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ABSTRACT

Groups of C57BL6 mice of each sex were assigned to one of 2 dietary regimens, ad /ibitum (AL) or dietary
restriction (DR), to study effects of food restriction on body weight, survival, and neoplasia. The AL and
DR groups were subdivided into a scheduled sacrifice group for examination at 6-mo intervals, and a lifetime
group to provide longevity data. Necropsies and microscopic examinations were conducted on 911 animals.
In the lifetime group food consumption averaged 33.6 and 34.4 g per week by AL males and AL females,
respectively; the DR counterparts were given 40% less. The diet contained 4.35 kcal/g. The average lifetime
body weights were 34.8, 26.8, 22.6, and 21.6 g for AL males, AL females, DR males, and DR females,
respectively, and their age at 50% survival was 27.5, 26.9, 31.7, and 33.5 mo. Maximal lifespan was increased
18% in DR males and females. Lifetime incidence of tumor-bearing mice was 89% and 86% for AL males
and females, versus 64% for each sex of DR mice. Dramatic reduction occurred in female DR mice in
lymphoma (9% vs 29%), pituitary neoplasms (1% vs 37%), and thyroid neoplasms (0.4% vs 8%). In males,
hepatocellular tumors were reduced to 1% from 10% by DR. In contrast, the incidence of histiocytic sarcoma
was increased in DR females and unaffected in DR males. Tumor onset was delayed in DR animals; 87%
of all neoplasms in males and 95% in females had occurred in the AL mice by 24 mo, whereas the DR
animals had only 52% and 39% of their lifetime incidence, respectively, by that age. This study provided
comparative AL and DR data from C57BL6 mice examined randomly at 6-mo intervals (cross-sectional
group) in parallel with data from animals in similar cohort that was unsampled and allowed to succumb
naturally (longevity group). Dietary restriction reduced the lifetime percentage of tumor-bearing animals and

the number of tumors per animal, and delayed the age at onset of most neoplasms.
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INTRODUCTION

The Food and Drug Administration’s National
Center for Toxicological Research (NCTR) and the
National Institute on Aging (NIA) have collaborated
on studies of nutrition and aging, in which the effects
of 40% restriction of feed was compared with ad
libitum feeding (11, 14, 18, 24). Several genotypes
of rodents were studied. The objectives of these

Caloric restriction; diet restriction; lifespan; rodent; tumor incidence; histiocytic sarcoma;

extrapolation of data from laboratory animals to
man. Development of age-specific pathology pro-
files for restricted- and ad libitum-fed animals of
each genotype was a necessary component of the
studies. A number of descriptions of age-related

TasLE I.—Distribution of mice among the treatment
groups.

studies include establishment of biomarkers of aging Males Formales
for subsequent use to study the effect of caloric re- d libitom Resticted A libiam Restrioted
striction, and of biomarkers of toxicity to determine Nom- Num- Nam: Nom- Nom: Nom- Nom- Num-
effects of nutrition on toxicity. When such biom- ber ber  ber ber  ber ber  ber ber
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Fig. 1.—Body weights of C57BL6 mice fed NIH-31
diet. Treatment groups are: (1 = AL female; l = DR
female; O = AL male; ® = DR male.

changes in C57BL6 mice have been reported (2, 8,
9), including accounts of longevity and neoplasia
(16, 25) and effects of dietary restriction (3, 6, 22,
23). However, environmental factors such as tem-
perature, illumination, noise, and proximity of other
animals cause each colony of rodents to age differ-
ently (12, 19, 21, 22, 23, 25).

This report describes the longevity and neoplasia
in NCTR’s C57BL6 mice that became moribund or
died naturally as part of the dietary studies, as well
as the occurrence of neoplasia in cohorts that were
killed for that purpose at intervals throughout their
lifespan. A subset of these data is included in a
summary submitted elsewhere (13). The effects of
dietary restriction on incidence and severity of non-
neoplastic conditions will be reported separately.

MATERIALS AND METHODS

Experiment Design. One thousand sixty-four
mice were used (Table I). The animals were weaned
at 3 wk of age and placed in the study at 4 wk,
assigned to one of 2 dietary groups, ad libitum (AL)
or dietary restriction (DR).

The AL and DR groups were each subdivided into
a lifetime group to determine longevity data and a
scheduled sacrifice group for evaluation at specific
ages. Animals in the lifetime group were removed
from the study only when dead or moribund and
were designated LDM (Lifetime: Dead and Mori-
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FiG. 2.—Survival curve of C57BL6 mice fed NIH-31

diet. Treatment groups are: O = AL female; B = DR
female; O = AL male; ® = DR male.

bund). The scheduled sacrifice group was designated
SS (Scheduled Sacrifice). The sacrifice schedule be-
gan at 12 mo in the study and continued at 6-mo
intervals thereafter. Those mice in the SS groups
that were removed when moribund or dead between
scheduled sacrifices were designated SDM (Sched-
uled: Dead and Moribund). The number of mice in
each subgroup is depicted in Table I. Of the 1,064
animals initially assigned to the study, 911 were
available for pathological evaluation. The largest
group lost to examination, 134 animals, was re-
moved intermittently between 268 and 956 days
because of spontaneous ulcerative dermatitis that
affected all subgroups but was most prevalent in AL
females (see discussion). These animals were deleted
from the study. The remaining 19 animals were un-
available for pathological evaluation for various
reasons.

Animals and Diet. C57BL6 mice of both sexes,
produced by the NCTR Specific Pathogen Free
breeding colony, were allocated to this study as
weanlings. They were housed individually in poly-
carbonate cages fitted with filter tops and bedded
with hardwood chips. NIH-31 open formula diet
with average energy content of 4.35 kcal/g, (Purina
Mills, Inc., Richmond, IN) was fed to both groups.
The mice on the restricted diet received 60% of the
food consumed by their AL cohorts. Their food al-
lowance began as 90% of AL at 14 wk of age, and

TasLE II.—Age in days at 50% survival® and maximal lifespan® in the lifetime group (months given in parentheses).

Males Females
Ad libitum Restricted Ad libitum Restricted
50% Survival 836 (27.5) 965 (31.7) 817 (26.9) 1,017 (33.5)
Maximal lifespan 1,056 (34.8) 1,247 (41.0) 1,035 (34.1) 1,221 (40.2)
Oldest survivor 1,078 (35.5) 1,259 (41.4) 1,102 (36.3) 1,231 (40.5)

@ Median survival (first week of 50% mortality).
® Average age of oldest 10% in each group.
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TasLE III. —Cause of death? and number affected (% given in parentheses).

Males Females

Ad libitum Restricted Ad libitum Restricted
Lymphoma 97 (60%) 97 (52%) 67 (57%) 102 (56%)
Hemangioma/hemangiosarcoma 8 (5%) 2 (1%) 3 (3%) 6 (3%)
Nephropathy 10 (6%) 3 (2%) 3 (3%) 8 (4%)
Liver neoplasm 10 (6%) 1 (0.5%) 2 (2%) 1 (0.5%)
Inflammation 9 (6%) 11 (6%) 6 (5%) 2 (1%)
Pituitary adenoma - - 10 (9%) 1 (0.5%)
Heart thrombus 4 (3%) - 3(3%) —
Other* 7 (4%) 11 (6%) 12 (10%) 24 (13%)
Unknown 16 (10%) 60 (32%) 11 (9%) 37 (20%)
Total animals 161 185 117 181

2 Longevity group animals plus those removed as dead or moribund from the serial sacrifice group.
5 Other = mammary carcinoma, granulocytic leukemia, duodenal polyp, lung carcinoma, uterus dilatation, hemorrhage, paraganglioma, pericarditis,

pheochromocytoma, skin trichoepithelioma.

was stepped down to 75% at 15 wk and to 60% at
16 wk. The restricted diet was supplemented with
vitamins to provide the same amount available to
the AL mice. The room temperature was main-
tained at 21 + 3°C and the relative humidity was
50 = 10%. The room light cycle was 12 hr on and
12 hr off (24). All aspects of the study were con-
ducted in compliance with applicable animal wel-
fare guidelines and regulations (5).

Pathology. Mice were removed from the study
either dead, moribund, or scheduled for sacrifice.
They were euthanatized for necropsy by carbon di-
oxide inhalation. Approximately 45 tissues or or-
gans and all gross lesions were collected for micro-
scopic examination. After fixation in 10% neutral
buffered formalin, the tissues were processed rou-
tinely and stained with hematoxylin—eosin for his-
topathological examination.

Data Tabulation. The types and numbers of le-
sions that occurred at each scheduled sacrifice pe-
riod (age) can be compared directly between the AL
and DR SS subgroups. To compare age-related neo-
plasia in dead and moribund mice from the lon-
gevity group with those in SS animals that died or
became moribund spontaneously between sacrific-
es, the data from all animals removed as dead or

moribund were tabulated for 6-mo intervals, with
each interval centering on a sacrifice date. In this
way, for example, SDM and LDM animals that were
removed between 639 and 821 days could be com-
pared with each other as well as with the SS animals
sacrificed at 24 mo (730 days). Therefore, all ref-
erences to a particular time point (e.g., 24 mo) in
the LDM and SDM animals refer to that time point
+ 3 mo. In this report, 1 mo contains 30.4 days.
To compare occurrences of neoplasms among the
groups, data in Tables IV-VII were divided into 4
intervals: animals examined at 0-24 mo, 30 mo, 36
mo, and 42 mo. (There were relatively few dead or
moribund animals at the 12- and 18-mo periods.)
The percentage of animals with neoplasms (benign
or malignant) in each group is summarized in Table
IV. The average number of tumors per tumor-bear-
ing mouse is presented by group in Table V (some
animals had multiple tumors). Table VI lists by sex,
diet group, and age the average number of mouse-
days in the study per tumor produced. The respec-
tive incidence of the 10 most prevalent neoplasms
is summarized by diet group, sex, and age in Table
VILI. In Table VIII, the overall incidence of specific
neoplasms is listed by sex and diet group. Tables
IX and X (females and males, respectively) list all

TaBLE IV.—Number of neoplasm-bearing mice/number of mice examined (% given in parentheses).

Females Males
Months Ad libitum Restricted Ad libitum Restricted

(days) SS SDM LDM SS SDM LDM SS SDM LDM SS SDM LDM

0-24 19/43  40/56 16/19 8/44 22/40 4/10 5/43 41/61 17/22 6/44 15/26 2/6
(1-821) (44.2) (71.4) (84.2) (18.2) (55.0) (40.0) (11.6) (67.2) (77.3) (13.6) (57.7) (33.3)
30 14/14  22/24 15/16 5/15 28/35 11/15 7/14 45/50 21/23 8/15 25/48 17/26
(822-1,003) (100.0) (91.7) (93.8) (33.3) (80.0) (73.3) (50.0) (90.0) 91.3) (53.3) (52.1) (65.4)
36 — - 2/2 8/15 34/41 13/19 2/3 - 5/5 9/15 31/47 9/14
(1,004-1,186 (100.0) (53.3) (82.9) (68.4) (66.7) (100.0) (60.0) (66.0) (64.3)
42-48 - — — 1/1 5/9 8/12 - - - 0/1 8/9 7/9
(1,117-9,999) (100.0) (55.6) 66.7) - (88.9) (77.8)
Total 33/57 62/80 33/37 22/75 89/125 35/56 14/60 86/111  43/50 23/75 79/130 35/55
(%) (57.9) (77.5) (89.2) (29.3) (71.2) (64.3) (23.3) (74.5) 86.0) (30.7) (60.8) (63.6)
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TasLE V.—Mouse-days at risk per neoplasm<in lifetime
group mice.

Females Males
AL DR AL DR
Month (days) (60/37) (43/56) (56/50) (42/55)
0-24
(1-821) 531 945 742 2,023
30
(822-1,003) 442 1,146 710 1,145
36
(1,004-1,186) 714 1,201 755 1,707
42
(1,187-1,366) - 1,612 - 1,106
Overall 499 1,271 727 1,330

« Aggregate number of mouse-days survived per time period/total num-
ber of tumors in these animals.
£ Overall number of tumors/number of animals examined.

neoplasms diagnosed, within diet group and time
period.

Statistical Evaluation. Fisher’s Exact Test was
used to compare diet groups for the incidence of
each neoplasm in the LDM subset, and also in the
combined LDM and SDM subsets, within time in-
tervals. The results are included in Table VII.

REsuLTS
Body Weights (LDM Animals)

The weekly mean body weight for each treatment
group, derived from the LDM animals surviving to
the respective time points, is plotted in Fig. 1. Of
the 4 treatment groups, DR females maintained the
most consistent body weight over time; they peaked
at 29 mo (22 g) then gradually declined. DR males
reached their peak weight (27.5 g) at 4 mo imme-
diately before onset of full diet restriction, had mi-
nor fluctuation in body weight until 22 mo, and
gradually declined thereafter. The average lifetime
bodyweight was 21.6 g for DR females and 22.6 g
for DR males.

The weight of AL females reached 33 g at 29 mo
and decreased thereafter. AL males reached 42 g at
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17 mo then gradually declined. The weight loss was
more abrupt in the females than in the males. The
average lifetime body weight was 26.8 g for AL fe-
males and 34.8 g for AL males.

Longevity (LDM Animals)

The survival curves for the lifetime groups (LDM)
are based on the 198 animals terminated by natural
death; they include 38 females and 50 males in the
AL groups and 56 females and 55 males in the DR
groups (Fig. 2). These were the same animals from
which the body weight data were obtained. In Table
II, the age of each group at 50% survival and max-
imal survival (mean age of the oldest 10%) are sum-
marized, and the age of the oldest survivor in each
group is listed.

The causes of death as determined microscopi-
cally are listed in Table III. The animals represented
in this table are those that succumbed or were re-
moved moribund from the lifetime group, plus those
similarly removed from the SS group between
scheduled sacrifices. For both sexes, ages at 50%
survival and at maximal lifespan were greater in DR
animals. Dietary restriction increased maximal life-
span by 18% in both sexes.

Neoplasia

As depicted in Table 1V, the overall proportion
of mice with neoplasia in AL females was 73.6%
(128/174) versus 57.4% (147/256) in DR females.
The difference was less in males, with 64.7% of AL
males (143/221) having tumors versus 52.7% (137/
260) in the DR males. However, these overall rates
combine serially sacrificed animals with those re-
moved only when they were moribund or dead. The
sacrificed animals necessarily included young ani-
mals and individuals that were well, yielding a lower
tumor burden for that group; removal of these an-
imals on schedule obviously prevented them from
developing neoplasms later. Thus the SS/SDM
groups have lower incidence than the LDM group.

TasLe VI.—Number of neoplasms/number of tumor-bearing mice (neoplasms/mouse).

Females Males
Ad libitum Restricted Ad libitum Restricted
Months

(days) SS SDM LDM SS SDM LDM SS SDM LDM SS SDM LDM

0-24 22/19 54/40 24/16 9/8 25/22 5/4 7/5 47/41 20/17 7/6 17/15 2/2
(1-821) (1.2) (1.4) (1.5) 1.1) (1.1) (1.3) (1.4) (1.1) (1.2) (1.2) (1.1) (1.0)
30 29/14 48/22 33/15 5/5 33/28 12/11 10/7 61/45 29/21 8/8 32725 21/17
(822-1,003) (2.1) 2.2) 2.2) 1.0) (1.2) (1.1) (1.4) (1.4) (1.4) (1.0) (1.3) (1.2)

36 - - 372 10/8 42/34 17/13 2/2 —_ 7/5 10/9 34/31 9/9
(1,004-1,186) (1.5) (1.2) (1.2) (1.3) (1.0) (1.4) (1.1) (1.1) (1.0)

42-48 - - — 2/1 6/5 9/8 — - - - 9/8 10/7
(1,187-9,999) (2.0) (1.2) (1.n (1.1) (1.4)
Total 51/33  102/62 60/33 26722  106/89 43/36 19/14 108/86 56/43 25/23  92/79 42/35

1.5 (1.6) (1.8  (1.2) (1.2)

1.2) (1.4) (1.3) (1.3) a.n (1.2) (1.2)
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The LDM groups, therefore, reflect the true lifetime
tumor incidence: 89.2% versus 64.3% in the AL and
DR females, respectively; and 86.0% versus 63.6%
in AL and DR males. The DR regimen reduced the
overall lifetime incidence of a number of tumors,
and it is also clear that most neoplasms were delayed
in onset in DR animals. At the end of the 30-mo
period, for example, only 60% (15/25) of the DR
females had tumors diagnosed microscopically, ver-
sus 88.6% (31/35) of the AL females. Likewise, 59.4%
(19/32) of the DR males were affected, versus 84.4%
(38/45) of the AL males.

| Another perspective of the interaction between
incidence and delayed onset can be obtained by cal-
culating the aggregate number of mouse-days at risk
per tumor produced, within each time period. This
compilation is summarized in Table V. Here it is
clear that there was a modest decrease in lifetime
tumor risk overall between DR and AL mice, and
that approximately twice as many days were re-
quired on average for tumors to develop in the DR
animals.

One other characteristic of interest was tumor
multiplicity, depicted in Table VI as number of tu-
mors per tumor-bearing animal. Table VI reveals
that the 60 tumors produced by AL LDM females
occurred in 33 animals, that is, an average of 1.8
separate neoplasms per tumor-bearing animal, in
| comparison to 1.2 (43 tumors in 36 animals) in the
DR counterparts. Among males, diet had less effect,
with 56 tumors in 43 mice (1.3 per animal) for AL
and 42 tumors in 35 mice (1.2 per animal) in DR
mice.

LDM
0/9
0/55

1/130

Restricted
SDM
1/9
(11.1)
(0.8)

SS
6.7)
0/1
1/75
1.3)

Males

LDM
0/50

Ad libitum
SDM
0/111

SS

0/60

/12
(8.3)
1/56
(1.8)
0/10
0/15
0/19
0/12
0/56

LDM

Restricted

SDM
2.4
2/125
(1.6)
0/40
0/35
0/41
0/9
0/125

1/9
(11.1)

TasLE VII.—Continued.

2/75
2.7
0/44
1/15
1/75
(1.3)

SS
(13.3)

0/1
0/15

0/1

Females

DiscussioN

Restriction of caloric intake in rodents to levels
below approximately 85% of AL has been associated
consistently with increased lifespan, delay in onset
of neoplasia and nonneoplastic degenerative dis-
eases, and with reduction in age-specific incidence
of neoplasia (23). The overall findings reported here
are compatible with those in the literature.

A major objective of this study was to use sub-
stantial dietary restriction (40%) to promote lon-
gevity in a search for biomarkers of aging, compar-
ing cohorts of mice fed ad libitum. The relative merit
of dietary restriction in murine toxicity studies was
not investigated in this work. It is clear that 40%
restriction in this study, as well as more moderate
restriction (23), reduced both early deaths and the
background of spontaneous lesions, suggesting ben-
efit in interpretation of toxicity studies. Dietary re-
striction does modify the rodent response to xeno-
biotics, in comparison to ad libitum-fed cohorts (7,
20). The authors believe that ad libitum feeding as
practiced currently produces overnutrition in ro-

(5.4)

nd DR, p < 0.05.

LDM
0/37
1/19
5.3)
1/16
6.2)
0/2
2/37

¢ Incidence in LDM differs significantly between AL and DR, p < 0.05.

(5.0)

Ad libitum
SDM
0/80
2/56
(3.6)
2/24
(8.3)
4/80

(7.0)

SS
0/57
2/43
4.7
2/14
(14.3)
4/57
= Incidence in (LDM + SDM) differs significantly between AL a;

Months
(days)
4248
(1,187-9,999)
0-24
(1-821)
30

(1,004-1,186)

Neoplasm
Total
Uterine

neoplasm

Total
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TasBLE VIII.—Overall incidence of specific neoplasms.
Females Males
Ad libitum Restricted Ad libitum Restricted
Neoplasm No. % No. % No. % No. %
Histiocytic sarcoma 43 24.7 101 39.5 94 425 99 38.1
Lymphoma 50 29 24 9.4 16 7.2 14 5.4
Pituitary 64 36.8 3 1.2 1 0.5 1 0.4
Alveolar-bronchiolar (lung) 6 3.4 6 23 12 5.4 12 4.6
Hepatocellular 5 2.9 3 1.2 23 10.4 3 1.2
Vascular 3 1.7 7 2.7 11 5.0 5 1.9
Harderian gland 2 i1 3 1.2 7 3.2 11 4.2
Thyroid follicular cell 14 8.0 1 0.4 1 0.5 - -
Uterine 10 5.7 1 0.4 - - - -
Urinary - — - — 4 1.8 4 15
Skin and subcutaneous 6 3.4 3 1.2 — - - —
Small intestine - — S 2.0 - - 2 0.8
All others 9 5.2 18 7.0 i4 6.3 8 31
Total neoplasms 212 121.9 175 68.5 183 82.8 159 61.2

dents, but the level of restriction that may be most
beneficial in toxicity bioassays has not been estab-
lished and requires validation. The precise degree
of restriction of current diet formulations to achieve
the ideal balance will probably differ among species
and genotypes, and each level of restriction may
affect metabolism of different classes of xenobiotics
differently.

The statistical outcome of our study was adversely
affected by selective loss of female AL animals to a
debilitating skin condition; the animals were re-
moved for humanitarian reasons and deleted from
the study. As a result, only 37 AL females remained
in the lifetime group. When the incidence of various
neoplasms in this group was compared to that in
their DR counterparts (56 animals), significant dif-
ferences in incidence could not always be demon-
strated despite large percentage differences. How-
ever, Table VII reveals that for virtually every neo-
plasm, the incidence in the individual subsets (SS,
SDM, LDM) within each diet group was consistent,
suggesting that the LDM outcome was not a random
effect of small group size. Further, when the LDM
group was combined with the SDM group, the dif-
ferences in incidence for several neoplasms could
be demonstrated statistically (although the com-
bined result underestimates the true incidence, be-
cause some animals were removed periodically from
both the AL and DR SDM cohorts).

The skin condition that affected our C57BL6 col-
ony was similar to that reported some time ago in
C57BL-related mice (17) and recently as an im-
mune-mediated disease (1). These diseases are pri-
marily ulcerative; a proliferative dermatitis in C57BL
mice was also described recently, as the result of a
spontancous mutation (10). The 2 recent reports (1,
10) describe both sexes being affected equally,
whereas our disease affected females predominantly.

Whether or not the condition experienced by our
colony was also the manifestation of a genetic ab-
erration, the degree to which diet affected its ex-
pression was notable: it occurred in 69 (26%) and
36 (13.5%) of AL females and males, respectively,
versus 5 (2%) and 1 (0.3%) of the DR counterparts.
We have observed a comparable inhibitory effect of
DR on expression of a hereditary ocular degenera-
tion in DBA/2NNia mice. That condition included
development of glaucoma and was more severe in
females (15).

The mean lifespan (age at 50% survival) of our
AL mice was consistent with values reported for
C57BL mice by other investigators, despite inherent
differences in animal sources, husbandry, and dates
of the studies. The mean lifespan of our C57BL6
mice was 27.5 mo for AL males and 26.9 mo for
AL females. Zurcher et al (25) reported 24.0 and
22.2 mo, respectively, for their C57BL animals in
1982, Weindruch and Walford (22) reported 24.9
mo for male C7BL/6J mice in 1982, and Storer (16)
reported 22.7 and 22.2 mo, respectively, for male
and female C57BL/6] mice in 1966. Dietary restric-
tion provided a 15% increase in mean lifespan in
our males and 25% increase in our females. Wein-
druch and Walford (22) achieved a 20% increase in
their males, with dietary restriction of approxi-
mately 45% beginning at 12-13 mo of age. Our an-
imals were fed 40% less than AL, beginning at 15
wk of age. The smaller relative increase in longevity
of our DR males may relate to the longer lifespan
of our AL males.

Because of different diagnostic criteria, it is dif-
ficult to compare published incidences of specific
lymphoreticular neoplasms, but the report by
Zurcher et al (25) included a 38% total prevalence
in 105 males and 56% in 44 females. The mean age
of the group was 23 mo (6-34) for males and 20 mo



Tox1coLoGIC PATHOLOGY

BLACKWELL ET AL

578

Z BUIOUIOIED

JE[OIYOUO01q/JRJOSATY
I BWOULOIRD I BWOUUBMYDS ISON | BWOUIDIRD
JE[OTYOUOIG/IR[0ATY | BUWODIBSO)SO ISON 1199 JRNOI[[0] PICIAY ],
I Jow 1 BUIOUD z rwIoudpe 1 BUIOUIPE URLISPIEH
-n} [[90 PaXIW AIEWWEN -pe Ie[OIYOUO0Iq/IB[ORATY {190 Ie[NOI[IOJ PIOIAYT, 1 rwIouape proifyiereg
1 BWIOUIPE STLAIY | PWIOUIDIR) AIRWWEN [ BWOUSPE ISAIT I BUWIOUIPER JOAT]
1 pwouape Ar1eaQ | SON wseldoaN T RUIOUDIB) ATBWIRI 1 ewojided 19ppe(q [[D
z rwIOUIpe proiAyqiesed | pwiouape Arenmii g d£jod sniany z d£jod snuainy
€ jupudiew ‘ewoydwiAy | rwo} z 'O} 4 BUIOUIPE
v BUIOUSPE -Kdoworyoodyd [euaIpy -Kooworyooayd TeudIpy | d4jod snuay (199 IB[NOI[[O] PIOIAY T,
1 BUIOUSPER ATeymitd 1190 Ie[MOT[[O] PICIAYL | wise[doau Ie[noseA [ jueudiew ‘ewoydwiT | BUIO) S BWODIES DTADOTSTH
€ jueudiew ‘ewoydwA] £ BWOdIES ONAJOUSIH 9 jueuSiew ‘ewoydwAT ] BUIOJIES ONIADOUISIH -foowomyooayd [eualpy ¢ JueuSpew ‘ewoydwi
8 BUIOOIES ONAJOUSIH €1 rwoudpe Aeymig 61 ewiooses onkoonsty 81 rwouape Areymily € BWOdIES ONAOOUSIH 6 BWOUIPE AIR)INIL]
(51 (oD (€9 (7d] (sn wn
(s£ep £00°T-778) oW 0€
1 BWOUTIIRD
JRJOTYOUOI( /IR[ORATY
1 BWOUI
-pE JB[OTYOUO0Iq/IR[0A]Y
I Jouwm) X1l AJeWWEN
1 BUIOUD 1 BUIOUTOIRD AJRWIWBIAL
-pe IB[OTYIUOIQ/IB[OAATY | dAtod snia1n
1 dijod sniayy | rwou 1 BWIOUIPE SNIdANN
1 pwouspe UeLIdpIeH -uBAMYOS 9AIoU [e1oydusg | BUIOUIDIRD
1 PWIOUIE) ATRWWEN | BWOUIDIED 1[0 JE[MOT{[O] PIOIAYL 1 BUIOUIPE
1 rUIOUIpR 1190 1e[noT[o] PIOIAYL | BUWIOUIPE AT Ie[OTYDUOI] /IR[OA[Y
{190 TeMOI[jo] POIAYY, | SON wsedosu [eualpy T wse{doau renosep | BUIOUD 1 dAjod snxo1n
9 jueudew ‘ewoydwiy | BWIOUTOIRD JOATT G BWIODTES JNAJONSIH -pt JR[OTYOUOI(/JB[0AA]Y T BUWIODIES JTJADONISIH
1 PUIOUURAMYDS 2 ¢ BWIOOIES ONADOUSIH € jueudiew ‘ewoydw AT O vwouape ARty € ewIodIES oUAO0ONUSTH € ewouspe Lreymnig
z BUIOOIES ONAOONSIH L vwouspe Arejimid  SJ BUIOOIES ONAdOTISTH ¢  JueudIEw ‘ewroydwAy ¢ weudew ‘ewoydwAy 6 Jueudiew ‘ewroydwA|
@ (39 (Cra) (80 (s1 (s1)
(skep 178-6£9) oW T
I rWIOUIPL
[[30 JemoI[o} PIOIAYL
i BUIOUIDIR) JAAT]
1 wise[doau IBNISEA 1 PWOUIOIED BUISeA
1 ruIooIEs ONAJONSTH € jurudiew ‘ewroydwA I dAtod sy
4 ewioores oNAOONUSTH | BWOUIIRD I0AT] | jreusiew ‘ewoydwWwAT 6 BUWOdIBS J1IAJ0NSTH QuoN | ewouape Areunyig
) M (03 (61 (sn D
(skep 8g9-LSp) owl 8]
1 jueusSiew ‘ewoydwA] I BUIOUUBMYDS ISON
suoN 1 BUIOOIES DTIAJ0TISTH QUON T jueuiew ‘ewoydwi | ewooesoals) ¢ jueuSyewt ‘ewoydurd]
) © 3 ) 29 120,
(skep 9gp-1) om 7T
paioLsal I wnnql py Pa1omsar 191D wnqy py PaIOLISAI 191D wnnql py
Wai Was SS

(sosoypuored UI UIAIS POUTWIEXD JIOGUNY) I0TW 9L SD e} ut swse[doaN — X F1aV.L



579

—

i BUIOUD
-P® JB[OIYIU0Iq /IB[O3A]Y
1 pWIOUIPR AIBAQ
BWIOUILD I ewo}
JR[OTYOUOI] /TR[OIA]Y -Kooworyooayd [eudIpy
BUIOUIPR AIBAQ 1 dAjod wnayy 1 BWOOIES ONADONSIH
dAjod wnuspongy 1 BWOIIES IMAOOTISIH 1 BWO]
BUIOJIES OT1A00USTH 1 wsepdosu JBMmosep -Kooworyoosyd [euaIpy
@) () () (V) (M (0

(sAep gog‘1-L8I‘T) owt Ty

DIETARY RESTRICTION IN C57BL6 MICE

I BUIOOIBSOIISO ISON
1 BUIOOIRSOIqY UD(S
I euorayIdooyoLn Ury§
I Jlow
- [[90 Je[nueld eurdep
I BUIOUIPE AJeimiig
I SON wsedoaN
1 d&jod wnuspon(y
I BUWIOUIPE UBLISPICE] e BUIOUIPE UBLIIPIRH 1 BUIOUd
I BWIO]SO WINURI) [ onfoojnuerd ‘ewIynYy 7 BUIOUIPE JOAT] -P& IB[OTYIUOIq/IB[OSA]Y
T yueudiew ‘ewoydwAT | vwiouspe Areymild ¢ ueudnew ‘ewoydwAiy 4 dAtod winuapon(g
€ wise[doau JBMOSBA | BWIO} 4 wseidoau JenoseA ¥ jueudijews ‘ewoydwiy
01 BUWOOIES ONAO0TISTH -foowoiyooayd [eUdIpy /T BUIOdIES INAS0TISIH < BUIOOIES JNAJ0TISTH
(61) 4] (iv) ) sn (1)
(s&ep 98T°I-p00T) oW 9¢
parpLsal 10IQ wniql py PaloLIISaI 121 wngqy py paomsal 121 wnugy py
WAt Nas SS

Vol. 23, No. 5, 1995

‘panunuo)— X[ I14V],



ToxicoLoGIc PATHOLOGY

BLACKWELL ET AL

580

BUWOUTIIRD JIAT]

8 BWOOIES OIJADONSIH | eWOOILS OIIAJ0NSIH 9T BUIONIBS ONADOTISTH S BUWIOOIES OUAJ0NSTH 1
o (9] @y (0 (sD (€)
(s&ep 981°1-400°T) oW 9¢
1 BUIOUIPE KdUPTY
I d£jod snurg
1 vwowAyy
I BwIoq!
I BUIOU -ded snowrenbs yorwolg
-uBMUdS IIPPe[q AIBULI) 4 BUWIOUIPE UBLISPIEH
i BUIOUD I BWOL z BWOY
-pe JB[OTYOUO0I]/IB[OJA]Y -Koowoayooayd [eulIpy -Aoowoo0ayd [euaIpy
1 BUWIO[]L 1 BUIOUSPE [RUSIPY T BWOUIPR ISATT]
I BWOUAPE 19[S] -ded snowenbs yoewolg | BWOUIPE IOAI] € BUIOUD
1 BWOY 1 udruaq ‘Jowmy [[30 03] | jueudiew ‘ewoydwA] -pe JB[OTYOUOI(/IB[OAATY | BWOUD 1 BWOUIOIEY 1AL
-fooworypoayd [euAIpY | BWIOUIPE IATT T wse[dosu Ienoses ¢ jueudijew ‘ewoydwAT -pe JR[OTYIUOIQ/IR[OGATY | wise[doau JBMOSEA
z jueudijews ‘ewoydwAy | queudew ‘ewoydwAi] ¢ BWIOUSPE UBLIOPIRH € wsejdosu Jenose | BUWIOL 4 BUIOUSpE
< BUWIOUD P4 BWOUIPE UBLISDIBH € BUIOUD ¥ BUIOUIPE [BUAIDPY -KoowoIyooayd [euaIpy JB[OIYOUOIq/TR[OSA]Y
-pe JE[OTYOUOIQ/IB[OJATY T wse[doou JRMOSBA -pe JB[OTYIUOI]/IB[OJA]Y BWIOUIOTRD IOAIT [ wserdosu Jeosey ¢ JueuSyew ‘ewoydwi]
Al pwodaes onfoonsiy 61 pwiooes onpAoonsty L1 BUIOOIES ONADONSIH  §€ ewooIes onkoonsty ¢ pUIOOIES ONADOUSIH BLWODIES OIA20TISTH
(97) (€D (8v) (09) (s1 1)
(skep €00°T-778) ow 0€
1 BUIOUIPE AUPTY
I BWIOUIPE UBLIGpIEH
1 BUIOUD
I SON wsedoau Asupry -pe JB[OTYOUOI]/IB[OIATY
I BIIOUSPE UBLIPIEH | ewoppded Aoupy | BUIOUDPE proJAYIRIRd
i wserdosu JenoseA | BW I BWOUIPE [BUIIPY
4 BWOUS -oqided 19ppe|q A1eull) ¢ BWOUIPE ISATT
-pe JE[OTYOUOIQ/IR[OATY | ewojded viqol) ¢ wse[doau Ie[nosEA | BUIOUD 1 ueudiew ‘ewoydwAy
T BWOUAPE IOATT | BUWIOUIOIED IOATT ¢ BWIOUIDIED ISATT -pE IB[OTYOUOIq/IB[0ATY | BUWIOUIPE JOATT
I jweudiew ‘ewoydwdy 7 jueudiew ‘ewoydwiy ¢ jueudew ‘ewoydwAy| 9 jueudyew ‘ewoydwA] [ jueudyew ‘ewoydwi T BUIOUSPE
1 RWOOIES ONAJONSIH 8 BWOOIES ONAO0USIH 9 BUIOOIES OMAD0NSTH €7 pWIOOIES ONAJONSIH 7 BWOUIPE UBLIOPIRH JIB[OTYOUOIG/JR[OIA]Y
(s) 9N @n t49] (s1 (40
(sep [78-6£9) oW pT
I BUIOUDIRD
1 BUWIOWAY ], IB[OIYOUOI]/IR[0IA]Y
I weudyew ‘ewoydwAT | jueudiew ‘ewoydwA | pwoumored BAr] | jueudiew ‘ewoydwiA | jueudyew ‘ewoyduid
I BWIOOIES ONAO0USIH T BUIODIES OAJ0NSTH | BUIOOIES ONADONSTH | BUWIOJIES ONADOUSIH | BUWIOOIES ONADONISIH
() () (© © ¥1) w1
(sAep g£9-Lsp) ow B[
I BWIOUS
uoON UON QuoN | BWOOTES JNAJONISIH -pe Ie[oIOu0I(]/IR[OSATY uoN
(1) @ ] (€ 1 (cn
(sdep 9gp-1) ow Z]
pajomsal 191 wnnqi py PaIoWIsar 1910 wnnqi py patpomsal 191 wnnql py
Wati Was Ss

‘(sesayjuared Ul USALS pauTwIeXd Joquunu) 01 9fg/ 6D dew Ul swse[doaN — "X FTEV ],



Vol. 23, No. 5, 1995 DIETARY RESTRICTION IN C57BL6 MICE 581

1
7
1
1
1

(8-29) for females. The incidence of combined lym-
phoreticular neoplasms in our 0-24-mo-old LDM
groups was 63% in 19 females and 55% in 22 males.
Tucker (19) reported incidences of “composite lym-
phoma’ between 15-34% in 5 different studies of
80-92-wk duration involving 65-156 CS57BL/6J
mice of each sex per study.

Histiocytic sarcoma was the most prevalent neo-
plasm in our study, occurring in 337 of the 991
animais. It accounted for more than half the spon-
taneous deaths, except in the AL females, where the
rate was just over 30%. It was one of the 2 neoplasms
that occurred more frequently in restricted animals,
and was not delayed in onset. The other was intes-
tinal polyp, which was seen only in DR animals after
the 30-mo period (only 2 AL animals survived into
the 36-mo period). The intestinal polyp in this ge-
notype is apparently related to chronological age.

Lymphomas other than histiocytic sarcoma were
the next most common neoplasms, with AL females
having the highest incidence, approximately 3-fold
greater than DR females. Diet had little effect on
the relatively low incidence of lymphoma in males.

The most dramatic effect of DR was its reduction
of pituitary neoplasms. In AL females of the LDM
group, 21/37 (57%) had this tumor, with 28/80 (35%)
in the SDM AL females and 15/57 (26%) in SS;
there were none in the 75 SS restricted females,
2/125 (2%) in the restricted SDM group, and 1/56
(2%) in the LDM group. Dietary fat has been shown
to increase prolactin production in rats (4). Because
mammary gland hyperplasia often occurred in the
animals with pituitary neoplasia in this study
(Blackwell, unpublished data), prolactin may be a
product of the pituitary neoplasms in this genotype
as well.

Similar to pituitary tumors, thyroid gland follic-
ular cell tumors were most prevalent in AL females
with 4/57 in SS, 5/80 in SDM, and 5/37 in LDM,
with only one in the AL males.

Hepatocellular tumors were common in males and
were reduced significantly by DR, with 3/260 in DR
males versus 23/221 in AL males, overall.

Specific genotypes have been identified with high-
er or lower incidences of specific diseases. Despite
this, longevity and disease incidence in specific ge-
notypes when compared over time, and particularly
when on different diets, demonstrate broad vari-
ances, suggesting that diet and other environmental
factors are more influential than genotype in deter-
mining the disease experience of a cohort of animals
(12). The work reported here demonstrates that 40%
dietary restriction significantly prolongs life and di-
minishes the incidence and multiplicity of neoplasia
in C57BL6 mice. Our yet-unpublished data reveal
this to be true of nonneoplastic conditions as well.

®

Diet restricted
Histiocytic sarcoma

toma
Harderian adenoma

Adrenal pheochromocy-
Kidney adenoma

Lymphoma, malignant

LDM

1
1
1
1
1
1

()

Ad libitum

adenoma
Harderian adenoma

Thyroid follicular ceil

2 Vascular neoplasm

2 Liver carcinoma
Liver adenoma
Adrenal adenoma

1
1
1
1
7
1
1
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Diet restricted
Histiocytic sarcoma

carcinoma

toma
Alveolar/bronchiolar
42 mo (1,187-1,368 days)

Lymphoma, malignant
Adrenal pheochromocy-
Duodenum polyp
Parathyroid adenoma

Vascular neoplasm
Liver carcinoma

Harderian adenoma

TasLe X.—Continued.
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Ad libitum
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2
1
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Diet restricted
$))
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Harderian adenoma
Lymphoma, malignant
Duodenum polyp
Pituitary adenoma
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|
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Pituitary adenoma




582

BLACKWELL ET AL

ACKNOWLEDGMENTS

The authors thank Betty Raiford, Becky Rogers,
and Lisa Wiley for technical assistance in compiling,
editing, and assembling this manuscript. We also
thank Shiela Fraser for compiling the tables.

10.

11.

12.

REFERENCES

. Andrews AG, Dysko RC, Spilman SC, Kankel RG,

Bramner DW, and Johnson KJ (1994). Immune com-
plex vasculitis with secondary ulcerative dermatitis
in aged C57BL6/Nnia mice. Ver. Pathol. 31: 293-
300.

Bucci TJ (1992). Dietary restriction: Why all the in-
terest? An overview. Lab. Anim. 21: 29-34,
Castiglioni AJ Jr, Legare ME, Busbee DL, and Tif-
fany-Castiglioni E (1991). Morphological changes in
astrocytes of aging mice fed normal or caloric re-
stricted diets. Age 14: 102-106.

. Chan PCand Cohen LA (1975). Dietary fat and growth

promotion of rat mammary tumors. Carncer Res. 35:
3384-3386.

. Committee on Care and Use of Laboratory Animals,

ILAR, NRC (1985). Guide for Care and Use of Lab-
oratory Animals. DHEW Pub. No. NIH85-23, Re-
vised.

. Gellatly JB (1975). The natural history of hepatic

parenchymal nodule formation in a colony of C57BL
mice with reference to the effect of diet. In: Mouse
Hepatic Neoplasia, WH Butler and PM Newberne
(eds). Elsevier Scientific, pp. 77-109.

. Hart RW, Keenan K, Turturro A, Abdo KM, Leaky

J, and Lyn-Cook B (1995). Caloric restriction and
toxicity. Fundam. Appl. Toxicol. 25: 184-195.
Hazzard GD and Soban J (1991). Addendum to:
Studies of aging using genetically defined rodents: A
bibliography. Exp. Aging Res. 17: 53-61.

. Hazzard GD and Soban J (1988). Studies of aging

using genetically defined rodents: A bibliography. Exp.
Aging Res. 14: 59-81.

HogenEsch H, Gijbels MJJ, Offerman E, VanHooft
J, VanBelkum DW, and Zurcher D (1993). A spon-
taneous mutation characterized by chronic prolifer-
ative dermatitis in C57BL mice. Am. J. Pathol. 143:
972-982.

Loeb WF, Das SR, Harbour LS, Turturro A, Bucci
TJ, and Clifford C (1994). Clinical biochemistry of
the aging mouse. In: Pathology of the Aging Mouse,
U Mohr, DL Dungworth, J Ward, CC Capen, W Carl-
ton, and J Sundberg (eds). ILSI Press, Washington,
DC (in press).

Roe FJC (1994). Historical histopathological control

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

ToxicoLoGIC PATHOLOGY

data for laboratory rodents: Valuable treasure or
worthless trash? Lab. Anim. 28: 148-154.

Sheldon W, Blackwell B, Bucci T, and Turturro A
(1994). Effect of ad libitum feeding and forty percent
food restriction on body weight, longevity and neo-
plasia in B5C3F,, C57BL6, and B6D2F,, mice. In:
Pathology of the Aging Mouse, U Mohr, DL Dung-
worth, J Ward, CC Capen, W Carlton, and J Sundberg
(eds). ILSI Press, Washington, DC (in press).
Sheldon WG, Bucci TJ, Hart RW, and Turturro A
(1995). Age-related neoplasia in a lifetime study of
ad libitum-fed and food restricted B6C3F, mice. Tox-
icol. Pathol. 23: 458-476.

Sheldon W, Warbritton A, and Bucci T (1992). Spon-
taneous glaucoma in DBA/2NNia mice is reduced by
dietary restriction. Vet. Pathol. 29: 448 (abstract).
Storer JB (1966). Longevity and gross pathology at
death in 22 inbred mouse strains. J. Gerontol. 21:
404-409.

Stowe HD, Wagner JL, and Pick FR (1971). A de-
bilitating fatal murine dermatitis. Lab. Anim. Sci. 21:
892-897.

Thurman JD, Bucci TJ, Hart RW, and Turturro A
(1994). Survival, body weight and spontaneous ne-
oplasmsin ad libitum-fed and food restricted Fischer-
344 rats. Toxicol. Pathol. 22: 1-9.

Tucker MJ (1993). Variation in disease in inbred and
outbred strains of rodents. J. Exp. Anim. Sci. 35: 244—
250.

Turturro A, Duff P, and Hart R (1994). Effect of
caloric modulation on toxicity studies. In: Dietary
Restriction: Implications for the Design and Interpre-
tation of Toxicity and Carcinogenicty Studies, R Hart,
D Neuman, and R Robertson (eds). ILSI Press, Wash-
ington, DC (in press).

Weindruch R and Masoro EJ (1991). Concerns about
rodent models for aging research. J. Gerontol. 46:
887-888.

Weindruch R and Walford RL (1982). Dietary re-
striction in mice beginning at 1 year of age: Effect of
life-span and spontaneous cancer incidence. Science
215: 1415-1418.

Weindruch R and Walford RL (1988). The Retar-
dation of Aging and Disease by Dietary Restriction.
Charles C. Thomas, Springfield, IL.

Witt WM, Brand CD, Attwood MS, and Soave OA
(1989). A nationally supported study on caloric re-
striction of rodents. Lab. Anim. 18: 37-43.
Zurcher C, VanZwieten MJ, Solleveld HA, and Hol-
lander CF (1982). Aging research. In: The Mouse in
Biomedical Research, HL Foster, JD Small, and JG
Fox (eds). Academic Press, pp. 11-36.



