polar
and/or as protic as pure methanol as discussed n E. G.
Janzen et al., “Locating spin traps in heterogeneous media
by °C NMR spectroscopy. Investigations in SDS micelles,
DMPC vesicles and rat liver microsomes”, J. Org. Chem.
54:2915-2920 (1989). Thus, it is suggested that antioxidant
molecules must be precisely located in the same volume
compartment as where the free radical event occurs, or else
the free radicals will not be quenched. Heretofore, such
molecules have not been available. Therefore, development
of new families of anfioxidant molecules 1s necessary in
order to provide molecules which will be effective against
free radical damage at different biological sites. There has
also been a need to provide antioxidant compositions which
have no known toxic effect while providing a more effective
free radical spin trap.

The present invention offers the advantages of a spin trap
agent with no known toxic effects. Further, the ivention
offers the advantage of providing compounds highly effi-
cient 1n the quenching of free radicals.

SUMMARY OF THE INVENTION

The present mvention relates to the use of particular
antioxidants 1n therapeutic treatment. These compositions
have the following general formula:
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R4
R
HO / \ C/ |
— \\N —R
/ / + 2
R O

wherein R1 1s a hydrogen, an aryl, or an alkyl and R2 1s an
alkyl or an aryl group. R1 can be any alkyl group, straight
chain or branched, with or without double or triple bonds,
with or without polar functions (e.g., esters, alcohols,
halides, carboxylic acid, aldehydes, carboxamides, aralkyl,
amino or nucleic acids). R2 can contain single, double or
triple bonds and may also include polar constituents (e.g.,
esters, alcohols, halides, carboxylic acids, aldehydes,
carboxamides, aralkyl, amino or nucleic acids). R2 can also
be an aryl including substituted aryls, heterocyclic, polycy-
clic or acyclic. R3 and R4 can be hydrogen or any alkyl
ogroup, either straight chamn or branched, preferably 1 to 4
carbons. R3 and R4 are preferably alkyls from 1 to 4 carbons
in length. R3 and R4 are usually the same group. Based on
animal studies the dosage of these compounds 1s 1n the range
of 25 to 250 mg/kg. In the preferred embodiment, the range
1s between 25 and 125 mg/ke depending upon the dosage
required to capture the free radical. One or more of the above

compounds useful 1n the present mvention can be mixed
together 1n the same dose.

The present invention also relates to the use of com-
pounds of a general formula:

H
C/ CH, CH;
A\
/N+— C— CH,—C—CH,
O CH, CH,

Based upon animal studies, the dosage in the range of 25 to

250 mg/kg 1s useful. In the preferred embodiment, the range
1s between 25 to 125 mg/ke.

The present invention also relates to the use of com-
pounds of the general formula:

R~ Rg
H
HO C/
\
N+_R5
/
R¢ Ry O

wherein R5, R6, R7, R8 and R9 are alkyl groups, and
preferably R5, R6, R7, R8 and R9 are alkyls of 1 to 4
carbons. It 1s believed that these compounds would be useful

in a dosage range of from about 25 mg to about 250 mg/ke
of body weight.

Another aspect of the present invention relates to novel
compounds of the formulas useful as spin traps in biological
systems:
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(a) N-tert-octyl C-phenyl nitrone (“OPN™)

CH,

(b) 2,6-di-tert-butyl-4-(N-tert-octyl) nitronyl phenol
(“DBONP”)

CH3

H3C_ C_ CH3

/ \

CHj CH;

—C—CH,—C—CHj,

CHj CHj

CHj

(c) 2,6-dimethyl-4-(N-tert-octyl) nitronyl phenol

(“DMONP”)
H;C
/H
HO : CH, CH,
\ |
/N+ C—CH, (‘: CH,4
H,C O CH, CH,

and (d) compounds of the general formula

N,—Riqg

wherein R, 1s an alkyl 8 or more carbons 1n length. Such
compounds are to be used 1 the method of the present
invention 1n a dosage from 25 to 250 mg/kg, preferably from
about 25 to 125 mg/keg, and more preferably from about 25
to about 50 mg/ke.

BRIEF DESCRIPTION OF THE DRAWINGS

The 1nvention will be more fully appreciated from the
following description taken in conjunction with the accom-
panying drawings, 1n which:

FIG. 1 1s a graphical representation of inhibitor concen-
tration for 50% inhibition (IC.,) using rat liver microsomes
wherein LPO (liquid peroxidation) was initiated by tert
butoxyl radicals and MDA (malondialdehyde) production
was monitored by treatment with thiobarbituric acid;

FIG. 2 1s a graphical representation of inhibitor concen-
tration for 50% inhibition (IC.,) using rat liver microsomes
where LPO 1s mitiated by NADPH catalyzed cytochrome-
P450 metabolism of CCl* based on the TBA (thiobarbituric
acid) test for MDA production; and

FIG. 3 1s a graphical representation of inhibitor concen-
tration for 50% inhibition (IC,,) of LPO for rat brain
microsomes using the TBA test for MDA production.
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4

DETAILED DESCRIPTION OF THE
INVENTION

As used heremn a free radical scavenger or spin ftrap
reagent (compound) is a molecule which will form a stable
complex with a free radical. A carbon centered free radical
1s a molecule 1n which the free radical 1s localized on a
carbon atom. As result of this chemical bond formation with
a spin trap, the free radical 1s no longer damaging to cells.

Antioxidant activity has been long studied in lubricating
oils by the automobile industry. The general principles and
mechanisms from the lubricating oil studies has been
accepted for lipid peroxidation in tissue membranes. In
addition, without being bound to any particular theory we
believe that there are some speciiic considerations which are
specific to biological systems. Reactive radicals which can
be damaging to tissue constituents are easily quenched by
the phenolic hydrogen which 1s easily removed by most free

radicals.

Any Phenol Phenoxyl
reactive radical
radical

Any Phenol Phenoxyl
reactive radical
radical

This reaction produces non-damaging radicals, that 1s radi-
cals that are resonance stabilized and have little reactivity.
The phenoxyl radicals, 1n general, have been observed to
disappear without creating obvious biological damage.

It has been found in biological systems that phenoxyl
radicals which are stabilized by steric hinderance due to
ogroups at the 2-and 6-position have an added advantage that
they persist long enough to trap other radicals thereby
quenching two radicals. For example, 1t has been found that
2,6-di-tert-butyl phenols produce 2,6-di-tert-butyl phenoxyl
radicals which are stabilized due to the steric hinderance of
the tert-butyl groups. The hindered phenoxyl has the advan-
tage that they persist long enough to trap other radicals.

CH,

H,C—C

ch_C_CHg

CH,
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-continued
CH; CH,
H,C—C—CH,4 H,C—C—CH,
Y
O Y 2 = ()
X
H;C—C—CH,4 H;C—C—CHj,
(|2H3 (‘3H3

To 1ncrease the efficiency of the antioxidant activity and
achieve maximum potential, 1t 1s desirable to utilize a
compound which produces a high concentration of the
hindered phenoxyl which will be available to capture the
additional free radicals.

It 1s preferred that the compounds used m the present
application have a reasonably long lifetime to increase
eficiency. The rate of the first reaction depends upon the
concentration of phenol and free radical. The rate of the first
reaction 1s the first reaction rate constant times the concen-
tration of the phenol times the concentration of free radicals.
The rate of the second reaction depends on the concentration
of the hindered phenoxyl and concentration of free radical.
The reaction rate of the second reaction 1s the value of the
second reaction rate constant, times the concentration of
phenoxyl times the concentration of free radical. Thus, it 1s
beneficial to use compounds which result 1 maximum
concentration of phenoxyl.

The appropriate choice of the substituent 1n the 4-position
(Y) can increase the lifetime of the hindered phenoxyl
radical produced. The groups in the 4-position which stabi-
lize the hindered phenoxyl radicals also reduce the reaction
rate of the radical with oxygen thereby preventing formation
of potentially damaging peroxyl radicals. For example:

(|2H3 CH,
H,C—C—CH; H,C— C—CHij
‘0 Yy - - O / \ Y +

H3C_C_CH3 H3C_C_ CH3

CH, CH,

CH,

C

H;C
.

~_X
"

H;C—C—CH,

CH,

CH,

The reaction with oxygen at the 4-position can be hin-
dered by several methods. For example, steric hinderance
may be utilized, and generally, the reaction 1s slowed but not
entirely eliminated.
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CHs,
O
CH, =~—>
H,C O CH;
CHj,
CH,
I N
CH; + O,
H;C N \o CH;,
CH,
CH,
H;C (‘: CH;
‘ CH;
-0—</ >—(|:—CH3 -—
‘_ (|2H3
H;C—C—CH,;
b
CH,
H,C—C—CHj
— CHj
O C—CH; +
— CH,
H;C—C—CHj
CH,4
CH,4
H;C—C—CH; CHj
(lz—CH3
0, O (|3H3
O

HgC_ C_CHg

CH,

Another method 1s to provide resonance with the carbon
in the 4-position. When the ethylenic bond 1s obtained, a
completely stable phenoxyl radical 1s obtained. Thus, groups
capable of strong resonance with the phenoxyl function
stabilize the phenoxyl radical and prevent an addition reac-
tion with oxygen.
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CHj

H3C_ C_ CH3

|

CHj

CH, H,C—C—CH,

CHj
CHj

H3C_ C_ CH3

OO0

H3C_C_CH3

CHj

Another method of stabilization 1s the addition of a
strained ring or rings within the phenoxyl radical adduct.
Thus, when Y 1s a phenoxyl ring such as a-tocophenoxyl
addition of oxygen 1s not favored. It 1s believed that the
strained bicyclic ring structure in the peroxyl radical 1s a
high energy product, and the formation of the peroxyl from

oxygen 1s very unfavorable.
CH,
O
- CH,
H,C O CHj
<
H;C O

These phenoxyl radicals with strained rings can be beneficial
because although they will not readily react with oxygen
radicals, reactions may proceed with other peroxyl radicals
to form stable adducts.

Compounds which are useful 1n the present invention
have the following general formula:

R4
R
HO / \ C/
— \\N —R
Rg/ 0'/

where R1 1s hydrogen, an aryl, or an alkyl and R2 1s an alkyl
or an aryl. The alkyls of R1 and R2 can contain single,
double or triple bonds and can also include polar constitu-
ents like esters, alcohol, halides, carboxylic acids,
aldehydes, carboxamides, aralkyl amino or nucleic acids and
others. R1 and R2 can also be an aryl including substituted
aryls, heterocyclic, polycyclic or acyclic. R3 and R4 can be
any alkyl group, either straight chained or branched.
Preferably, R3 and R4 are alkyls from 1 to 4 carbons in
length. In the preferred embodiment, R3 and R4 are the same
ogroup because synthesis of such compounds 1s typically
casier than when R3 and R4 are different.

10

15

20

25

30

35

40

45

50

55

60

65

3

Other compounds useful 1 the present invention and
which are novel compounds have the general formula:

(O
/

wherein 1mn R, 1s an alkyl of 8 or more carbons.
Preferably, 2,6-di-tert-butyl-4-(N-tert-butyl) nitronyl phe-
nol (DBBNP):

— Ry

CHj

H3C_C_CH3

\
so—d
hos

H,O

H
C/
A\
N,—
/
o

I
(‘:—CH3

3 CH,

CHj

or 2,6-di-tert-butyl-4-(N-tert-octyl) nitronyl phenol
(DBONP):

I
H;C C CHa
H
/ CH CH
HO C 3 3
\ |
/N+ C CH» (‘: CHa
HyC— (‘:_ CHa O CH; CH,
CH,

are employed 1n a method for quenching biological free

radicals. Less preferred compounds for said method include
2,6-dimethyl-4-(N-tert-octyl) nitronyl phenol (DMONP):

H,C
H
/ \_/ o, cn
HO C 3 3
\ |
/ /N+_ C— CHZ_ (|:_ CH3
H,C O CH, CH,

and 2,6-dimethyl-4-(N-tert-butyl) nitronyl phenol
(DMBNP):

H,C
/H
HO C CHj
\
N,—C— CHj;
/
H3C O CH3

Another novel compound useful 1n the present mnvention
is N-tert-octyl C-phenyl nitrone (OPN) which is represented
below.
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H
</ \ c/ CH, CH,
_> \ |
N,—

/
o

C—CH,—C—CH,

CHj

CH,

Spin traps have been 1mplicated as useful 1n a number of
diseases including septic shock, effect of 1schemia/
reperfusion, liver edema, and fatigue stress. The spin trap-
ping elficiency 1s believed to be associated with not only the
molecular configuration but also the relative size of the
molecule 1n respect to the particular disease sought to be
prevented or treated. Thus, certain spin trap compounds may
be more elfective with certain diseases than other spin trap
compounds.

Spin trap compounds of the present invention were placed
in pharmaceutical vehicles suitable for administration to a
patient, preferably in a fat soluble substance for oral admin-
istration. The spin trap compounds of the present invention
are useful 1n preventing or reversing edema. The composi-
fions can also contain other active agents, such as buffering
agents such as antacids or inert carriers such as lactose.

The examples demonstrate the utility of the compounds of
the present invention 1n preventing or treating a variety of
inflammation effects. Exemplary doses range from 25 to 250
mg of compound/kg of body weight in animals. The more
preferred range of dosage 1s from about 25 to about 125
mg/ke. The effective range of dosage in humans and other
mammals 1s expected to be between about 25 to about 50
mg/ke, and preferably between about 25 to about 35 mg/kg
of body weight. The particular dosage may vary depending
on the particular compound selected and the disease to be
treated. Those compounds which are more effective will
require a smaller dosage than those compounds which have
been found to be less effective. For preferred embodiments
of the invention, the effective range of dosage in humans and

other mammals 1s expected to be in the range of: (a) from
about 25 to about 50 mg/kg for DBBNP; (b) from about 25
to about 50 mg/kg body weight for DBONP; (¢) from about
25 to about 50 mg/kg of body weight for DMONP; (d) from
about 25 to about 50 mg/ke of body weight for DMBNP; and
(¢) from about 25 to about 50 mg/kg of body weight for
OPN. The most preferred ranges are expected to be (a) from
about 25 to about 35 mg/kg for DBBNP; (b) from about 25
to about 35 mg/kg body weight for DBONP; (¢) from about
25 to about 35 mg/kg of body weight for DMONP; (d) from
about 25 to about 35 mg/ke of body weight for DMBNP; and
(¢) from about 25 to about 35 mg/kg of body weight for
OPN.

Other compounds believed to be useful include com-
pounds of the general formula:

wherein R5, R6, R7, R8 and R9 are alkyl groups, and
preferably alkyl groups of 1 to 4 carbon atoms. These

compounds are expected to be useful 1n dosages from 25 to
250 mg/ke of body weight, preferably 25 to 125 mg/kg and

more preferably from about 25 to about 50 mg/kg of body
welght.
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The compounds of the present invention are preferably
administered systemically, most preferably orally, since this
1s the most rapid and efficient means for delivering the active
compound to the site of free radical generation. The com-
pounds can be administered at once, or can be divided into
a number of smaller doses to be administered at varying
intervals of times. The compounds may also be administered
by other methods including intravenous, subcutaneous,
topical, and intraperitoneal administration.

A preferred method of administration of the compounds
of the present mvention 1s oral delivery. The compounds
may be enclosed 1n capsules, compressed into tablets,
microencapsulated, entrapped 1n liposomes, in solution or
suspension, alone or 1n combination with a substrate 1immo-
bilizing material such as starch or poorly absorbable salts.
Pharmaceutically compatible binding agents and/or adjuvant
materials can be used as part of a composition. Tablets or
capsules can contain any of the following ingredients, or
compounds of similar nature: a binder such as microcrys-
talline cellulose, gum tragacanth or gelatin; an excipient
such as starch or lactose; an integrating agent such as alginic
acid, Crimogel™, or corn starch; a lubricant such as mag-
nesium stearate or Sterotes; a glidant such as colloidal
silicon dioxide; and sweetening and flavoring agents. When
a capsule form 1s used the liquid carrier such as a fatty oil
may be used. Capsules and tablets can be coated with sugar,
shellac and other enteric agents as 1s known.

The present mvention will be further understood by
reference to the following nonlimiting examples demon-
strating methods for determining the effectiveness of the
compounds of the present invention for the treatment or
prevention of inflammation effects, septic shock, etfects of
1Ischemia/reperfusion, liver edema, fatigue stress.

Compounds useful 1n the method present of the present
invention were compared against

(a) butylated hydroxy toulene (“BHT”)

H,C ¢

. / \ /CHg
/C\)\/C\

H
AN

HAC ‘

h
CH,

(b) a-phenyl t-butyl nitrone (“PBN”)

O CHj;

and (¢) a-tocopherol (Vitamin E).

Inhibition of lipid peroxidation of rat liver microsomes
has been found to be remarkably effective utilizing
4-nitronyl hindered phenols. The efficiency of these com-
pounds was compared to the inhibition characteristics of a
hindered phenol antioxidant, butylated hydroxy toluene
(BHT) and a-phenyl t-butyl nitrone (PBN). Comparisons
were also made with compounds useful 1n the present
invention as well as the novel compounds of the present
invention 2,6-di-tert-butyl-4-(N-tert-octyl) nitronyl phenol
(DBONP); 2,6-dimethyl-4-(N-tert-octyl) nitronyl phenol
(DMONP); and N-tert-octyl-C-phenyl nitrone (OPN).
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EPR samples from the 1n vivo experiments were run on a ml chloroform were added, samples vortexed and then
Bruker 300E Electron Paramagnetic Resonance Spectropho- centrifuged at 1500 rpm for 10 minutes. The aqueous layer
tometer. Two milliliters of sample were placed 1 a quartz was read at 532 nm on a Perkin-Elmer Lambda UV/VIS

tube of 2 mm inside diameter. EPR parameters were as
follows with the exception of the receiver gain and scale. 5
These are adjusted for each sample to get the best signal.

spectrophotometer using a distilled H,O blank. MDA
(malondialdehyde) calculations were made by the following
equation:

mg protein/ ml MS
(OD. at 532 nm x 22.4) +[ ]

Receiver Signal Channel 10 0.1 ml MS

Receiver Gain 1.00 e + 05 Conversion  327.68 ms nmoles MDA produced

Phase 0 deg Time Const 1310.72 ms mg microsomal protein
Harmonic 1 Sweep Time 335.544 ms

Mod. Frequency  100.0000 kHz Scale 18

Field Microwave > Inhibition studies were performed by doing a concentra-

Center Field 3480.01 G Frequency  9.77 GHz tion course of the inhibitor added to the LPO system. A stock

Sweep Width 100.00 G Power 1.99 ¢ + 01 mW solution of the inhibitor was made up so that various

Resolution 1024 pounts dilutions would give several (usually five) final concentra-

tions. The original concentrated stock was usually 1M

20 (molar) and dilutions were made to give the following final

Example 1 concentrations: 10, 1, 0.1, and 0.01 mM. Control samples

Lipid peroxidation (LPO) initiated by tert-butoxy radicals had no inhibitor. Five samples were done for each concen-

Male Sprague-Dawley rats (175-200 g) that had been tration. After MDA values were calculated, percent of inhi-

maintained on commercial rat chow were starved for 24 bition was determined by: average of MDA values for a

hours, sacrificed and the livers removed. Microsomes were 2° given concentration divided by average of MDA values for
prepared by homogenizing the minced livers in 0.15 M control multiplied by 100. These results then determined 1f

potassium phosphate bufter pH 7.4 5 ml/g) and then centri- further dilutions were necessary to achieve a 50% inhibition
fuging at 12,000xg for 15 minutes. The supernatant fraction of TPO.

was then centrifuged at 105,000xg for 90 minutes. The
microsomal pellets were washed twice by resuspending in 3Y
buffer and centrifuging at 105,000xg for 60 minutes. The

microsomal pellets were kept frozen at —80° C. until ready [nhibition Concentration of 50% Inhibition (ICs)

for use. Rat liver microsome pellets were made up 1into (average of 5 experiments)

microsomal suspension (MS) by adding one milliliter of 50 RHT 5.3 M (interpolated between 5 and 6 1M)

mM potassium phosphate buffer (pH 7.4) per gram of liver. 35 PBN 9800 #M (interpolated between 5 and 10 mM)

The protein concentration of microsomal suspensions were ;;Egﬁi g-g ﬂﬁ E}ﬂtﬂf?ﬂ;ﬂtﬂ‘?- between 2-5 ﬂdﬂ‘i g ﬂﬁg

. . _ .0 M (1nterpolated between 5> and /.5 u

determined by the method of O. H. Lowry et al., J. Biol. DMONP 16.4 uM (interpolated between 15 and 20 M)

Chem. 1_93 126575 (1951)' o _ DMBNP 230 uM (estimated from 250 uM experiment)
Reaction samples were 1 ml (milliliter) in volume and OPN 462 uM (estimated from 250 and 500 M)

consisted of MS (0.1 ml), 50 mM potassium phosphate 40 T‘?’_C‘C’Pl}‘f‘ffgl 30 uM (measured)

buffer (KH,PO" and K,HPO,) (pH 7.4), inhibitor in alcohol (vitamin E)

(isopropyl) and initiator (DBPO) in isopropyl alcohol. The

order of addition of reagents was butfer, MS, 1nhibitor and In this example and the following examples, ICs, was

finally mitiator. For those experiments where the NADPH
generating system is used as initiator, the reaction compo- 43
nents were: buffer (as above), 1 mM EDTA, MS, CCl, (100
mM) and generating system. The generating system con-
sisted of 0.5 Kornberg units of glucose-6-phosphate
dehydrogenase, 5 uM glucose-6-phosphate and 0.3 mM
NADPH. After all reagents were added, the test tubes were S0
vortexed and placed in a 37° C. shaking water bath. Samples The test results demonstrate that the flanking tert-butyl
were incubated for one hour. A. Ottolenghi, Arch. Biochem. groups in the ortho positions (2, 6) of the phenol give
Biophs. 79:355 (1959). The lipid peroxidation (LPO) reac- improved efficiency. The relative efficiency of the various
tion was stopped by the addition of 0.5 ml 35% TCA compounds from the above data normalized to 1.0 for PBN
(trichloroacetic acid) (weight/volume in distilled H,O) and can be represented as follows:

attempted to be reached by trial and error. In the event it was
missed, the IC., value was determined by interpolation of
the results. Interpolations were made using the closest result
higher than IC., and the closest result lower than 1C,. The
reference to “measured” means that IC., was hit right on and
thus no interpolation was required.

DBBNP> BHI> DBONP> DMONP> VitE> VMBNP> OPN> PBN

2466 2000 1828 646 354 46 24 1.0

1.0 ml 0.5% TBA (thiobarbituric acid) (w/v in distilled

H,0). Samples were capped with glass marbles and placed 65 _Th[_lsﬂ_ DBBNP i? abm{t 2009 times more effective as an
in a boiling (100° C.) water bath for 15 minutes, then cooled inhibitor of LPO 1n rat liver microsomes than PBN and about

rapidly in an ice bath. One milliliter of distilled H,O and 2 20% better than BHT. Even taking into account experimen-
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tal precision, one can conclude that DBBNP 1s at least as
good as BHT and probably better.

Example 2

LPO mitiated by NADPH catalyzed cytochrome-P450
metabolism of CCl,

An amount equal to 0.09 mmole spin trap was weighed
into a test-tube to give a final concentration of 30 mM. To
this container was added 14 ul *>CCL, (to produce a final
concentration of 50 mM). After shaking to dissolve the spin
trap, 2.35 ml of 50 mM potassium phosphate buifer at pH 7.4
(KH,PO" and K,HPO,) was added plus 0.3 ml microsomal
suspension. The solution was vortexed and preincubated for
10 minutes at room temperature (25° C.). At this point, 0.3
ml NADPH generating system (0.5 Kornberg units of
oglucose-6-phosphate dehydrogenase, 5 uM glucose-6-
phosphate and 0.3 mM NADPH) was added to start the
reaction. After incubation for 15 min at room temperature,
1.0 ml toluene was added and the system vortexed. Follow-
ing centrifugation for 30 minutes at 3000 rpm (Sorvell
GLC-4 with swinging bucket rotor H1000) approximately
500 ul supernatant solution 1s removed and transferred to an
EPR quartz tube. The solution was degassed for 10 minutes
with argon and scanned by EPR spectrometry.

The following results were obtained:

[nhibitor Concentration of 50% Inhibition (ICsg)
(average of 5 experiments)

BHT 55 uM (interpolated between 50 and 100 pM)
PBN 17,500 uM (interpolated between 10 and 25 mM)
DBBNP 53 uM (interpolated between 50 and 100 pM)
DBONP 35 uM (interpolated between 20 and 40 uM)
DMBNP 710 uM (interpolated between 500 and 750 uM)
DMONP 60 uM (interpolated between 40 and 80 uM)
OPN 6500 uM (interpolated between 4 and 8 mM)

Example 3

Rat Brain Miocrosomes

Similar tests were performed with rat brain microsomes
using the TBA test for MDA production as the result of LPO.
Results on the same compounds were as follows:

[nhibitor Concentration for 50% Inhibition (ICs;)

BHT (not available)
PBN 1000 uM
DBBNP 0.7 uM
DBONP 0.3 uM
DMONP 70 uM
DMBNP 600 uM
ON 76 uM

Although BHT was not available for this test it 1s not
believed that 1t would be particularly effective with this
particular system.

The data obtained demonstrates that DBBNP and DBONP
are very good 1nhibitors 1n these systems.
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[Csn
RLM (D) RLM (II) RBM (III)
DBBNP 4.3 uM 53 uM 0.7 M (700 nM)
DBONP 5.8 uM 35 uM 0.3 4#M (300 mM)

The above data in Examples 1, 2 and 3 are graphically
represented, respectively, in FIGS. 1, 2 and 3. It should be
noted that 1n these graphs the smaller result 1s better.

FIG. 1 1s a graphical representation of 1nhibitor concen-
tration for 50% inhibition (IC.,) using rat liver microsomes
wherein LPO (liquid peroxidation) was initiated by tert-
butoxyl radicals and MDA (malondialdehyde) production
was monitored by treatment with thiobarbituric acid (TBA).
The relative effectiveness between the compounds can be
seen, with the smaller bars indicating better performance.

FIG. 2 1s a graphical representation of inhibitor concen-
tration for 50% inhibition (IC.,) using rat liver microsomes
where LPO 1s mmitiated by NADPH catalyzed cytochrome-
P450 metabolism of CCl, based on the TBA (thiobarbituric
acid) test for MDA production.

FIG. 3 1s a graphical representation of inhibitor concen-
tration for 50% inhibition (ICs,) of LPO for rat brain

microsomes using the TBA test for MDA production.

SYNTHESIS OF NOVEL COMPOUNDS

Synthesis of the novel compounds of the present inven-
tion were carried out following the general procedures
below.

2-Methyl-2-nitropropane was prepared as follows: potas-
sium permanganate (650 g, 4.1 mole) was dissolved in 3 L
H,O and t-butyl amine (100 g, 1.4 mole) added over 30
minutes. The temperature was brought to 90° C. and the
reaction allowed to cool for 4 hours with stirring by
mechanical stirrer. A still head and condensor was attached
to a side arm of the 5 L three neck round bottom flask and
the product distilled off. Diethyl ether was added and the
product washed 2x with 5% HCIl, 1x with H,O, 1x with
saturated NaCl. The organic layer was dried over MgSO,
and the solvent stripped leaving 112.6 g (1.09 mole, 78%)
clear liquid.

4-Nitro-2,2,4-trimethylpentane was prepared as follows:
potassium permanganate (380 g, 2.4 mole) was added in
portions to t-octyl amine (50 g, 0.4 mole) and MgSO ,x7H,O
(60 g) in 250 mL H,O with mechanical stirring. The
temperature was maintained below 30° C. with an ice bath.
Stirring and cooling was continued for 2.5 hours after which
the reaction was allowed to warm to room temperature and
stirred for 48 hours. The reaction was filtered and the residue
washed with pentane. The organic layer was separated, dried
over MgSQO, and pentane distilled at atmospheric pressure.
The product was distilled at <1 mm to give 30 g (47%) of
clear liquid.

t-Octyl hydroxylamine was prepared as follows: 4-nitro-
2,2 4-trimethylpentane (10.35 g, 0.065 mole) with NH,CI

(3.49 g, 0.065 mole) was cooled in 75% THF/H,O with
stirring by a magnetic stir bar to 10° C. and zinc (25.5 g, 0.39
mole) added in portions to maintain the temperature at
10°-15° C. (one hour). Reaction was allowed to warm to
room temperature and stirred for one hour. The mixture was
filtered and the solvent stripped leaving 9.25 g (98%) clear
liquid. The hydroxylamine was used immediately in subse-
quent reactions.
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Example 4

Procedure for the synthesis of 2,6-dimethyl-4-(N tert-
octyl) nitronyl phenol (DMONP) is similar to other
4-nitronylphenols. t-Octyl hydroxylamine (4.35 g, 0.03
mole) and 3,5-dimethyl-4-hydroxybenzaldehyde (2.25 g,
0.015 mole) were refluxed in 60 mL benzene with 5 mg
pTsOH for 15 hours. TLC on silica gel (20% EtOAc/hexane)
showed 1:1 aldehyde (rf=0.47) to nitrone (rf=0.29). t-Octyl
hydroxylamine (4.35 g, 0.03 mole) was added and the
reaction stirred for 18 hours. TLC showed no aldehyde,
mostly nitrone, and a few less polar impurities. The solvent
was stripped, the residue applied to a silica gel column, and
product eluted with mixtures of hexane/EtOAc to give 3.74
g (90%) crystals with a melting point of 113°-114° C.

Example 5

2,6-di-tert-butyl-4-(N-tert-octyl) nitronyl phenol
(DBONP) can be prepared as follows. t-Octyl hydroylamine
and 3,5-di-tert-butyl-4-hydroxybenzaldehyde are refluxed 1in
benzene with p-TsOH for sufficient time to begin the reac-
fion. t-Octyl hydroylamine can then be added and the
reaction stirred until complete reaction has occurred. The
solvent 1s then stripped, the residue applied to a silica gel
column, and product eluted with mixtures of hexane/EtOACc

which should produce DBONP crystals with a melting point
of 153°-154° C.

Example 6

N-tert-octyl C-phenyl nitrone (OPN) can be prepared as
follows: t-octyl hydroxylamine and 4-hydroxybenzaldehyde
should be refluxed 1n benzene with p-TsOH for sufficient
fime to begin the reaction. Additional t-octyl hydroxylamine
can be added and the reactants stirred until completion of the
reaction. The solvent can then be stripped, the residue

applied to silica gel column and product eluted with mixture
of hexane/EtOAc which should give OPN crystals.

While the invention has been described by several specific
examples, it will be understood that the invention 1s not
limited to the specific examples herein.

We claim:

1. A compound according to the formula:

H,C
\ .
/ \_ 7/ cn  on
HO C 3 3
\ |
/N+ C—CH, (‘: CH,4
H,C O CH, CH,

2. A pharmaceutical composition comprising a pharma-
cologically effective amount of a compound as claimed 1n
claim 1, and a pharmaceutically acceptable carrier.

3. A pharmaceutical composition comprising a pharma-
cologically effective amount of 2,6-di-tert-butyl-4-(N-teri-
butyl) nitronyl phenol and a pharmaceutical vehicle suitable
for administration to a patient.
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4. The pharmaceutical composition of claim 3 wheretn the
pharmaceutical vehicle is a vehicle suitable for oral admin-
IStration to a patient.

5. The pharmaceutical composition of claim 4 wheretn the
vehicle comprises a fat-soluble substance.

6. The pharmaceutical composiiion of claim 3 wherein the
pharmaceutical vehicle is a vehicle suitable for intravenous
administration to a patient.

7. The pharmaceutical composition of claim 3 wherein the
pharmaceutical vehicle is a vehicle suitable for subcutane-
ous administration to a patient.

8. The pharmaceutical composition of claim 3 wheretn the
pharmaceutical vehicle is a vehicle suitable for intraperi-
foneal administration to a patient.

9. The pharmaceutical compostiion of claim 3 wherein the
pharmaceutical vehicle is a vehicle suitable for topical
administration to a paiient.

10. The pharmaceutical composttion of claim 3 wherein
the pharmacologically effective amount is an amount pro-
viding a dosage of between about 25 to about 250 milli-
grams of 2,6-di-tert-butyl-4-(N-tert-butyl) nitronyl phenol
per kilogram of patient body weight.

11. A method for treating a medical condition associated
with free radicals comprising administering to a patient
suffering from said condition an effective, free radical-
quenching dosage of 2,6-di-tert-butyl-4-(N-tert-butyl) nitro-
nyl phenol

12. A method for preventing a medical condition associ-
ated with free radicals comprising administering to a pafient
susceptible to said condition an effective, free radical-
quenching dosage of 2,6-di-tert-butyl-4-(N-tert-butyl) nitro-
nyl phenol.

13. The method of claim 11 or 12 wherein the 2,0-di-tert-
butyl-4-(N-tert-butyl) nitronyl phenol is administered sys-
tematically.

14. The method of claim 13 wherein the 2,0-di-teri-butyl-
4-(N-tert-butyl) nitronyl phenol is administered orally.

15. The method of claim 13 wherein the 2,0-di-tert-butyl-
4-(N-tert-butyl) nitronyl phenol is administered intrave-
nously.

16. The method of claim 13 wherein the 2,0-di-tert-butyl-
4-(N-tert-butyl) nitronyl phenol is administered topically.

17. The method of claim 13 wherein said free radicals are
the result of inflammation effects.

18. The method of claim 13 wherein said free radicals are
the result of sepiic shock.

19. The method of claim 13 wherein said free radicals are
the result of ischemia/reperfusion.

20. The method of claim 13 wherein said free radicals are
the result of liver edema septic shock.

21. The method of claim 13 wherein said free radicals are
the result of liver edema fatigue stress.
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