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MATERIAL AKD METHODS

ANDMALS AND MAINTENANCE

Three hundred and seven male and three hundred and ten female Charies
River CD-1 mice approximately 4 weeks old, were received Srom Charles
River Breeding Laborateries, Wilmington MA. and acclimated for 12
days to the laboratory conditions.

Twice during this period of acclix=atation, 10 male and 10 female mice

were bled to. obtain baseline data for clinical pathology, sacrificed
and discarded. .

At the end of this 12 day period, 240 males (body weight range 23-28 g)
and 240 females (body weight 19-2% 3) in good hecalth were randomly .
selected on the basis of their body weiphts and assigned <o three truac-
ment groups or the concrol group (60 males and 60 females each). The
aice were identified by ear punching and individually housed {n suspended
wire-mesh cages and maintafned in a temperat: e, huuidity and light con-
trolled eavironment. The mice were fed cn cuatrol or test diets prepared

from Purina Lsboratory Chow or certified Purzna Rodcn: Chow. Tap water
vas freely available..

TEST. ARTICLE ADMINISTRATION

Fosetyl-Al was administered to the mice in the dict at dosage levels of
2,500 - 10,000 and 20,000/30,000 pem*. Control amice received basal .
laboratory diet only. Fosecyl-Al was added to basal diet on a weight
to weight basis and mixed in a twin shell blender with an intensifier
bar for 20 minutes with the intensifier bar run for the first and lase
two minutes of the blending period. Fresh batches of test diet were
prepared each week. After each blending procedure duplicate 100-gram
ssuples from the top, middle and bottom of each bacch were collected
for analysis. Homogenicity and concentration were eval :ated on samples
collacted on days 0 and 7 of each of the following weeks: 1-3-4-8-12-
25-38-52-65~78-91-104. The concentrations found at each level of each
batch at all sampling intervals were always very close to the nominal
concantrations (see table below). A stability blending study was also conducted
on 8 duplicate 100 gram sample alloweq to stand for 7 days under tha
normal laboratory conditions.

..

’

= (dosage lavel increased after 18 weeks of treatment].
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CONCENTRATIONS POUND  (in ppm)
EEX LOW CONCENTRATION MEDIUM CONCENTRATION HIGH CONCENTRATION
(2. 5000} (10,000} (20, 000/30, 000)
1 2,379 10,099 23,772
3 2,193 11,516 20, 282
4 2,188 9,794 23,197
9 2,516 10, 584 21,982
12 2,320 10,570 20,240
25 2,567 10,694 31,801 *
a8 2,384 10,189 30,026
52 . 2,510 10,143 32,745
&5 2,640 10,523 34,410
78 2,740 11,516 38,156
91 NA 10,966 NA
108 2,146 8,702 25,227

s-Concentration incrsased from 20,000 ppm to 30,

000 after 18 wesks of administratisn.
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OBSERVATIONS

APPEARAZCE AJD BESAVIOR : the mice wer observed 3 tines daily
sonday through Friday and twice daily on week-ends and holidays, for
" signs of overt toxicity and for mortality. o N

MORTALIZY : moribundity and mortality were recordec daily.
BoDY WEIGITS : individual body weights were recorded weekly for:,
the £irst 13 weeks and once avery two weeks after. . ’

14424 _COTSUMPTION A2 F ?000 IITAXT ¢ Individual food consumtion
was recorded weekly for the first 13 weeks and once every two weeks
thercafser. Average fcod and ccmpound consuntplion and fccd efficlancy

- walues, by scx and group,; were calculated ducing the measurcs focd
consuntpion pericds.

gg;g;cx 548034‘03' TESTS ¢ Hematolcgical tests were conducted
on 10 mice/sex twice during the p:e—tcst period and on 10 zice/sex/
group at 1 year of study.

écnatoleqy, biochemistry and urinalysis evaluations vere performed
on all animals at 2 years of study. Mice were selected for baseline
and l-year testing using a computer-generated random number saquence.
Blood was cobtained via puncture of the orbital sinus plexux.

Urine vas collectsd overnight (approx. 16 hours) frcm animals housed
individually in stainless steel metabolism cages. '

Yood and vater uc:i freely available prior to blocd and during
urine collections. ’
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tmrbzggg : The following paranmaters were mnluau.d ’,

Bamoglobin

Bematocrit (Packed Cell Volunme)

RBC count '

WBC count (total and differential)

Platelet count -
Reticulocyts count

Mean Corpuscular Volume (MCV)

Mean Corpuscular Hemoglobin (MCH)

Mean Corpuscular Hemoglobin Concentration (MCEC)

BIOCYEYISTRY : The followiig parameters were evaluated :

Blood Urca Nitzogen (BUN),

Alkaline phosphatases

Serum Glutamic Oxalsacetic Transaminase (SGOT)
Serum Glutanic Pycuvic Transaminase (SGPT)
Total protein

Cholesterol

Glucose

'URINALISIS © included :

Color-appearance
“ .

Protein

Katones .
etysvi [t e cort |
Glucose . - o

%¢ccult bloed

gitrites : : s
Microscopic examination of sediment e

Ty oo i ’ o e -~



PATROLOCY ‘ .

e

!A.ggggggg;g : After 14 nonths of administration of the test
compound, all surviving mice were sacrified (CO3 asphyxiation) and
~ each anizal vas given a complete post-morten examination.

Representative sections of tissues and organs were coIlected and
fixed in phosphate-buffered neutral formalin.

g{ggggggg_{g : Hematoxylin and eosin paraffin sections of the
following tissues and organs were preparv. .'d exanined by an outside
eonsultant (Dr L.W. NELSON) : '

L

Abdominal aorta Lymph nodes (mediastinal mesenteric)
AMrenals Mammary gland
Brain o Mandibular salivary gland
‘gyes and Marderian glands Sciatic nezve
Gall bladder Pancreas
Gonads . pituicary .
Beaz=t $kin
Esophagus Spinal cord
Stomach Spleen
Cecun Thymus
.mlon Trachea
Suodemmn Thyroid,/pazathyroid
Tleun ' Urinary bladder
Ridneys prostate
Liver Carvix uterl
" ——-fong and mainstrem bronchl Sternum (bone marrow)

2s well as any other abnormal tissues.
_In-addition, 3 corcnal sections ‘through the head to include basal
cavity, pacsnasal sinuses, oral cavity, nasopharynx and middle ear
and one ssction of the tongue vere prepared and examined grom 10 aice/
sex/FTOVP . i
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STaT1STICS
e

All statistical analyses compared the treatment groups with the
econtrol group, by sex.

mumerical data were compared by analysis of variance, Bartlett's test
for homogeneity of variance and the appropriate t-test (for unequal
and equal variances) as described by STEELE and TORRIE(1l), and
-m(z’-m's multiple comparison tables were used to judge
significance of differences.
The tumor incidences of individual types were compared using the
Chi-squarae criterion wvith Yates'corresction on 2 x 2 contingency
tables.

(1) STEZILE,R.G.D. and TORRIE,J.H., !..960 - principles and procedures
of statistics - MeGraw-Hill book company inc - ¥ew York N.Y.

(2). omz’;'s'_., 1954 - s:;;t:.stics in research =
" Towa Stite College Press.
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CEMERAL OBSERVATIONS

P

APPEARAXCE AD BERAVIOR o - ST

¥o obvious trends in physical appearance or behavior suggestive of a
enopound-related effect vere observed. lIncidental findings such as ‘
hair loss, scaobing, abrasions, labored breathing, tremors, palpable . -
sesses, eye 'ids red and swollen, swelling of neck. kead or thorax S
tegion, abdominal swelling or firmness {more frequent in females) were
soted for both the control and treated animals. :

MORTALSTY P
There vere no cemarkable differences noted {n survival for sny of the

treated groups when compared wvith the control after 24 months of study

2s shown in the folliowing table: T

SURVIVAL AT 104 WEEKS

»

Group Bumber of surviving/Number initiated
pes Males Females )

0 (Control) /60 25/60 L
2, 5000 34/60 LA 27/60 ’
16,000 29/¢60 25/60
* 36,000 (a) 29/60 34/60
(a) dosage level increased from 20,000 ppm at study week 19.
DY WEICKTS

Through 104 weeks of study, there were no remarkable changes in group
sesn body weights from treated animals when compared vith the controls.
A few of the imtervails analyzed showed & statiscica’ly significant
(pc0.05) decreasae for the 30,000 ppm dose level, but no cospound-related
tzend could be established. . .

¥OO0D COuSTMPFTION

There vere no remarkable change in group mean food comsumpticn for the
treated male groups vhen c.o-pand vi:h ':hl_’.g.:on:ro,_ls.

in occasions. ttzti:::.ctllysiz;i!wa: (9(0.05 c;r p<0.01) decresse vas
seen for r~ente ! ‘emale group at & few intervals of analysis, but mo
dose related 2 _3 could be escablished.’

= i - N
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There vere no seaningfull differences. in feed efficiency. The
individusl mean compound intake throughout the study vas as fol=-
lovs (mg/kg/day):

Males vl?mln o
2,500 ppm 352 409
20,000 pps 1408 1672
30,000 ppa 3,956 4,549

CLINTCAL LABORATORY TESTS

R A e o R A N W A T COADEND.

HEMATOLOGY

A scatistically significant (p<0.05) decrease in veticulocyte count was
seen in the high doze male group (20,300/30/C09 ppm) at 12 soaths when

_ -ompared to coatrol males. However chis effcct vas not scen at 24

wonths :

A-statistically significanc (p<0.05) decrease in segmented neutrophile
eount vas observed in the 10,000 ppwm and 20,000/30,000 ppu females

st 12 mouths vhen compared to the comtrol fem: les: cthis effece was not
seen ac 24 months. In addicion, 3 scatistically significant (p<0.05).
increase in lymphogytes was seen in the 10,000 and 20,000/30,060 ppna
females at 12 conchs when compated to control females, again this ef~
fect vas oot seen at 26 mouths.

STOCHEMISTRY

So sctatistically or biologically significant differences vore seen in
sny of the psrzmeters examined. ’

URINALYSIS

Bo stactistically or biologically significant variztions vere-obsezrved
in any of che parameters examined. .

PATBOLOGY

T -

. b
L)

There were no macroscopic lesices vhich could be attributed to'am

eventual effect of the test compound. The changes reported ‘were cou-;._"-' g

sidered non specific, agonal or represencative of the usual spoutaneous
alteratiocns of -this species and scrain. : o :

r ——-—‘—..---v-.- ey RO
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HKISTOPATHOLOGY

ko distinct otr consistent compound related changes were observed in any
tissues oT organs examined niscroscopically from male and female mice
st eny dose level of Fosetyl-Al. The types ot incidences '0f neoplasas
ddentified in this study did not indicate any tumorigenic effects re-
isced to compouad administration.

Thers wvas no signs of any eazlier onset of any type of neoplasia in
smy treatment group vhen compared with coatrols.

DISCUSS1IONS

The observations worthy to describe in shis scudy are quite scarce.
Despite this increase o€ comcentration £rom-20,000 ppm to 130,000 at
wveek 19 of study decided because of the abscnce of any effect in the
esrly part of the study, there were no apparent effcct on the anoraals’
behavior or appearance and mo effect .o foud consumption or body welght.

. There were no aeasingful changes in tha-;:.;n'iédl studies.
COMCLUSION

Fosetyl-Al wvhen asdministeced in the diee cto mice of both sexes at con~

esatrations of 2,500 - 10,000 and 30,000 ppa for 104 consecutive weeks :
did not induce any toxicological effects. o oncogenic effect was ine o .
duced in mice at sny dose level under the condi:ioms of this cest. - :

The dose level of 20,000/30,000 ppm may be considered as Che maximus
tolerated dose.

REVIEWER'S CONCLUSION

This study has been conducted and reported according %o the current
guidelines.

It is veasonable to consider that in spite of 8 lack of effect at
the highest tested dose level, it vas uanecessary to i{ncresse it
shove the selected level of 30,000 ppm.

CLASSIFPICATION : Minimum.
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