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PROTOCOL FOR T@Q o0
A CARCINOGENICITY STUDY

USING NEONATAL MICE

I, Introductlion

The usc of newborn mice in evaluating the carcinogenicity of poly-

nuclear aromatic hydrocarbons has been reported by Roe, et al (Brit,

J. Gancer 15:515:1961), Pietra and Shubik (Cancer 14:308:1961), Kelly

and é'Gara (J. Nat, Canc. Inst, _2_§:651‘:l96.1) and others. Dimecthyl-
benzanthraccne.,. benzpyrene and methylcholanthrene were used to
obtain lymphoﬁuas and pulmonary tumors, Correl%\tions bcﬁ%;ecn ag.e

of the animal at time of treatment and the length of the carcinogenic
induction period along with quantifativc and‘qualitative measurements
of tumorous tissucs prodﬁccd have been obtained., Dose response
studies have indicated that larger, sublethal doses are able to decrcase
the induction period and to increase the incidence of cancerous lesions
with rcgard to both number of animals alfected an('l' number of lesions
per animal. However, at this time there has been no definite experi-
ment to show that, at some lower dosage level, a cax‘éinogcxﬁc rcsponse
is absent.

Thuc is causec to supposc that this technique would be cq\m})y valid

for a study of non-hydrocarbon compounds,
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II. DExperimental ' o

Swiss whit‘c mice will be employed as the test spccics; 25 prcénant
anh’nnls will be obtained and allowvcd to éclivcr normally. The newborn
animals, less than 24 hours of age, will be thosc uscd in the actual

. experiment, A total of 160 newborn, sélcctcd rand@nﬂly from the 25
litters, will be employed in the study, divided into two groups, one
experimental group and one treated control group. Each group will
contain 80 animals, 40 of cach sex. Since a number of newborn will
not survive to weaning in the normal condition a‘nd sincc handling of
the young is known fo cxert some scleétive pressure against slurvival;
it is expected that at weaning (21 .da.ys post-parium) cach group wiif
contain 60 animals (75% survival), If test mz;teri‘al toxicily is observed
and survival is Jowecred, additional animals will be trealed in an attempt
to obtain at least 60 animals per c;,xpcrimcntal gro'up.

The test compounds will be ad'ministcred to animals less than 24
hours old by dir.ect intraperitoncal injection. A 27-gauge necdle at-
tached to a onc—millili-tcr syringe will be employed, with all materials
to be injected contained in 0,2 milljlitcrs ~oJf a sclected solvent, To

' rcétrict cage losses and maternal cannibalism, gloves will be worn at
all times during the treatment period. Newborn will be returned to
their original litters following trcatment and will remain until separated

into the various experimental groups at weaning.
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The materials to be tes_tcd' will be;
'1, Tric'lvocarban Solu;cion A
2. S'olycnt‘ o i“ o ..
All animals will ‘x'é:ccivc on; dc;sc at birth followcd by da;ily obsérva—

" tion for snrvival', gcnc.ral appc!arax%c and externzl signs of neoplastic
‘g;'éwt}-m. At '26 weeks, o;uc—ilalf of the :animals ir; cach group will be sac- :
rif‘icefl and c>:ami.ned for cvidcnc‘é oI' a tun;ox; gro%vih. The remaining
;xﬁima)s will be sacrifiécd at 52 v;/ecks (unless it i‘s fc'1-t advi;ablc due to
| good survi\'al., lack of apparént Lumorécnic'it; t}'la;t thc’st\%dy be e;tcndea

.

{0 78 wecks), o s, ;.3 , ”

Special a(tentxon will be pa1d to the evaluation of pu]monary tissues

at sacriﬁcc. The lung,s will bc fxxcd while fully eypandcd by ancsthctwmg
thc animal (Brcvxtal Sochum), and placmg a loose loop around the trachea,
The amm‘al will then be cxsangumated by cutting the aorta through an |
opening ix‘m the abdominal wall and .;Irawing the tracixcal ligature tight, The
iungs willﬁb_c carefully excised a;uc"i immersed in .10% bgf.fcred- formalin,
Parallin scctions from all lobes, as wéll as t};e trz;chca,-an;i regional
ly.mph nodes will i)e obtained and patholog?c AexaminaAtion conducte(i.

A complpté histologic ¢valuation will bc‘conductcd on cvery anirnal

following sacrifice or death, The cxamination will include description

and classification of tumorous tissuc,
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At the conclusion of the experiment, a complete formal report
'wxll be prepared which will include statistical cvaluation rclative io
carcinogenic induction times, the incidence of lesions, the °cbvc1ity
. ! Y '

of lesions and the compatibility of the observed lesions with survival

CLEF:PSI 7-16-70
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