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) levels were very Tow.
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SUMMARY
14
Oral Administration of ~ C-HMX (500 mg.kgi) to Rats and Mice

Following oral administration of 14¢ _pmx to the rat, rad‘oactivity was
rapidly eliminated mainly in the faeces. Thus during 4 days, 85% was
eliminated in the faeces, 4% in the urine, and 0.7% retained in the animal
body. During 48 h ca 0.5% was eliminated as *7CO,.

Following oral administration of 14c_yMx to the mouse, radioactivity was
rapidly eliminated mainly in the faeces. Thus during 4 days, 70% was
eliminated in the faeces, 3% in the urine, Tzd 0.6% retained in the animal
body. During 48 h ca 1% was eliminated as *"CO,.

Following oral administration of 14¢_HMX to the rat and mouse, plasma
levels of radioactivity were very low indeed and at peak plasma levels (6 h
post dose 6-10 ng.m1i) less than 0.1% of the administered dose was present
in the plasma circulation.

Thin layer chromatographic analysis of the radioactivity fliminated in the
faeces of rats and mice following oral administfation of “7C-HMX, showed
that faecal radioactivity was mainly unchanged - 'C-HMX.

- . 14
Intravenous Administration of = C-HMX (2 mg.kgi) to Rats

Following intravenous administration of 14c_HMX to the rat, radioactivity
was rapidly eliminated mainly in the urine. Thus during 4 days, 61% had
been eliminated in the urine, 3% in the faeces and 2% retained in the
animal body. During 48 h ca 6% was eliminated as 1 CO,. A proportion

of the administered radioactivity was even more slowly eliminated. During
3-4 days post dose only 0.6% was eliminated in urine and faeces.

Following intravenous administration of 14c_4MX to the rat, plasma levels
of radioactivity increased during 1 h post dose and peak levels (1 ug
equiv.mli male and 0.5 ug equiv.mli females) were maintained for 6 h. At
24 n levels of radioactivity had fallen significantly (0.2 ug equiv.mli),
thereafter levels of radioactivity in plasma fell very slowly.

A comparison of urine and plasma 1fxels of radioactivity following intra-
venous and oral Tgministration of *7C-HMX to rats suggested that <5% of
an oral dose of “"C-HMX had been absorbed following the oral adminis-
tration.

Iissue concentrations of radioactivity following an intravenous dose of
C-HMX were generally higher than plasma. Highest concentrations were
observed in liver and kidney and lowest levels in brain.

Examination of the nature of metabolites eliminated in urine and faeces
and retained in tissues and plasma showed significant and rapid metabolism
of 14C-HMX to very polar components.
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INTRODUCTION

As part of the biological safety evaluation of HMX (a high explosive), the
toxicity of the substance has been investigated in rats, mice and rabbits
(IRI Project No. 415669).

NO,

J
mrm\m,
/ \

ON—N N — NO,
b
2, -t
|
NO,

Ige present study investigates the metabolism and pharmacokinetics of
C-HMX in the rat and the mouse.

Investigations in fﬂe first instance were limited to studies following oral
adminiatration of “7C-HMX. Results of these investigations suggested
that *"C-HMX was poorly absorbed by the oral route, the studies were
therefore extended to include examination of the pharmacokinetics of
HMX in the rat following the intravenous route of administration.

14._

The studies were performed according to the following protocols:

415669PK: The pharmacokinetics of 14 _umx following oral
admi..istration to the rat and mouse.

415669PK First Amendment: The pharmacokinetics of 14¢ _umx
following intravenous administration to

the rat.
415669PK Second Amendment: Not performed.

415669PK Third Amendment: The pharmacokinetics of 14C-HMX
following intravenous administration to
the rat. Analysis of individual tissues.

415669PK Fourth Amendment: Further investigation of urinary 14C-HMX
metabolites.

415669PK Fifth Amendment: Investigation of the nature of radio-
activity in rat tissYss following a single
intravenous dose of ~ C-HMX.
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These studies were performed at the following locations:

Elphinstone Research Centre, field station of Inveresk Research
International and Inveresk Gate, Musselburgh.

Time of initiation: 17 September 1980
Time of completion: 7 January 1983

Al1 data generated and recorded during this study will be stored in the
Scientific Archives of Inveresk Research International Limited.
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EXPERIMENTAL PROCEDURES

Materials

Carbon-14 Tabelled HMX, (93.3 mg, Batch No. 1221-068, 5.93 mCi.m molei)
was received from New England Nuclear on 29 August 1980. The compound was
received in the form of a YRite crystalline solid and was stored deep
frozen. The structure of ““C-HMX is shown below.

NO;
|

CH:’"\CH,
/ \
ON—N N = NO;

/

CH
2\~/CH1

|
NO,

Non-radioactive HMX and RDX were received from the Royal Ordnance Factory
as white suspensions containing approximately 20% (w/w) water foi the
preparation of analytical standards and for the dilution of the 4¢-Hmx.
Both HMX and RDX were dried to a constant weight in a water-heated oven
before use.

"Unisolve" liquid scintillation fluid was obtained from Koch-Light
Laboratories Limited, Colnbrook, U.K.

Dimethylsulphoxide (DMSO) used in intravenous dosing, was supplied by BDH
Chemicals Ltd., Poole, Dorset, U.X.

Carbosorb® C0, absorbing solution and Permafluor VR scintillation

fluid were used in conjunction with the Packard Tri-Carb 306 sample
oxidiser, and were supplied by Packard Instrument Company Inc., I1linois,
U.S.A.

Standards containing a known amount of carbon-14, used to estimate
efficiencies of combustion, were obtained from the Radiochemical Centre,
Amersham, U.K.

Hypersil, Hypersil 0DS (5 um diameter), Partasil and Co-Pell 0DS (20 um
diameter), packing materials for HPLC, were obtained from Shandon Southern
Products Limited, Runcorn, Cheshire.

Mobile phase solvents for HPLC were of HPLC grade.

A1l other reagents used were of analytical reagent grade.

B Sy R T NI e
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Pre-coated silica gel TLC plates (60 Fpg4, layer thickness 0.25 mm) were
supplied by E. Merck, Darmstadt, Germany.

X-ray film (KodirexR), developer (DX-80) and fixer (FX-40) were obtained
from Kodak Limited, U.K.

s A . . . 14
Specific Activity and Radiochemical Purity of C-HMX

* 14c_uMx (93.3 mg) was received from New England Nuclear at a stated
specific activity of 5.93 mCi.mmol11 (Appendix 1).

Two batches of 14C-HMX were prepared, one of low specific activity for
oral administration and one of high specific activity for intravenous
administration.

For the low specific activity material 14c-HM§4(49.9 mg) was diluted with
HMX (9.86 g) in acetonitrile to yield 9.79 g ~"C-HMX of specific activity
0.905 uCi.mg? (26.80 nCi.mmold).

For the high specific activity material 14C-HMX was used undiluted. The
specific activity was measured at IRI and found to be 17.65 uCi.mg? (5.22
mCi.mmol1) and this was the figure used throughout.

Specific activities were determined by U-V spectrophotometry at 225 nm and
scintillation counting.

s The radiochemical purity of both batches of the prepared 14C-HMX were
estimated using TLC in 2 of the following solvent systems.

a) Dichloromethane:acetonitrile (80:30, v/v)
b) Petroleum ether (60-80°C):acetone (60:36, v/v)
c) Petroleum ether (40-60°C):acetone:acetonitrile (60:35:20, v/v/v)

The radiochemical purity of the high specific activity material was
assessed as 99.0% and 99.0% pure in solvent systems a and b respectively.
The radiochemical purity of the low specific activity material was assessed
as 98.3% and 99.4% pure in solvent systems a and ¢ respectively.

Animals and Husbandry

Animal Receipt

For studies involving the oral administration of 14C-HMX to rats,
123 and 129 Fischer 344 rats were received from Charles River U.K.
i Limited on 30 September 1980. Mean body weights on arrival were
142 g (3) and 114 g (?). A further 53 and 52 Fischer 344 rats were
received from Charles River, U.K. Limited, on Wednesday 22 October
1980. Mean body weights on arrival were 150 g (&) and 138 g (9).
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For studies involving the oral administration of 14¢_ymx to mice,

323 and 329 B6C3F mice were received from Charles River U.K. Limited,
on 7 October 1980. Mean body weights on arrival were 21 g (J)

and 18 g (g).

For studies involving the intravenous administration of 14¢ _HMx to
rats, 213 and 199 Fischer 344 rats were received from Charles River
U.K. Limited, on 7 May 1981. Mean body weights on arrival

were 122 g (3) and 120 g (¢9).

Husbandry

A1l animals were received at Elphinstone Research Centre, field
station of Inveresk Research International Limited. They were
uniquely earmarked on arrival and were allowed one week acclimatis-
ation period before dosing. Quarantine restrictions were maintained
throughout all animal studies.

After dosing, those animals used in plasma level studies were housed
individually in polycarbonate cages with raised mesh floors to inhibit
coprophagy. Animals used in balanced excretion studies were housed
individually in glass metabowls specially designed for the separate
collection of urine and faeces. Except for an 18 h pre-dose fast
animals were fed on BP Nutrition Rat and Mouse No. 1 Diet. Water was
available ad 1ibitum.

Mean environmental conditions were as follows:-

Rat oral dose studies: Mean temperature was 21°C (range 19-23°C);
mean humidity was 55% (range 50-58%).

Mouse oral dose studies: Mean temperature was 19°C (range 17-21.5°C);
mean humidity was 51% (range 46-57%).

Rat intravenous dose studies: Mean temperature was 22°C (range 18-
24°C); mean humidity was 48% (range 40-55%).

Animal house records are retained in the project archives.

Dose Preparation and Procedure

Oral Administration to Rats

The target dose level Eor each animal was 500 mg.kg?l body weight. Two
stock suspensions of 13¢.HMX in 0.1% carboxy methyl cellulose (CMC)
solution were prepared at concentrations of ca 23.83 mg.ml1 and 250.02
mg.m13. The homogeneity of each suspension was maintained throughout
the dosing period by use of a magnetic stirrer. Each animal received
a target of 3 ml of the respective dosing suspension by oral gavage.
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b In order to determine the dose delivered to each animal several mock
doses of 3 m] of dose suspension were dispensed throughout the dosing

® period. These 'mock' doses were subsequently adjusted to a volume of
100 m1 with acetonitrile and aliquots were removed for radioactivity
determination. The actual doses received by each animal are given in
Appendix 2.

L M o B g

Oral Administration to Mice

b

The target dose 1eve] for each animal was 500 mg.kg?® body weight. A

stock suspension of 4C-HMX in a 1% CMC solution was prepared at a

concentration of ca 23.01 mg.m11 and individual doses were dispensed

from this suspension. Due to a significant difference between male

and female mean body weights, the dose volume was different for each
® sex, with the males receiving 0.5 m1 and the females receiving

0.42 ml.

LD B o3 e

Mock doses of both the male and female target dose volumes were
dispensed throughout the dose period for dose determination as above.

The homogeneity of the dose suspension was maintained throughout the
dosing period by use of a magnetic stirrer. The actual doses received
by each animal are given in Appendix 3.

Intravenous Administration to Rats

The target dose level for each animal was 2 mg.kg? body weight. 14As a
result of different dosing dates, 3 separate dose solutions of "~ 'C-
HMX in dimethylsulphoxide (DMSO) were prepared. Each rat received 30
ul of the respective dosing solution directly into the saphenous vein
via a 100 u1 Hamilton syringe. In order to determine the radio-
activity received by each animal, mock doses were taken throughout the
e dosing period. Each mock dose was subsequently adjusted to 10 ml

with DMSO, and aliquots were removed for radioactivity determination.

This value was used to calculate the dose received by each animal.

The actual doses received by each animal are recorded in Appendix 4.

VT NN T Y TS VWY Y Y XX RS Y
» 9

Note:- Part1cu1arlg1fficu1ties were associated with the intravenous
administration of “7C-HMX. HMX is virtually insoluble in all bio-

logicaly compatible solvents. It was decided therefore to utilise

the miniumum volume of dimethylsulphoxide (DMSO). The normal

procedure of withdrawal of blood into the needle and syringe c?ald not
& be allowed because any presence of aqueous media precipitated
HMX. The small volume (30 u1) was injected directly into the vein and
assessment of success was made following the administration as to
whether any of the dose was extravascular.
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Animal Experimentation

Oral Administration to Rats

Ten of the mali rats and 10 of the female rats each received a single
oral dose of **C-HMX. Following administration, 10 rats (53 and 59
were each placed singly in all glass metabolism cages. In addition,
expired COp was collected independently from 13 and 1?2 for a period
of 48 h post dose. Urine for the periods 0-6, 6-24, 24-48, 48-72 and
72-96 h and faeces for the periods 0-24, 24-48, 48-72 and 72-96 h
post dose, were collected and the radioactivity determined. For the
time periods up to 24 h, urine and faeces was collected deep frozen
in solid CO, cooled containers. At the end of the collection periods,
the animals were sacrificed and the radioactivity in the carcass and
gastro-intestinal tract was subsequently determined.

Blood samples from the remaining 10 rats (53 and 59) were taken from
the tail vein the following times post dose: 0.25, 0.5, 1, 2, 4,

6, 24, 48 and 72 h post dose. Total radioactivity was subsequently
determined in the plasma of each blood sample.

Subsequent to the above a fuiaher 6 male and 6 female rats were each
given a single oral dose of “7C-HMX. Two male rats and two female
rats were sacrificed at 12, 18 and 24 h post dose by chloroform
inhalation. Blood was removed via the inferior vena cava into
heparinised tubes at sacrifice. Total radioactivity was subsequently
determined in the presence of each sample.

A summary of the above procedures is outlined in Appendix 2.

Oral Administration to Mice

Following administration to 10 mice (53 and 52), each animal was
placed individually in all glass metabolism cages. Expired CO, was
collected from one male and one female animal for a period of 48 h
post dose. Urine for the periods 0-6, 6-24, 24-48, 48-72 and 72-96 h
and faeces for the periods 0-24, 24-48, 48-72 and 72-96 post dose were
collected and the radioactivity determined. For the time periods up
to 24 h, urine and faeces were collected deep frozen in solid CO,
cooled containers. At the end of the collection periods the animals
were sacrificed and the radio-activity in the carcass and gastro-
intestinal tract was determined. A further group of 48 mice (243 and
242) were each given a single oral dose of 13c_HMX as described
previously. Six animals (33 and 3?) were sacrificed at each of the
following times post dose: 0.5, 1, 2, 4, 8, 24, 48 and 72 h. Blood
was removed from the inferior vena cava and total radioactivity was
determined in the plasma.

A summary outlining the above procedures is recorded as Appendix 3.
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Intravenous Administration to Rats

Iﬁn rats (53 and 59) were each given a single intravenous dose of
C-HMX and placed independently in all glass metabolism cages.
Urine for the periods 0-6, 6-24, 24-48, 48-72 and 72-96 h and faeces
for the periods 0-24, 24-48, 48-72 and 72-96 h post dose were collect-
ed and the radioactivity determined. For the time periods up to 24 h,
urine and faeces were collected deep frozen in solid CO cooled
incubators. In addition, expired COp was collected for 48 h from 2
animals (14 and 1?). At the end of excreta collection the 53 and 5¢
rats were sacrificed. In 34 and 39 rats radioactivity was separately
determined in the carcass and gastro-intestinal tract. In the remain-
ing 4 rats the levels of radioactivity in the following tissues were
determined: gastro-intestinal tract, whole blood, plasma, brain,
lung, heart, liver, kidney, thymus, spleen, fat, skeletal muscle,
bone, testes/seminal vesicles, ovaries/uterus and remaining carcass.

ffsther 10 rats (53 and 59) each received a single intravenous dose
C-HMX. Blood was removed from the tail veins of these animals
at the following times post dose: 2, 7, 15, 30 min, 1, 2, 4, 6, 24,
48 and 72 h. Total radioactivity was determined in the plasma.

fight rats (43 and 4?) each received a single intravenous dose of
C-HMX. Four rats (23 and 29) were each sacrificed at 2 min and
24 h post dose. Blood was removed from the inferior vena cava for
radioactivity determination. In addition the level of radioactivity
in the following tissues was determined: gastro-intestinal tract,
whole blood, plasma, brain, lung, heart, liver, kidney, thymus,
spleen, fat, skeletal muscle, bone, testes/seminal vesicles,
ovaries/uterus, and the remaining carcass.

A summary outlining the above procedures is recorded as Appendix 4.

Storage of Samples

A11 biological samples were stored in individual uniquely identifiable
containers, and all samples except plasma were stored deep frozen (-20°)
until taken for analysis. Plasma samples were stored at 4°C for the
minimum time prior to sampling. After sampling, plasma samples were stored
deep frozen.

Quantitation of Radioactivity

Quantitation was analysed using a liquid scintillation analyser (Philips,
Holland), with automatic quench correction by external standard-channels
ratio. Each individual sample was counted for 10 min or for the time taken
to detect 900,000 counts. Where possible, samples were measured at least
in duplicate. Vials were allowed to heat and 1ight stabilise overnight
prior to analyses. Prior to calculation of each result, a background count
rate was determined and subtracted from each sample count rate. A limit of
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reliable determination of 30 dpm above the background count rate has been
instituted in these laboratories. On statistical grounds, errors associ-
ated with the mean of duplicate determinations above this value are less
than 12% (CV). Where results have arisen from data below the limit of
reliable determination the fact is so noted. Similarly, when a result has
arisen from data less than 10 dpm above background, the error is such that
the individual result is outside the 95% confidence limit (i.e. the result
is not significantly different from background). Data resulting from
estimations of less than 10 dpm above background are identified.

Samples were prepared for analysis as follows:

Liquid Samples

Aliquots of urine, plasma, dose determination and residue solutions
were made up to 1.0 ml or 4.0 ml with distilled water if necessary and
mixed with "Unisolve" scintillator (10 ml).

Whole Blood

Whole blood samples (ca 0.2 g-0.5 g) were combusted usiTg a Packard
Tri-carb 306 automatic sample oxidiser. The resultant ﬁoz was col-
lected by absorption in Carbosorb™, to which Permafluor V* scintil-
lation fluid was added. Combustion of standards showed recovery
efficiencies to be in excess of 94% throughout.

Solid Samples

Whole carcasses of rats and mice were finely chopped prior to homogen-
isation with the addition of CMC (carboxy methyl cellulose) as a
stabiliser.

Faeces and gastro-intestinal tract samples were homogenised in water
with CMC added. Two samples were removed from each, and each subsample
was analysed in duplicate. Aliquots of homogenate (ca 0.5 g) were com-
busted as described for "Whole Blood" above.

Organs and tissues were finely chopped. Duplicate aliquots (ca 0.5 g)
were taken from each, and combusted as described above.

TLC Absorbent

Bands of absorbent corresponding to radioactive areas on TLC plates
were removed into scintillation vials containing distilled water (4
ml). The resulting mixture was subjected to ulstrasonication to
disperse the solid phase and "Unisolve" (10 m1) was added to produce a
thixotropic gel suitable for scintillation counting.
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”
Examination of the Nature of Radioactivity in Urine, Faeces, Plasma
and Tissue SampTle
. Urine and faeces obtained from the oral and intravenous dosing studies in
the mouse and rat for the time periods 0-6, 6-24, 24-48, 48-72 and 72-96 h
were pooled separately for male and female animals. Unchanged test sub-
stance was determined in the animals. Additionally the pattern of meta-
1 bolites was determined in those of the above samples that contained the
P highest proportion of radioactivity.
Plasma samples for unchanged test substance analysis were obtained from 8
animals (43 and 4?) at the peak plasma level (for oral dosed animals) or 2
min (for intravenous dosed animals) and 24 h.
. Selected urine samples were subjected to enzymatic and chemical decon-
' jugation procedures.
e
o




RESULTS

e Pharmacokinetics of Radioactivity Following Oral Administration of
- {500 mg.kgd)] to the Rat and Mouse

Rates and Routes of Excretion of Total Radioactivity

Following single oral administration of 14c_yMx (500 mg.kgl) to the
rat, radioactivity was rapidly and significantly eliminated mainly in
the faeces. Thus after 96 h, 85% had been eliminated in the faeces,
4% in the urine and only 0.7% retained in the gastix-intestinal tract
and carcass. (Table 1, Figure 1). In 2 animals, COZ was col-
lected during the first iB h post dose. In these 2 animals a mean of
0.5% was eliminated as 1%CO (Table 3). There appeared to be no
difference in the results obtained from male or female rats.

Following single oral administration of 14c_umx (500 mg.kgi) to the
mouse, radioactivity was rapidly eliminated in the faeces with only a
small proportion eliminated in the urine. Thus after 96 h, 70% had
been eliminated in the faeces, 3% in the urine and only 0.6% re-
tained in the gastro-intestinal triit and carcass (Table 2, Figure 1).
Similarily in the 2 animals where *"C0, was collected ﬂuring the
first 48 h post dose a mean of 1.1% wa$ collected as 1 CO,.

Thus in the rat and the mouse, radioactivity, following oral adminis-
tration, was rapidly eliminated in the faeces. Observed levels in
the carcass and in the urine, however showed that at least a
proportion of the administered dose had been absorbed following oral
administration.

Plasma Levels of Total Radioactivity

Following an oral dose of 14C-HMX (500 mg.kgi) to rats and mice,
levels of radioactivity in plasma increased slowly during the first 6
h post dose (Tables 4 and 5, Figure 2). Plasma levels of radio-
activity were very low indeed (relative to the dose administered) and
for both species peaked between 6 and 12 ug equiv.mil (Tables 4 and 5,
Figure 2). Assuming a plasma volume of 45 ml.kgi, plasma concen-
trations at peak accounted for only 0.07% of the administered dose in
the whole plasma circulation.

During 24 h to 72 h post dose, levels of radioactivity fell slowly to
(in many cases) below the limit of reliable determination.

A more detailed interpretation of the pharmacokinetics of total radio-
activity is difficult because of data variability with observed levels
being close to the 1imit of reliable determination.

Note: During the period 6-24 h post dose, peak levels of radio-
activity probably occurred. Additional animals were used to examine
plasma concentration during this period to observe whether these were
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significantly higher than those observed at 6 h ( Table 4b). Levels
of radioactivity observed in these 1imited numbers of animals were
within the expected range for kinetic animals at 6 h post dose.

Duriag this phase, therefore, the results suggest that the proportion
of **C-HMX absorbed may be low. This suggestion is supported by the
observation of the low levels of radioactivity in urine and plasma.

An alternative interpretation, however, would be: significant absorp-
tion followed by rapid elimination in the bile. The second alter-
native seemed unlikely since plasma levels and urine levels were low.
It was approprlite however to extend the investigations of the pharma-
cokinetics of *7C-HMX following a systemic route of administration

in one of the species:

The route chosen was intravenous.
The species chosen was the rat.

The dose level chosen was 2 mg.kgd (as opposed to 500 mg.kg? oral).
This dose level may be considered as representative of the absorbed
portion of the dose following oral administration.

Examination of the excretion and plasma pharmacokinetics, following
the intravenous dose, would confirm (or otherwise) the poor absorption
following oral administration.

The Pharmacokinetics of Radioactivity Following Intravenous Administration

of TYC-AMX (2 mg.kg?) to the Rat.

Rates and Routes of Excretion of Total Radioactivity

Following single intravenous administration of 14c_uMx to the rat,
radioactivity was rapidly and significantly eliminated mainly in the
urine. Thus after 96 h, 61% had been eliminated in the urine, 3% in
the faeces and 5% retained in the gastro-intestinal tract and carcass
(Table 6, Figure 3). In 2 animals expired air was trapped for CO,
during 48 h poi& dose and approximately 6% of the radioactive dose was
eliminated as “'C0, (Tables 6 and 7). There appeared to be no
difference in the results obtained from male or female rats.

Thus in the rat, systemically administered radioactivity is rapidly
and significantly eliminated in the urine. However, the rate of
elimination is rapid only at early time periods. During 72-96 h,
only 0.6% was eliminated whilst 5% was retained in the carcass (Table

. 6).

Recoveries of radioactivity were Tow (70-80%) 14C02 was collected
. from only 2 animals during the first 2 days post dose. However,
™ during 2-f4days post dose (outside the period of measurement) elimin-
™ ation of *7C0, may have been significant and other possible
- volatile metan]ites (e.g. *%CHg) were not collected. This may

have contributed to the low recoveries observed.
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Plasma Levels of Total Radioactivity

Following intravenous administration of 14¢ _umx (2 mg.kg1) to 5 male
and 5 female rats radioactivity increased during the first hour post
dose and generally maintained a plateau of radioactivity for up to

6 h post dose at a concentration of 1 ug equiv.mli (males) or 0.5 ug
equiv.mli (females). See Tables 8 and 9.

During 6-24 h post dose, levels of radioactivity fell significantly
and both male and female rats maintained similar levels of radio-
activity (0.2 ug equiv.mli) at 24 h post dose. Thereafter plasma
levels of radioactivity fell more slowly and at 72 h post dose, levels
of 0.05 ug equiv.mli were circulating in plasma.

The unusual observation of increasing concentration of radioactivity
following an intravenous dose can be generally attributed to the rapid
formation of a metabolite with a smaller volume of distribution than
the parent compound administered.

Assuming a plasma volume of 45 ml.kgi, at peak plasma concentrations
(1-6 h post dose) a mean of ca 4% of the administered radioactive dose
was circulating in plasma.

Comment on the Systemic Absorption of an Oral Dose of 14C-HMX
Administered to Rats

Estimates of the systemic absorption of radiocactivity following an
oral dose may be made by comparing the urinary levels of radioactivity
following oral and intravenous administration. viz:

% dose in urine (p.o. admin) x 100

Proportion absorbed
% dose in urine (i.v. admin)

= 6%

Alternatively the areas under the plasma profiles following intra-
venous and oral administration may be compared giving the bioavaila-
bility of total radioactivity. However, in the present study, levels
of radioactivity in plasma were at or below the limits of reliable
determination at later time periods. Thus, comparison of peak or
plateau levels may be more appropriate. viz:

'Bioavailability' 'Peak' oral/oral dose x 100
of the oral dose '"Peak ™ intravenous/intravenous dose

L}

8/500 x 100
0.872

= 4%
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It may be considered that following oral administration of 14¢ _ymx
(500 mg.kgi) to rats that approximately 5% was absorbed into the
systemic circulation.

jssue Levels of Radioactivity Following Intravencus Administration of
-HMX {2 mg.kgT]

® Following single intravenous administration of 14c _ymx (2 mg.kgi) to
6 male and 6 female rats, radioactivity was measured in tissues and
organs of separate animals. Tables 10, 11 and 12 outline the results
from animals sacrificed at 2 min, 24 h and 96 h post dose
respectively.

® At 2 min post dose highest levels of radioactivity were observed in
lung and heart with lowest levels in the brain. During 24 h post dose
levels in tissues fell considerably with major concentrations detected
in liver and kidney. During 96 h post dose, levels of radioactivity
fell further with maximum levels in kidney and liver, the major organs
of metabolism and elimination. At all times post dose levels in the

© brain were very low indeed. Selected mean tissue concentrations are
outlined below and Figure 5.

Radioactivity (ug equiv.gi)
2 min 24 h 96 h

o Whole blood 2.15 0.22 0.07

‘ Plasma 1.58 0.18 0.05
Lung 15.39 0.32 0.19

Liver 4.25 0.83 0.26

Kidney 3.96 0.74 0.36

Skeletal muscle 1.28 0.22 0.08

® Brain 0.22 0.09 0.04

Total recoveries of radioactivity in the rat body at 2 min, 24 h and
96 h post dose were 90%, 17% and 5% respectively (Table 13).

Tissue to plasma ratios of radioactivity are detailed in Tables 14, 15
& and 16 and summarised below.

Tissue/Plasma Radioactivity Ratios

2 min 24 h 96 h

) Whole blood 1.5 1.2 1.5
. £ Lung 7.6 1.8 4.3
Liver 2.3 4.6 6.1

Kidney 2.2 4.1 8.1

Skeletal muscle 0.7 1.2 1.7

Brain 0.1 0.5 0.8
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v:l* Thus the proportionate distribution of radioactivity changed signifi-

o cantly with time. With the particular exception of Tung (at 2 min),
the tissue to plasma ratios of radioactivity increased with time. In

‘t;f the particular case of lung at 2 min it must be stated that lung

e tissue Zs the first tissue to meet ? bolus of intravenously adminis-
- tered 19C-HMX. At 2 min post dose 4C-HMX could be out of equi-

3'{* Yibrium with plasma and other tissues.

o 14

e Determination of the Level of Unchanged C-HMX in Urine, Plasma and

. Faeces

h-\)

R Thin Layer Chromatography of Urine and Faeces Extracts From Rats and
:1’ Mice FolTowing ORAL Administration of *“C-HMX {500 mg.kg?)

Male and female 6-24 h rat and mouse urine collection and male and
female rat and mouse faeces were separately pooled. Pooled urine
?j samples (2-20 m1) were extracted with 10 volumes of acetonitrile.

ié; Pooled faeces samples (ca 3 g) were extracted with 2 x 5 ml aceto-
:xf nitrile. Each urine and faeces extract was reduced to dryness in
v vacuo, recovery of radioactivity was virtually quantitative.
r Each dry residue was redissolved in a minimal volume of aceto-
s nitrile prior to thin layer chromatography in dichlorfwethane:aceto-
oM nitrile (80:30 v/v). After development the level of “"C-HMX and
xjh major separate components were determined by excision of the approp-
P riate areas of silica gel corresponding to the major areas of radio-
e activity (detected by apposition autoradiography).
.i:' The proportions of each separated component in each extract are
e detailed in Table 17a.
>
Eﬁ Examination of the results showed that almost all of the radioactivity
: eliminated in faeces was excreted as unchanged *"C-HMX. Urine
;3, samples contained only a very small proportion of radioactivity com-
L pared to faeces thus the qualitative resulfa for urine must be viewed
B o with caution (i.e. the high proportion of *“C-HMX in some urine
o samples may be caused by transfer of faecal radioactivity to urine
~ during separation and collection).
e Table 17b converts the proportion of radioactivity attributable to
i;é each component to a percentage of the administered dose.
I
\j~ From the erieding sections it is clear that only a very small pro-
P ?thion of *7C-HMX is absor?id following oral administration of
e C-HMX to rats and mice. C-HMX is eliminated for the most part
. ‘ uncTinged in the faeces. However a significant (if small) prop . tion
eSS of **C-HMX is absorbed following oral administration (as evidenced
L by urine and particularly plasma levels of radioactivity). It is
o important to describe the fate of this proportion of radioactivity
o absorbed without the hindrance of low levels of radioactivity and
‘ possible contamination of eliminated urine with high levels of un-
+j§ absorbed radioactivity in the faeces.
!
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Examination of Rhe metabolites following systemic administration of
a Tow dose of 13C-HMX followed, and the disposition or extent of
metabolism of 14?-HMX in this situation may be related to the fate
of the absorbed 14C-HMX following oral administration.

Thin Layer Chromatography of Urjne Extracts from Rats Following
INTRAVENOUS Administration of SLC-HMX (Z mg.kg)

Urine samples (0-6 h, 6-24 h and 24-48 h) were pooled for male and
female animals separately. Samples were extracted with 10 volumes of
acetonitrile and reduced to dryness by thin film rotory evaporation.
Each dried extract was transferred to small vials using a minimum
volume of 90% methanol:10% water. Extracts were reduced to dryness
under nitrogen and redissolved in a minimum volume of 90% methanol 10%
water. Recovery of radioactivity using this technique was almost
quantitative (87-98%).

Thin layer chromatography of the above extracts was performed using
silica gel TLC plates developed in dichloromethane:acetonitrile (80:30
v/v). Each sample was co-chromatographed with HMX. Areas of silica
gel corresponding to high levels of radioactivity were visualised
using apposition autoradiography.

Four significant radioactive components were detected, HMX (RF 0.51),
two minor metabolites at RF 0.08 and 0.03 (Met 1 and 2 respectively)
and material retained at the origin. The areas corresponding to these
components were excised and measured for total radioactivity and the
proportions corresponding to each calculated (Table 18a). Thus the
minor metabolites (1 and 2) accounted for only 1-2% of total radio-
activity in both male and female urine with approximately equal pro-
portions of HMX and polar (origin) material making up the remainder.
The proportion of radioactivity corresponding to HMX generally de-
creased with time and the proportion of HMX in the pooled female urine
samples analysed contained higher proportions of HMX than corres-
ponding male urine. A quantitative estimate of the amount of each
component eliminated is given in Table 18b by reference to the propor-
tion of the administered dose detected in each sample. Thus during

48 h the following amounts of each component had been eliminated.

Percentage Dose Eliminated (0-48 h urine)

Male Rats Female Rats
HMX 24.5 37.8
Met 1 0.2 0.2
Met 2 1.0 1.0
Origin 28.3 16.7

Later urine samples and faeces samples were not analysed because of
the Yower levels of radioactivity observed in these samples.
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O Hi%h Performance Liquid Chromatography o{ Plasma Extracts of Rats
R olTowing ministration o -AMX (2 mg.kg7)
.- Terminal plasma samples collected at 2 min and 24 h following intra-
e venous administration to male and female rats were analysed for *™C-
- HMX separately.
‘f Each plasma sample was extracted with 2 x 5 volumes of acetonitrile.
) The acetonitrile extracts of plasma at 2 min post dose contained
e greater than 90% of the original radioactivity. Extracts of plasma at
5}: 24 h post dose contained 15-30% of the total radioactivity (Table 19).
W Extracts were reduced to dryness under nitrogen and reconstituted in
e a minimal volume of 90% methanol:10% water and subjected to reverse
"y phase HPLC analysis using the following system.
N Column (1) 4 x 0.5 cm Co-Pell 0DS
5 (2) 25 x 0.8 cm Hypersil 0DS
o Mobile Phase 25% acetonitrile in water at 2 ml.min
'f.. Control p]asTi samples containing unchanged 14C-HMX were similarly
Ca processed. C-HMX was quantitatively extracted.
;ﬁ{ Eluate was collected at the retention time of authentic 19C-HMX and
ws the radioactivity associated with this fraction compared with the
;;l total eluate. Recovery from the column was guantitative. Results are
: given in Table 19.
S Thus at 2 min post dose most of fge radioactivity circulating in
L plasma corresponds to unchanged “"C-HMX (0.7-1.8 pg.mli) whereas at
o fﬂ h only ca 10% of the circulating radioactivity corresponded to
N C-HMX corresponding to ca 0.02 ng.mli.
J Following the observation that Tow recoveries of radioactivity oc-
o curred following extraction of 24 h plasma samples, these samples were
subjected to further investigation. Extraction with methanol:water
D (90:10 v/v) did not significantly improve extractability and most of
e the radioactivity was associated with the precipitated protein
I fraction. Hydrolysis with 2M NaOHlﬂid improve extractability but this
e treatment also degraded unchanged *“"C-HMX. Much of the radio-
T activity observed in plasma at 24 h post dose may be strongly bound or
- incorporated into plasma protein.
NG
o Analysis of the Nature of Radipgctivity in Urine and Faeces Following
B INTRAVENOUS Administration of “"C-HMX to Rats Using HPLC
A Thin layer chromatographic (TLC) analysis had shown previously that
-l Eadioactivity in rat urine consisted of 2 major radioactive components
e C-HMX and highly polar material. (See page 18.) Low levels of
v:: radioactivity in later urine samples and all faeces samples precluded
S the examination of these samples by TLC. HPLC was used to confirm the
T~ results in urine observed previously by TLC and to extend this
2
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examination to faeces extracts and to extracts of urine samples
Egllected at later times following an intravenous administration of

C-HMX. Previously pooled urine and Eaeces samples collected
following a single administration of 13C_HMX were extracted with 5
volumes of acetonitrile. The extracts were reduced to dryness and
taken up in a minimum volume of 90% methanol in water for subsequent
HPLC analysis:

Column (1): 4 x 0.5 cm Co-Pell 0DS
(2): 25 x 0.8 cm Hypersil 0DS (5 um)
Mobile: 25% acetonitrile in water at 2 ml.mind
Detection (1): u.v. absorbance at 280 nm
(2): Berthold LB 503 HPLC radioactivity detector

with 200Ru1 homogeneous flow cell and
Unisolve"™ scintillator at 5 ml.mini

Each sample was co-chromatographed with HMX.

Radioactive components detected in the HPLC eluate of each sample
were quantitatively collected by fraction collecting and analysed
by scintillation counting.

Typically 2 major radioactive components were detected in each sample
analysed (Figure 6) although 3 minor components were also detected.

The pattern of metabolites was similar for urine and faeces in all

samples analysed (Table 28a). Samples only varied in the proportion

Y one to another. Thus 2 major components were detected. Unchanged
C-HMX (at a retention time of 22 min) accounted for between 68%

and 11% of the total radioactivity in each sample. The other major

component represented highly polar unchanged material which was un-

resolved from the solvent front, and accounted for between 14% and 82%

of the total radiocactivity in each sample.

The proportion of radioactivity associated with HMX in each sample
generally decreased with time post dose (Table 20a) and samples from
female animals generally had higher concentrations of radioactivity
than male animals (Table 20a).

The 3 minor components (A, B and C) accounted for only a small pro-
portion (<2%) of each urine extract. However in faeces the proportion
of one of these metabolites was significant (MetC, 10%). The Tevels
of radioactivity eliminated in faeces however only accounted for a
very small proportion of the administered dose. Proportions of each
‘, component were converted to a percentage of the administered dose
(Table 20b). Thus a full account of the extent of metabolism and the
proportion of each component could be assessed.

Thus during 0-96 h the following amounts of each component were elimi-
nated in urine (and 0-24 h faeces). See also Table 20b.
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% Dose Eliminated

Male Rats Female Rats
HMX 25.1 40.7
Met A 0.4 0.3
Met B 0.4 0.2
Met C 0.7 1.0
Polar material 29.4 20.1

The polar material however was unresolved from the solvent front
and maybe equated with the polar material unresolved from the origin
during TLC analysis (See page 18).

Further attempts were made to separate and examine the nature of the
polar material by further HPLC analysis and by hydrolysis. See
following section.

14
Examination of the Nature of the Polar Unknown Metabolite of  C-HMX
giesent in Urine and Faeces of Rats Following a Single Intravenous Dose of
C-HMX

It has previously been shown that the main metabolite of 14C-HMX in rats
following a single intravenous dose is a polar compound. This material was
essentially unretained in the HPLC system used for investigation. This
section details the results of further investigations by HPLC to separate
or further characterise this component.

The HPLC column system was that used previously:

Column (1): 4 x 0.5 cm Co-Pell 0ODS
(2): 25 x 0.4 cm Hypersil 0DS (5 um)

Experimental mobile phases varied from (A) water at pH 2.5 with aceto-
nitrile up to 67%, to (B) mixtures of between 4 and 67% acetonitrile (v/v)
in water at pH 2. 5 in each case with the addition of sodium lauryl sulphate
(SLS) at 0.4% (w/v) as an ion-pair reagent. The flow rate was 1.3 ml.mini,

Radioactive components in the HPLC eluate were detected using either a
Berthold LB 503 radioactivity detector with a 200 u1 homogeneous flow cell
and simultaneously pumped scintillation fluid or eluate collected as frac-
tions for subsequent scintillation counting.

Figures 7-9 show typical radio-HPLC profiles of male rat urine (6-24 h)
using a reversed phase ion-pair HPLC system. Figure 10 depicts a non-ion
paired reversed phase radio-HPLC profile of male rat urine (24-48 h).

The polar material was found to chromatograph consistently at or close to
the solvent front confirming the high polarity of the material. No system
investigated yielded adequate retention of the metabolite.
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In order to investigate the possibility that the highly polar metabolite is
a conjugate, an aliquot of urine was incubated in an equal volume of 2M

L] hydrochloric acid for 1 h at 100°C. At the end of incubation the samples
were allowed to cool before being neutralised, frozen, dried in a desic-
cator and reconstituted in methanol for HPLC as follows:

Column (1): 4 x 0.5 cm Co-Pell ODS
(2): 25 x 0.8 cm Hypersil 0DS
® Mobile: 20% acetonitrile in water at pH 2.5 containing
SLS at 0.4%

Detection of radioactivity in the HPLC eluate was by fraction collection
followed by liquid scintillation counting.

® On both a qualitative and quantitative basis no real difference was noted
in the metabolic pattern of urine as a result of the acid hydrolysis
(Figure 11).

Examination of the Nature of Radioactivixy Detected in the Tissue of Rats
Following a Single Intravenous Dose o C-HMX

*
Selected tissues from male and female rats sacrificed at 2 min, 24 h and
96 h post dose were pooled on the basis of weight and extracted by homo-
genisation in 5 volumes of methanol. The homogenates were centrifuged and
the pellets were re-extracted with a further 5 volumes of methanol. The
combined methanol extracts were reduced in vacuo and redissolved in a
9 small volume of methanol for HPLC analysis as follows:
Column (1): 4 x 0.5 cm Co-Pell ODS
(2): 25 x 0.8 cm Hypersil 0DS
Mobile: 20% acetonitrile in water at pH 2.5 containing
SLS at 0.4%
e

Detection of radioactivity in the sample eluates was by use of the radio-
activity monitor and by fraction collection as described previously.

The metabolic profile of each sample, with the exception of the 2 min liver
extract, contained only HMX and/or the polar component (Table 21).

L The polar metabolite had similar characteristics to the metabolite
prev1ous]y detected in urine and faeces. In the 2 min liver extracts, a
further minor component was observed (Figures 12 and 13) with retention
characteristics close to that of HMX. This pattern was confirmed when
radiodetection was conducted using fraction collection. This component was
not observed in other samples analysed.

e
At 2 min, radioactivity was well extracted from tissue using the above
techniques (Table Zlilgnd at this time almost all the radioactivity was
present as unchanged “"C-HMX. In liver, however, even at 2 min post dose,
a significant proportion of radioactivity extracted (ca 30% see Table 21)
was present as the polar component.
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At later time periods levels of radioactivity in the tissue were much lower
and as such only a limited number of the highest level tissues could be
examined. In general, however, the extractability of radioactivity from
tissue at later time periods was lower and at later time periods there was
a much higher proportion of the polar component (Table 21)
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DISCUSSION

Following oral administration of 14¢_ymMx (500 mg.kgi) to rats and mice,
radioactivity was poorly absorbed into the systemic circulation. Levels of
radioactivity observed in plasma were very low indeed and much of the
administered dose was eliminated as unchanged 18¢_H4MX in the faeces. A
small but significant proportion (<5%) of an oral dose had been absorbed
and therefore the disposition of the absorbed material may be important.
Studies in the rat were sxtended to include intravenYas administration of a
low dose (2 mg.kgi) of 14¢c_yMX.  The disposition of *7C-HMX following

this route of administration may Ys considered representative of the
systemically absorbed portion of *“C-HMX which was observed following

oral administration.

Following intravenous administration of 14C-HMX to rats, radioactivity
was rapidly distributed to the tissues. Tissue concentrations, however,
fell rapidly with time and radioactivity was rapidly eliminated in the
urine. Highest concentrations of radioactivity were associated with the
organs of metabolism and elimination (liver and kidney), and no unusual
sites of accumulation or retention were identified. It was interesting to
note, however, that the lowest levels of rigioactivity were observed in
brain tissue, suggesting poor transfer of *"C-HMX or its metabolites
across blood/brain barrier.

Examination ?2 the nature of radioactivity in tissue and urine samples
showed that *'C-HMX was metabolised to very polar components and that the
proportion of metabolites increased with tfwe. This suggests that there
was a more rapid elimination of unchanged C-HMXIXhan the metabolites.
It IZ clear, however, that sinc§4a proportion of “"C-HMX was metabolised
to “7C0; that ring cleavage of “"C-HMX had occurred with further

metabolic degradatioP4to intermediary products. These products may be
further degraded to
as natural products.

CO, or indeed be incorporated into body tissues
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% TABLE 1
oy -
- The Pharmacok Inetics of '4C-HMX Following Oral Administration to the Rat and Mouse
; and Intravenous Administration to the Rat:
::{' Cumuiative Excretion of Total Radioactivity from 10 Rats for the Per lod 0-96 h Foliowing o
hy Single Oral Dose of '4C-HMX at 500 mg.kg*
K&, (Results Expressed as $ of Dose)
¥
oo or o or T T T
.-" | Time | 13 | 28 | 3 | & | 6 132 |1 | 15¢ | 162 | 212 | Mean |
35 IS T T Tt Mt i A N I A M
s | rine | I I I | | l | I | I I
& ] 0-6 ] 0.64 | 0.78 | 1.08 | 0.57 | 0.83 | 0.56 | o 2] 0.53]0.55 | 0. 2 | o0.65 |
| 0-24 | 2631 1.79 | 3.10 | 1.75 | 2.46 | 2.10 | 1.42 | 2.06 | 2.31 | 1.73 | 2.14 |
&k | ©0-48 | 3.15 | 2.17 | 4.21 | 3.39 | 2.97 | 3.23 | 2. 7 | 2.61 | 4.31 | 2. 5 | 3.3
o | o0-72 | 3.25 | 2.43 | 4.45 | 3.73 | 3.10 | 3.62 | 3.31 | 2.81 | 5.43 | 2.97 | 3.51 |
3’1' | 0-96 | 3.29 | 2.55 | 4.51 | 3.81 | 3.15 | 3.77 | 3.48 | 2.88 | 5.85 | 3.08 | 3.64 |
35 |Faeces | 1 |+ 1 T 1 T T 1 T T |
~ | o0-24 177.32 ]73.33 |53.79 [65.95 |72.77 |58.85 |64.97 |47.35 |65.46 |55.67 | 63.56 |
{ | o0-48 }85.50 |82.06 |76.85 |80.38 |85.31 |80.13 |84.79 |77.84 |95.00 }70.49 | 81.84 |
L | 0-72 |85.61 {83.15 |77.81 |82.01 |85.44 |81.84 |86.00 {90.58 |97.92 |71.05 | 84.15 |
.,Q | 0-96 85.63 183.31 |77.92 |83.42 |85.47 |81.89 {89.57 |90.60 |98.18 |71.09 | 84.72 |
5 | cage | | | I
3 | wash } 0.27 | 1.46 | 0.44 | 1.77 | 0.81 | 1.68 | 0.96 | 0.22 | 0.72 | 1.68 | 1.00 |
¥ | |
.-
| 61 Tract | 0.06 | 0.07 | 0.09 | 0.06 | 0.06 | 0.06 | 0.05 | 0.03 | 0.12 | 0.07 | 0.07 | |
' I | [
&5 | Remaln ing] |
-.E | Carcass | 0.05 | 0.83 | 0.88 | 0.67 | 0.57 | 0.44 | 0.60 | 0.43 | 0.61 | 0.42 | 0.55 |
o I | I
e | Total | |
| 0-6 ] 0.64 | 0.78 | t.08 | 0.57 | 0.83 | 0.56 | 0.42 | 0.53 | 0.55] 0.52 | 0.65 |
o ] 0-24 179.95 |75.12 |56.89 167.70 ]75.23 160.95 ]66.39 |49.41 | 67.77|57.40 | 65.69 |
\i | 0-48 |88.65 |84.23 |81.06 [83.77 |88.28 |83.36 |87.53 |80.45 | 99.31|73.05 | 84.97 |
0 | 0-72 |88.86 |85.58 |82.26 |85.74 |88.54 |85.46 [89.31 |93.39 |103.35]|74.02 | 87.65 |
_.' | 0-96 |88.92 |B85.96 |82.43 |87.23 |88.62 |85.66 |93.05 |93.48 |104.03|74.17 | 88.35 |
N | |1 | L |
| Total I | | I l I I
| Recovery |89.30 88.22 [83.84 189.73 [90.06 |87.84 |94.66 | 94.16]105.48]76.34 | 89.98 |
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' TABLE 2
) PY The Pharmacok inetics of V4c-mx Following Oral Administration to the Rat and Mouse
| and Intravenous Administration to the Rat:
- Cumulatlve Excretion of Total Radloac‘Hva from 10 Mice for the Perlod 0-96 h Followling a
b Single Oral Dose of '4c-HMX at 500 mg.kg!
4 (Results Expressed as § of Dose)
1t
e I T T T T T 1 1 1 I |
L | Time | 13 | 28 | 33 | 318 | 53 | 33 | 349 | 359 | 369 | 379 | Mean |
: l_w @ ] | || | |
: | brine | | | | [ | I | I | l I
| 0-6 ] 0.15 | 0.46 | 0.36 | 0.26 | 0.38 | 0.16 | 0.41 | 0.68 ] 0.62 | 0.50 | 0.41 |
| o0-24 | 1.02 | 1.42 | 0.99 | 0.64 | 0.87 | 2.40 | 2.63 | 2.22 | 1.24 | 2.09 | 1.65 |
N ® | o-48 | 3.02 1 2.05 | 1.42 ] 0.70 | 1.59 | 3.76 | 2.74 | 3.58 | 2.60 | 3.77 | 2.73 |
! | 0-72 | 3.61 | 2.52 | 2.49 ] 0.93 | 1.70 | 4.01 | 2.95 | 3.97 | 3.17 ]| 412 | 3.17 ]
p |_o0-96 | 4.20 | 2.58]2.88]|+ | 1.78] 4.21 | 2.99 | 4.06 | 3.24 | 4.31 | 3.36 |
. | Faeces | l l [ | | l | | [ | |
b | o0-24 126.95 |71.47 |47.39 |54.38 |62.84 186.18 |81.12 |79.37 [39.29 |46.66 | 60.14 |
. | o-48 |39.81 |74.00 |51.84 |71.82 |70.65 |90.46 |88.96 |81.57 ]50.97 |54.83 | 67.49 |
‘Q | o-72 [53.51 ]76.39 |53.68 |72.53 |72.64 |90.74 |89.06 |81.68 |51.26 |55.34 | 69.68 |
| 0-96 57.55 |77.04 |55.19 | + 72.76 |90.91 |89.13 {81.74 |55.49 |55.83 | 70.18 |
' | Cage Wash| 6.53 | 3.23 | 3.37 | 4.47 | 2.94 | 1.57 | 2.62 | 0.54 | 5.62 | 2.34 3.20 |
9 | |
| Gt Tract | 0.19 | 0.24 | 0.16 | 3.43 ] 0.48 | 0.17 | 0.07* | 0.07 | 0.04*| 0.04**| o0.16 |
Py | | | | |
: | Remaining| 1 | |
; | Carcass | 0.83 | 0.36%| 0.51*| 1.74 | 0.39%| 0.47%| 0.13**]| 0.21**| 0.32*| 0.29**| 0.39 |
) [ | |
. | Total | |
b | Excreted | I I I | I I I I I I I
| 0-6 | 0.15 | 0.46 | 0.36 | 0.26 | 0.38 | 0.16 | 0.41 | 0.68 | 0.62 | 0.50 | 0.41 |
. o | 0-24 |28.01 |72.89 ]48.38 |55.02 |63.71 |88.58 |83.75 [81.59 |40.53 |48.75 | 61.80 |
| 0-48 |42.87 176.07 |53.26 |72.52 |72.24 |94.22 |91.70 |85.15 |53.37 |58.70 | 70.01 |
I | 0-72 [57.16 |78.93 |56.17 ]73.46 |74.34 |94.75 ]92.01 |85.65 |54.43 |59.46 | 72.54 |
| 0-96 |61.79 |79.64 |58.07 | + 174.54 195.12 |95.12 [92.12 [85.80 |60.14 | 73.59 |
) I | | | | | I | I | | | I
- | Totar | [ | | ] I | I I | I I
| Recovery ]69.30 [83.45 |62.11 |83.10 |78.35 |97.33 |94.94 |86.62 |61.06 |62.47 | 77.29 |
l
: + = Mouse 313 was found dead in its cage at end of 72 h period (excluded from mean)
W * = Data der ived from dpm less than 30 above background
N *#% = Data der ived from dpm less than 10 above background
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oY TABLE 3
b 2
- The Pharmacok Inetics of NC--fMX Following Oral Administration to the Rat and Mouse
X l: and Intravenous Administration to the Rat:
ﬁ% Cumulat ive Excreﬂon of Total Radioactivity Following a Single Oral Dose of
146X to Rats and Mice (500 mg.kg™)
o (Results Expressed as Mean + S. D.%f dose recovered)
et Mean + S.D. of 53 and 59 rats
e Mean + S.D. of 43 and 59 mice
A%
.,0%
.~:. l Time l I I
e I w | Rat | Mouse+ |
| urine | I |
e | 0-6 | 0.65 + 0.20 | 0.41 + 0.18 |
j:'::o | 0-24 | 2.14 + 0.50 | 1.65 + 0.68 |
X | o0-48 I 3.13 + 0.69 I 2.73 +0.90 I
:':o“ | 0-72 | 3.51 + 0.87 | 3.17 + 0.83 |
) | 0-96 | 3.64 + 0.95 | 3.36 + 0.89 |
SN - -
- I ] | l
o | Feeces | ] |
oy | 0-24 | 63.56 + 9.58 | 60.14 + 20.93 |
N | 0-48 | 81.84 + 6.53 | 67.49 + 18.30 |
j~ | 0-72 | 84.15 + 7.17 | 69.68 + 16.14 |
ko< | 0-96 | 84.72 + 7.35 | 70.18 + 15.42 |
I I | | I
o | Cage Wash] 1.00 + 0.61 | 3.20 + 1.87 |
| ] |
- | 61 Tract | 0.07 + 0.02 0.16 + 0.14 |
e | | |
- : | Remaining| ]
| Carcass | 0.55 + 0.16 | 0.39 + 0.20 |
. l | |
;"' | Total | |
, :»’ | Excreted | | '
s lo-6 | 0.65 + 0.20 | 0.41 + 0.18 |
;'_-\ | 0-24 | 65.69 + 9.58 | 61.80 + 21.39 |
. | 0-48 | 84.97 + 6.82 | 69.76 + 18.51 |
| 0-72 | 87.65 + 7.54 | 72.54 +16.17 |
ny | 0-96+ | 88.35 + 7.79 | 73.59 + 15.40 |
| !
o | Total* 89.98 + 7.54 77.29 + 14.17 |
| |
> | !
; 1
Baae It %co, | | I
::.l. | 0-48 | 0.49 l 1.11 |
AN
‘:h' * = Excluding ”coz which was only measured for 2 animals
'»': of each speciles
ety + = Mean of 13 and 19 animal
+ = Mouse 314 dled between 48 and 72 h post dose and is excluded

.. from the mean
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§, TABLE 4 (continued)
] . ~

B. Single Terminal Samples

Terminal Plasma Levels

I I | ¢ |

Time (h) | 3 ] g ] Mean | Mean
|

|
I
|
|
| 12 | 9.59 | 11.27 | 5.46 | 4.92 | 10.43 | 5.19
I
|
|
I
I

18 | 9.14 | 13.27 | 5.86 | 7.07 | 11.21 | 6.47 |

24 | 7.17 | 5.07 | 6.11 | 8.12 | 8.66 | 7.12 |

1 I | 1 l l l
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TABLE 6

<
»

The Pharmacokinetics of 14C-HMX Following Oral Administration to the Rat and Mouse
and Intravenous Administration to the Rat:
Cumulative Excretion of Total Radioactivity from 10 Rats for the Period 0-96 h Following 2
Single Intravenous Dose of '‘C-HMX at 2 mg. kgl

(Y

G I
-

&: (Results Expressed as % Dose)
s
& ! Lo
J; | Time ] 463 | 475 ] 505 | 528 | 543 | 632 | 642 | 682 | 692 | 712 | Mean
“ |__(h) | | ] | | | | I | ] |
“ | Urine | | I 1 | I I | | | I
N | 0-6 120.72 |34.17 [25.52 |24.99 |28.59 |26.79 |25.61 |14.61 |14.43 [14.88 | 23.03
. | 0-24 [56423 [52.77 [57.51 [55.35 |59.04 |60.04 |63.12 |48.78 |42.55 |49.92 | 54.53
. | 0-48 }58.73 155.24 |60.04 |58.65 |62.86 |64.46 |68.61 [56.33 |47.07 |56.95 | 58.89
:3 | 0-72 [59.77 [56.10 |60.98 |59.67 |63.73 |65.26 |70.27 |58.67 |4B.61 |61.83 | 60.49
- | __0-~96 [60.15 |56.39 |61.39 |60.09 |64.04 |65.54 [70.69 |59.25 |48.95 |62.48 | 60.89
. | Faeces | l | I | l I | I I I
. | 0-24 | 0.85 | 1.30 | 1,92} 1.28 | 1.19 | 2.16 | 1.49 | 2.90 | 0.73 | 1.65 | 1.55
" | o0-48 ] 1.21 ) 1.40 | 2.43 | 1.47 | 1.41 | 2.89 | 2.03 | 4.23 | 4.20 | 2.28 | 2.36
j | 0-72 [ 1.42 | 1.64 ] 251 | 1.61 | 1.50 | 3.14 | 2.16 | 5.20 | 4.80 | 2.47 | 2.65
’ﬁ | __0-96 | 1.60 | 1.67 | 2.58 | 1.64 | 1.58 | 3.33 | 2.24 | 5.64 | 4.91 | 2.59 | ¢.76
>, | Cage | I I I | I I | I I I
" | wash | 0.81 | 059 | 2.25 | 1.21 | 1.95 | 1.81 | 1.29 | 3.64 | 1.30 | 2.81 | 1.77
I ] | J | ] I 1 | | | |
" | Carcass | 5.85 | 6.47 | 6.09 | 6.32 | 6.05 | 4.29 | 4.84 | 3.72 | 3.42 | 4.49 | 4.70
L | GI Tract | 0.37 | 0.49 | 0.42 | 0.40 | 0.36 | 0.33 | 0.33 | 0.34 | 0.23 | 0.34 | 0.36
X | J | | | | | | | ] I |
' | | | | | | I I I I I I
A 14
% b, f = b0 - - | - J&17| -} - | -1 -1 -
! | | | | I | | l | ] | ]
; | Total [ ! | I | } | I | | |
4 | Excreted | | I | I I I | | I |
%, | 0-6 120,72 |34.17 |25.52 |24.99 |28.59 |26.76 [25.61 |14.61 |[14.43 ]|14.88 | 23.03
5 | 0-24 [57.08 [54.07 |59.43 |56.63 |60.23 [62.20 |64.59 |51.68 |43.28 [51.57 | 55.78
WX | o-48 [59.94 |56.64 |62.47 |60.12 |64.27 |67.35 |70.64 |60.56 [51.28 |59.23 | 61.26
\ | 0-72 [61.19 |57.74 |63.49 [61.28 |65.23 |68.40 ]72.43 ]63.87 |53.41 |64.30 | 63.14
0-96 61.75 |58.06 |63.97 |61.73 |65.62 |68.87 [72.93 |64.71 |53.86 |65.07 | 63.65
A
}: | 1 ] | | ] | | | | | ]
2 I | I N | I I N I | | I
o | Total  |68.78 |78.66 |72.73 |69.66 [73.93 [80.07 |79.39 !72.41 | 58.81]72.71 |
|
N 14
; + = Includes Cco
k-~ * = Includes carcass and cage wash
\
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TJABLE 7

The Pharmacokinetics of 14C—HMD( Following Oral Administration to the Rat and Mouse
and Intravenous Administration to the Rat:
Cumulative Excretion of Total Radioactivity Following Intravenous Administraticn
ot c-HMX 40 5 Male and 5 Female Rats (2 mg.kg™
(Results Expressed as § Dose Recovered, Mean 1+ S.D. of 5 Rats Unless Otherwise Stated)

| Time | | |
| (h) | Male | Female |
| Urine | | I
| 0- 6 | 26.8 + 5.0 | 19.3 + 6.3 |
| 0-24 ] 56.12 + 3.3 | 52.9 + 8.50 |
| 0-48 | 59.10 + 3.5 | 58.7 + 8.3 |
| 0-72 | 60.05 + 3.5 | 60.9 + 8.1 |
| 0-96 | 60.4 + 3.5 | 61.4 + 8.1 |
I | I |
| Foeces I I I
| 0-24 | 1.3 + 0.4 | 1.8 + 0.8 |
| 0-48 | 16 + 0.5 | 3.0 4140 |
| 0-72 | 1.7 + 0.4 | 3.6 + 1.4 |
| 0-96 | 1.8 + 0.4 | 3.7 + 1.4 |
| | | I
| Cage Wash } | |
| 0-96 | 1.4 + 0.7 | 2.2+ 1.0 |
I | | I
| Gastro | ! |
| Intestinal | 0.4 + 0.1 | 0.3 + 0.1 |
| Tract 96 h ° | I I
I | | |
| Carcass 96 h | 6.2 + 0.2 | 4.2 + 0.6 |
| | I |
| Carcass Minus | i |
| Organs 96 h t| 4.7 | 3.1 |
I L | I
| Total Excreted| | I
| 0- 6 | 26.8 + 5.0 | 19.3 + 6.3 |
| 0-24 ] 57.5 + 3.5 | 54.7 + 8.7 |
| 0-48 | 60.7 + 3.8 | 61.8 + 7.6 |
| 0-72 | 61.8 + 3.7 | 64.5 + 7.1 |
| 0-96 | 62.3 + 3.7 I 65.1 + 7.1 ]
I | 1 I
| v | | |
| _co,, ! | !
| 0-24 ! . | 4.2 f
| 0-48 1 7.1 | 4.8 |
| Total (approx)] 77.4 | 76.7 |
" = 3 rats t = mean 2 rats
R N A A AL T e, e e N A A N T T A A W A A T T AT
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TABLE 13

The Pharmacok inetics of '4C-+MX Following Oral Administration to the Rat and Mouse
and Intravenous Administration to the Rat:
Retentlon of Total Radioactivity at Various Times After |ntravenous Administration

of

"4c-MX to the Rat (Target Dose 2.0 mg.kgT).

(Results Expressed as % of Administered Dose)

| Time | | p [ I |

Animal |  After | in | in | Total 8 | Mean§ |
No./Sex | Doslng | Carcass | G! Tract | Recovered | +s.0. |
J I | | { |

I [ I [ | I

843 | 2 min | ®85.99 | 668 | 92.67 | 90.3 |
783 | | 88.24 | .16 | 95.50 | (+ 4.61) |
899 | | 79.36 | 6.23 | 85.56 | |
909 ] ] 718.75 | 8.68 | 87.43 | |
| | I I | [

83d | 24n | 9.94 | 1.62 | 11.56 | 1741 |
943 | | 25.84 | 1.85 | 27.69 | (+1.2) |
879 | | 12,58 | 167 | 142t | T |
869 ! | 12.96 | 1.80 | 14.76 | |
| I | | | I

503 | 96 ht | 6.09 | 0.42 | 6.51 | 5.4 |
543 | | 6.05 | 0.36 | 6.41 | (+1.47y |
599 | | 382 | 023 | 3.5 | T |
7e | | 4.49 | 0.34 | 4.83 | |
| | | 1 ] |

* = Includes residual carcass plus organs, tissues and blood removed for

separate analyslis
t+ = Animals used concurrently for excretion kinetics see Table 6
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TABLE 14

The Pharmacok Inetics of MC-!-MX Following Oral Administration to the Rat and Mouse
and Intravenous Administration to the Rat:

Tissue:Plasma Ratlios of Total Radicactivity 2 min After Intravenous Administration
of '4c-tMX to the Rat (Target Dose 2.0 mg.kgh)

| Tissue ] Animal Number and Sex | Mean + S.D. |
| | 84g 783 899 908 | - |
I I | I
| Whote Blood | 1.51 | 130 | 2.03 | 132 | 1.5 + 0.34 |
| Heart | 4.3 | 2.89 | 1.94 | 2.94 | 3.0 + 0.98 |
| Lung | 4.26 | 1480 | 2.44 | 8.79 | 7.6 + 5.51 |
| Liver | 2.72 | 273 | 107 | 2.66 | 2.3 + 0.82 |
| Kidney | 1.90 I 2786 | 160 | 2.70 | 2.2 + 0.58 J
| Spleen | o.98 | 1.06 | o0.81 | .44 | 1.1 +0.27 |
| Thymus I 145 I 10 | o.4a | 108 | 0.9 + 0.34 |
| Brain | o7 | oas | 0.8 | 0.2 | 0.1%0.08 |
| Testes and | | ] | | |
| Seminal vesicles | 0.19 | o.t2 | - | - | 0.2 |
| Overies and Uterus | - | - | o0.40 | 1.t | 0.8 |
| Skeletal Muscle | 0.92 | om0 | 0.32 | o0.76 | 0.7 + 0.26 |
| Fat | 0.23 | 0.29 | oum6 | o0.27 | 0.2 + 0.06 |
| Bone I o2 | 07¢ | o041 | 076 | 0.73%0.21 |
I l I 1 I | l

{._;-'-(._-' e
LYY L.).x)“_‘_..\."l' y




39
®
TABLE 15
- The Pharmacok inetics of '4C~HMX Following Oral Administration to the Rat and Mouse
and Intravenous Administration to the Rat:
Tissue:Plasma Ratlos of Total Radloactivity 24 h After intravenous Adminlstration
of '4c-HMX to the Rat (Target Dose 2.0 mg.kg™)

Py | Tissue | Animal Number and Sex | Mean + S.D. |

: | | 83 944 879 862 | |
| | | I
| Whole Blood | 1.24 ] 123} o1as | 122 | 1.2 +0.03 ]
| Heart | 1.97 | 152 | 159 | .12 | 1.7 + 0.20 |
| Lung ] 1.33 ] 164 ] 191 | 216 | 1.8 + 0.36 |

PY | Liver | 5.66 | 447 | 399 | 423 | 4.6+0.74 |
| Kidney | s.21 ] 3.92 | 3.22 | 4.02 | 4.1 + 0.83 |
| Spleen | 2.74 | 2.4 | 206 | 2.9 | 2.3 + 0.29 |
| Thymus | 3.82 | 3.09 | 3.3 | 3.36 | 3.4 + 0.30 |
| Brain | o.28 | o0.48 | 0.6 | 0.59 | 0.5 + 0.14 |
| Testes and | | | | | |

o | Seminal Vesicles | 0.62 | 1.64 | - | - | 1.1 |
| ovaries and Uterus | - | - | 150 | 176 | 1.6 |
| Skeletal Muscle | 0.93 | tar | 12 | .43 | 1.2 + 0.21 |
| Fat } t.25 I 1a0 | 1aes | et | 1.4 + 0.31 |
| Bone | 2.05 | 136 | 1.23 | 2.4a | 1.8 + 0.57 |
I I | | | | |

*
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’.‘..;.‘ TABLE 16

:As’.. 14
i The Pharmacok inetics of "“C-HMX Following Oral Administration to the Rat and Mouse |
Toad and Intravenous Administration to the Rat: I
‘Q Tissue:Plasma Ratios of Total Radioactivity 96 h After Intravenous Administration
o of 14c-HMxX to the Rat (Target Dose 2.0 mg.kgl)

A-‘J —

R |
\" .

o | Tissue | Animal Number and Sex | Mean + S.D. |

' | | 503 543 679 719 | |

1 I I I I |

o |

[44 | whole Blood ] 1.51 | 162 | 143 | 135 | 1.5 + 0.12 | |
e | Heart | 2.56 | 3.06 | 2.87 | 3.23 | 2.9 +0.29 |
wx | Lung | 359 ] 423 | 4.90 | 460 | 4.3+ 0.56 |

| Liver | 5.51 | 5.0 | 840 | 5.70 | 6.1 + 1.35 |
5 | Kidney }o7.81 | 879 | 7.20 | 8.49 | 8.1 + 0.71 |
oy | spleen | 3.44 | a5 | 427 | 451 | 4.1 +0.46 |
:'-',; | Thymus | 5.93 | 5.85 | 6.77 | 8.28 | 6.7+1.3 |

'j« | Brain | 0.75 ] o.81t | 0.77 | o0.86 | 0.8 + 0.05 |

o~ : ] Testes and | ] | | | !
» | Seminal Vesicles | 1.59 | 177 | - | - | 1.7 |
bras. | Ovarles and Uterus | - ] - | 3.53 ] 4,53 | 4.0 |
st | skeletal Muscle | 1.58 | 2.0 | 1.57 | 172 | 1.7+0.24 |

J".I{ | Fat | 1.93 ] 2.62 | 1.60 | 2.47 | 2.2 + 0.47 |
,,,",' | Bone | 2.03 | 2.23 | 250 | 2.14 | 2.2 + 0.20 |

\ X
TG | 1 | | | I I
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TABLE 17a
] The Pharmacok inetics of T4c-mmx Fol lowing Oral Administration to the Rat and Mouse
and Intravenous Administration to the Ret:
Levels of '4C-HMX Detected in Pooled Ur ine and Faeces Extracts
Following Oral Administration to Rat and Mouse
Thin Layer Chromatography (petroleum efher:aceme:acefone 60:35:30 v/v)
® £ Total Radioactivity in Extract
| 1 Ur Ine |
| TLC Zone | Rat (6-24 h) | Mouse (6-24 h) |
| | ¢ | ® | & 1 ° |
® l I | I I |
| Polar (origin) | 7.9 | 8.0 | 5.2 | 5.2 |
I I l I I |
(B | 06 | 0.5 | 20 | 1.0 |
I I I I I I
I 11 | 88.9 | %58.2 | 7.5 | 7.4 |
e | I I I I I
| HMX | 2.7 | 33.3 | 85.1 | 86.4 |
| | I | | I
I I | I I I
| | t100.1 | 100.0 | 99.9 | 100.0 |
I l | | | I
e
| 1 F seces |
| TLC Zone |  Rat (0-24 h) | Mouse (0-24 h) |
| l ¢ 1 ¢ 1 & | & |
e I | | I I I
| Potar torigin) | 0.2 | 0.1 | 0.4 | 0.5 |
I | | | I I
| | 0.2 | 0.2 | 0.2 | 0.0 |
I I | | I I
| 1 | o | 2.3 | 1.7 | 0.1 |
o l I | I I I
| HMX | 98.5 | 97.4 | 97.8 | 99.4 |
l | | | | |
I I I I ! I
| | 100.0 | 100.0 | 100.t | 100.0 |
I | | | | I
&
| = Reglion above HMX (less polar)
Il = Region below HMX but above or igin (more polar)
~
.
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W TABLE 17b
& The Pharmacokinetics of '4C-HMX Following Oral Administration to the Rat and Mouse
0 and Intravenous Administration to the Rat:
-.;-, Levels of '4Cc-HMX Detected In Pooled Urine and Faeces Extracts
::.f'» Following Oral Administration to Rat and Mouse
'.-": Thin Layer Chromatography (petroleum ether:acetone:acetonlitrile 60:35:30 v/v)
T (Resulfsf are Expressed as § Dose Eliminated cf Table 2)
¢
“
E«.
~
1{‘:3 | | Urine |
4N | TLC Zone |  Rat (6-24 h) | Mouse (6-24 h) |
I l ¢ 1 ¢ 1 s 1 ¢ |
g | | | | | |
| Polar torigin) | 0.1 | 0.1 | 0.0 | 0.1 |
,-.
o ! | ! ! | |
. ':-_‘ | | | 0.0 I 0.0 I 0.0 l 0.0 I
N ! | ! ! | |
2 | 11 | 1.4 | 0.8 | 0.1 | 0.1 |
b | | | | | |
S | HMX [ 0.0 | 0.5 | 0.6 | 1.5 |
' I I | | I I
= | ! | I | |
[} e I % Dose | 1.5 I 1.4 I 0.7 I 1.7 I
| 1 1 1 | ]
o
,"’\
*
.,
1
s | | Faeces |
3%
o | TLC Zone |  Rat (0-24 h) | Mouse (0-24 h) |
| | & | & ] & 1 e |
: I I I I l l
o> | Polar (origin) | 0.1 | 0.1 | 0.2 | 0.3 |
s ]
> | | I | | |
oy | [ 00 | 0.1 ] 0. | 0.0 |
oS
2 | | ! | I |
| 11 I 0.8 | te3 | 0.9 | 0.1 |
l I l I l I
SO | HMX | 70,0 | 58.5 | 50.8 | 66.9 |
S I I I I I |
gt | § Dose ] 71.0 | 60.0 | 52.0 | 67.3 |
- | | I | 1 |
i
AL | = Reglon above HMX (less polar)
-::'-: Il = Reglon below HMX but above origin (more polar)
<'::~ t = Assesses quantitative extraction
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TABLE 18a
e The Pharmacok inetics of l4C-I'M)( Following Oral Administration to the Rat and Mouse
and Intravenous Administration to the Rat:
The Nature of Radlioactivity in Urine Separately Pooled for Male and Female Rats
at Various Times after Intravenous Administration of Va6 _1mx
(Target Dose 2 mg.kg™)
(Results Expressed as § of the Total Radfoactlivity Recovered
e In the Acetonitr ile Extract and Residue)
| [ Te | I I I
| Component | approx | 0-6 h Urine 6-24 h Urine | 24-48 h Urine |
| | Rt vatue | 4 ? 3 ? 3 e |
- ! ! I |
| Unchanged WMx | 0.51 | 52.4 | 64.2 | 33.2| 66.9] 16.9 | 50.2 |
I | I I I I | I I
| Metabolite 1 | ©0.08 | o0.8| 1.0]| 0. ] 00| o0.0| 0.0]
I I | I I I I I |
| Metabolite 2 | ©0.03 | 1.5 1.9 1.8] 1.8] 2.1 0.9
e | | R
| Origin | 0.0-0.01 | 40.7 | 30.5 | 50.6 | 25.8 ] 75.6 | 36.0 |
! I I | I I I I I
| Remainder | | 09| 1.0] 1.0] 23] 0.4] 6.1]
! | I | I | I I I
| [ I | I I I |
® | $ Extracted | 96.4 ] 98.3| 86.6 ] 96.9}1 95.0 | 93.1 |
| I I I | I I I
| % Residue ] 361 1.7] 13.4] 3] 5.0 6.9
| ! I I | I I I
| Total | 100.0 | 100.0 | 100.0 | 100.0 | 100.0 | 100.0 |
I I I I | | I I
L
TLC performed on silica gel plates (250 um thick) and developed in
dichloromethane:acetonitrile 80:30. Unlabelled reference standards SEX,
POX and Tetry!{ had Rf values of 0.22, 0.61 and 0.76 respectively.
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TABLE 18b
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The Pharmacok Inetics of !4C-HMX Following Oral Administration to the Rat and Mouse
and Intravenous Administration to the Rat:
The Nature of Radioactivity in the Urine of Rats
Following Intravenous Administration of V46 x (2_m_g.kg")
(ResuH;s are Expressed as £ Dose Eliminated cf Table 6)

Sl g Sy
[y, a0 %
v 2 ‘l ¥ 'l 'I “

CLPLPL IS A

Met | | Met Zj Origin | JUnextr acted]|
(Rf 0.51)](Rf 0.08)]|(Rf 0.03)](0.0-0.01)]|Others| Material |Total

I i I I

I |
" | |
| |
" IUrIne from I
lMale Rats |
I I
| 0.2

I

I

|

[

I

0.0
0.0

14.0
10.0

0.4
0.5
0.1

10.9
15.2
2.2

w N
N OO
.

.

|
|
I
| I I |
I I | I
I | I |
I I I |
I | I I
I I I I

O?O
o W N

I
|
I
I
| 4.0
I
|
I
|

245 | 0.2 | 1.0 ]| 283 ]o0.5

| 1

wn
O
.

o]

J |urine from
~ |[Female Rats

I

|

I

|

| 12.4 0.2
6-24 h | 22.5 0.0

|

|

I

I

I

0.0

0.3 5.9

[
I
I
|
0.6 | 8.7
|
I
I
I
|

W
UMW 0
.« o«
@ O W

Y

o O O
~ o N

0.1 2.1

37.8 0.2 16.7 | 1.4 | 1.7

| |

1)
-:,":- Thin Jayer chromatography: dichloromethane:acetonitrile: 8:3 (v/v)
W Reference standards: HMX Rf 0.51
"N SEX Rf 0.22
L, RDX Rf 0.61
Tetry! Rf 0.76
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TABLE 19

The Pharmacokinetics of T4coumx Fol lowing Oral Administration to the Rat and Mouse
and Intravenous Administration to the Rat:
Plasma Levels of Unchanged 14c-uMX at 2 min and 24 h Following Intravenous Administration
of '4C-HMX to Rats (Target Dose 2 mg.kgh)
Samples Processed by HPLC (see text for details)

| | I | I Totai | |
| Animai | Time of | Proportion | Proportion | Radioactivity |  HMX |
| _Noe | Sample | Extracted | HMX | (ng equiv.mi) | (ng.gM |
[ ! | | I [ |
| 78 ) 2min | 90 | 97 | 1682 | 1468 |
| | | | I | |
| 84 | | 100% | 98 | 1218 | 1194 |
I I | | I | I
| 899 | | 100* | 97 | 755 | 732 |
| I | | | | I
| 902 | | 100* | 96 | 1829 | 1756 |
| ] | l | J |
I I | I | | I
| 83 | 24h | 1409 | 80 | 170 | 20 |
I | | I | | I
| 948 | | 245 | 41 [ 181 | 18 |
! I I I | I |
[ 862 | | 30.7 | 47 ] 176 ] 25 |
| I | | | I I
| 87° | | 30.7 | 43 | 199 I 26 |
I ] | ] ] ] I

* = Calculated exceeded 1008, 100% extraction figure used for calculation
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TABLE 21

The Pharmacok Inetics of I‘C-I’MX Following Oral Administration to the Rat and Mouse
and Intravenous Administration to the Rat:

Levels of HMX and Polar Metabolite Detected In Bodies of Male and Female Rats
Sacrificed at 2 min, _Zi and 96 h Following Intravenous Administration of 14C-FM)(

(target dose 2 mg.kg™)

v YW

| Extraction|$ Recovery |

Sample | T4 | of ' | of Eluate| as Polar

|$ of Eluate]

$ of Original Tissue |

Radioactivity

I
I
I
I
I
I
I
I
I
I
I
I
I
I
I
I
|
I
I
I
|
I
|
I
I
I
I
I
I
I
I
I
I
I
|
I

|

I

| |from Tissue [from Column| as HMX  |Metabolite | HMX | Polar Metabol ite|
I | [ [ I I

| 2 min | | I I | |

| | | I I ! |

[Liver & | 79.1 | 72.5 | 62.0 | 28.8 | 35.6 | 16.5
| Q | 75.4 | 72.3 | 45.7 | 39.1 | 24.9 | 21.3
| | | I I I |

|Lung & ] 104.4% | 99.1 | 97.5 | 0.3 | 96.6 | 0.3
| Q | 95.3 | 95.9 | 97.2 | 0.6 | 88.8 | 0.5
| | | | | | I

|Kidney & ] 95.0 | 85.0 | 82.1 | 1.1 | 66.3 | 0.9
| ? | 96.1 ] 100 | 88.8 | 10.4 | 85.3 | 10.0
l | I | I I I

lBrain & ] 93.6 | 90.6 | 93.8 | 1.2 ] 719.%5 | 1.0
| Q | 108.4% | 77.5 | 65.3 | 4.9 | 50.6 | 3.8
| | | | | | |

skeletal Muscle 3| 99.4 | 90.7 | 88.2 | 0.8 | 719.5 | 0.7
| 2| 98.9 | 89.3 | 88.3 | 1.7 | 80.1 | 1.5
| I | | | N I

I | l [ I | |

| 24 h | | I | | |

| | | I | I |

fLiver & | 42,3 | 37.4 | + | 88.7 | ¢ ] 14.0
| ¢ | 54.0 | 59.5 | + | 5.0 | t | 17.7
| | | I | | |

[Heart & | 56.6 ] 91.1 | 52.9 | 20.7 | 27.3 | 10.7
l ? [ | I | | |

| | | | | | I

|Kidney & | 60.7 | 59,2 | 33,1 | 34.6 | 11.9 | 12.4
| ? ] 59.5 | 100 | 43.7 | 21.4 | 26.0 | 12.7
l | I I | ] |

I I I I | l I

| 9% h I | I | | |

l I | I I | |

[Liver & [ I | I | I

] Q ] 25.% | 26.0 | t ] 63.4 | ¢t | 4.2
| | B | | | |

* = Taken as 100% t+ = Nil detected ® = Insufficlent sample for analysis
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FIGURE 1

14C—HMX Following Oral Administration to
the Rat and Mouse and Intravenous Admin‘stration to the Rat:

The Elimination Kinetics of Radioactivity Following Oral Admiaistration
of 14c-HMX (500 mg.kg-1) to Rats and Mice
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FIGURE 2

The Pharmacokinetics of 14C-HMX Following Oral Administration to
the Rat and Mouse and Intravenous Administration to the Rat:
Plasma Levels of Total Radicactivity Following a Single_Qrgl Dose of
14C-HMX (500 mg.k?‘1) to Rats and Mice

(Results Expressed as Mg.Equiv.ml~! Normalised to a Dose of 500 mg.kg-1)
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FIGURE 3
The Pharmacokinetics of 14C-HMX Following Oral Administration to
the Rat and Mouse and Intravenous Administration to the Rat:
The Elimination Kinetics of Radioactivity Fo%lowing Intravenous
® Administration of '"C-HMX (2 mg.kg ) to Rats
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oo FIGURE 4

. 4 . .. .
- The Pharmacokinetics of 1 C-HMX Following Oral Administration ot
Mg the Rat and Mouse and Intravenous Administration to the Rat:
s Plasma Levels of Radioactivity Following Intravenous Administration
) of l4c-mMx (2 mg.kg‘1) to Male and Female Rats
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FIGURE 5

The Pharmacokinetics of 14C—HMX Following Oral Administration to
the Rat and Mouse and Intravenous Administration to the Rat:
Mean Concentration of Radioactivity in Selected Organs and Tissues at
Times Following Intravenous Administration of 14c-HMX (2 mg.kg~1) to
Male and Female Rats
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Note: Mean results are taken from Tables 10,11 ang 12.
Animal No. 89 was excluded from the mean.
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N FIGURE 6

; The Pharmacokinetics of 14C-HMX Following Oral Administraticn to
(60 the Rat and Mouse and Intravenous Administration to the Rat:

A Radio-HPLC Profile of Radiocactivity in a Pooled Urine Sample from
(. Female Rats Collected at 48-72 h Following a Single In*zgxgnghs
.. Administration of 14Cc-HMX (Target Dose 2 mg.kg~')

Sample Co-injected with Non-Radiocactive HMX as Marker
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FIGURE 7
The Pharmacokinetics of 14C—HMX Following Oral Administration to
the Rat and Mouse and Intravenous Administration to the Rat:
Radio-HPLC Profile of Urine from Male Rats Collected 6~24 h After
Intravenpous Injection of T4c-pmx (Target Dose 2 mg. kg'1)
Mobile Phase: A = 15% Acetonitrile In water at
B = 40% Acetonitrile pPH 2.5 with
C = 60% Acetonitrile SLS at 0.4%
A
B C
280 nm ,
'} HMX
Radiocactivity
. me
L4 v v T v ) 4 - a1
0 10 20 30 40
Retention Time (min)
gy '.L;'-.;’,{’l’-'-‘\ - j«_s -\'_-I;'_:Zj:-f\'{-;;;-C‘{-};-y.‘,\;.' S e e v“ N ;\‘ \,». A e S Y
» A y 4 Y, P




UYWL T WO TR W T W TR T T T TR T VT T TR AT TR TR WP I W TR O T ORaee——

,4 S 6

.« FIGURE 8

The Pharmacokinetics of 14C-HMX Following Oral Administration to
the Rat and Mouse and Intravenous Administration to the Rat:
Radio-HPLC Profile of Urine from Male Rats Collected 6-~24 h After
Intravenous Injection of 14C-HMX (Target Dose 2 mg.kg~1)

Mobile Phase: A = 4% Acetonitrile In water at pH 2.5
B = 60% Acetonitrile with SLS at 0.4%
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FIGURE 9

The Pharmacokinetics of 14C-HMx Following Oral Administration to
the Rat and Mouse and Intravenous Administration to the Rat:
Radio-HPLC Profile of Urine fro?4Female Rats Collected 6—24_? After
Intravenous Injection of C-HMX (Target Dose 2 mg.kg )

Mobile Phase: A

4% Acetonitrile } In water at pH 2.5
B

60% Acetonitrile with SLS at 0.4%

Radiocactivity
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' FIGURE 10
N 4 . L. .

e The Pharmacokinetics of ! C-HMX Following Oral Administration to
,«; the Rat and Mouse and Intravenous Administration to the Rat:

:,“ Radio-HPIC Profile of Urine from Male Rats Collected 24-48 h After
Ly Intravenous Injection of T4cgmx (Target Dose 2 mg.kg’1)

. Mobile Phase: A = Water pH 2.5

N B = 15% Acetonitrile In water at
- C = 67% Acetonitrile pH 2.5
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FIGURE 11

The Pharmacokinetics of 14C-HMX Following Oral Administration to
the Rat and Mouse and Intravenous Administration to the Rat:
Influence of Acid-hydrolysis on the Radio-HPLC Profile of Male Rat

Urine Collected 6-24 h After a Single Lm?mms_Dose of 14c-HMx
(Target Dose 2 mg.kg™')
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FIGURE 12

The Pharmacokinetics of 14C—HMX Following Oral Administration to
the Rat and Mouse and Intravenous Administration to the Rat:
Radio-HPLC Profile of Pooled Male Liver Extract Collected fro
Rats Sacrificed at 2 min Following Intravenous Administration of C-HMX
(Target Dose 2 mg.kg=])
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FIGURE 13
. . 4 . . .

The Pharmacokinetics of ! C-HMX Following Oral Administration to
the Rat and Mouse and Intravenous Administration to the Rat:
Radio-HPLC Profile of Pooled Female Liver Extract Collected from Rats
Sacrificed at 2 min Following Intravenous Administration of T4c_pmx
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APPENDIX 1

Pharmacokinetics of 14C-HMX Following Oral Administration to the
Rat and Mouse and {Qtravenous Administration to the Rat:
C-HMX Data Sheet
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PURITY VERIFICATION

Catalog Number: ___NE”-997= Lot Number - ___1221-0€3

The radiochemical purity of this compound was checked by thin layer chrometograok,
using the solvent system listed below. The relative purity has been estimated after
autoradiography by comparing the intensity of any impurities visible in the scrp'e
lane to either;

a. The intersity of 19 of the activity chromatzgrophed in an adjzcent lare,
or

b. The intensity of 1% spctted on the plate above the solvent front.

Me<io used. TLC  STLICA SEL 6.
Solvent system: ___ MET-VLENE CHLOOTOE:ACTTONITRILE  (16:6 ¥/¥)
Rodiochemical purity is greater than 98 % as determined by the cbove method

on 8/27/89

SOLVENT FRONT ORIGIN
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1% REFERENCE STANDARD 1 division = 1 mm
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: APPENDIX 2
" The Pharmacok inetics of “C-PMX Following Oral Administration to the Rat and Mouse
~ and intravenous Administration to the Rat:
-‘\' Actual Oral Doses Administered to the Rat (Target Dose level was 500 mg.kgh)
A
1.3
" | Animai | Body | Dose Recelved | Experimental |
‘ |___No. | Welght (q) | dpm ] uCli | mg | mg.kg? | Purpose |
- I | | | | | | |
o | 18 | 149 | 13949273 | 6.28 | 69.41| 465.8 | A |
S | 28 | 144 | | | | 482.0 | A |
Y | 3¢ | 142 | | | | 488.8 | A |
| 48 | 147 | | | | 472.2 | A |
. | 63 | 139 | | | | 499.3 | A ]
) | 132 | 131 | | | | 529.8 | A |
: | 142 | 139 | | | | 499.3 | A |
s | 142 ) 134 | | | | 518.0 | A |
£ | 169 | 142 I | | | 488.8 | A |
| 219 | 120 | I | | 578.4 | A |
3 | 1 | 1 1 1 | |
| | | | | | | |
::, | 118 | 140 | 13949273 | 6+28 | 69.41| 495.8 | B }
> | 73 ] 151 | | | | 459.7 | 8 |
- | 83 | 145 | | | | 478.7 | B i
| 93 | 140 | | | | 495.8 | B |
| 12A3 | 129 ] ] | | 538.0 | B |
‘™ | 242 | 122 | [ | | 568.9 | B 1
3 ] 19¢% | 135 | | | | 514.1 | B |
. | 202 | 134 I | | | 518.0 | B [
e | 239 | 137 | | | | 506.6 | B ]
| 222 | 139 ] ] | ] 499.3 | B ]
- | 1 | | 1 | 1 |
i | | | | l | | |
(] | 258 | 154 | 15576187 | 7.02 | 77.50] 503.3 | C |
;0 | 263 | 153 | | ] | 506.6 | c |
(% | 2718 | 133 | | | | 582.7 | c ]
" | 288 | 151 | | | | 513.3 | c |
‘s | 298 | 164 | | | | 472.6 | c |
it | 308 | 165 | | | | 469.7 | c |
o | 312 | 140 | | | | 553.6 | c |
. | 322 | 132 | | | | 587.1 | c |
.~ | 332 | 135 | | | | 57441 | c |
™ | 342 | 142 | | | | 545.8 | c [
| 35¢ | 136 | | | | 569.9 | c |
® | 362 | 144 | | | | 538.2 | c |
. ! | | | i ] | i
"
* A = Balance excretlion study
. B = Plasma levels of radioactivity
, C = Terminal plasma levels of radioactivity
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PERSONNEL INVOLVED IN PROJECT 415669PK AND AMENDMENTS 1, 2, 3, 4 AND 5
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