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1. ABSTRACT
Rotavirus gastroenteritis is one of the main
causes of acute diarrhea in young humans and animals
worldwide. The colostrum-deprived, artificially-reared,
neonatal pig has been extensively used in our laboratory as
a model animal for studying an experimentally-induced
rotaviral gastroenteritis.
Details on procurement of
newborn pigs, immunological characteristics and artificial
rearing conditions of colostrum-deprived neonatal pigs as
well as on rotavirus inoculation, clinical manifestations and
evaluation of intestinal damage caused by rotavirus
infection are described.
Our experimentally-induced
rotavirus gastroenteritis model has been characterized
clinically by anorexia, diarrhea, ocassional vomiting and
high titers of rotavirus shedding in feces. Data reported
herein provides additional information, particularly on
feeding regimens of pigs before rotavirus inoculation,
extent of anorexia, severity of diarrhea and extent of fecal
virus shedding, as well as on the effect of rotavirus
infection and size of rotavirus inocula on intestinal damage,
growth and mortality during the post-infection period. On
the basis of these results and others previously reported by
us and by other researchers, and because of the
intestinalanatomy and physiology similarities to that of
human infants, the colostrum-deprived, artificially-reared,
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neonatal pig is the most suitable and useful model animal
for studies designed to evaluate prevention and treatment of
rotaviral gastroenteritis.
2. INTRODUCTION
Gastrointestinal viral infections are common in
young animals and humans and often are associated with
enteritis and diarrhea (1, 2). Rotavirus infection is a major
cause of severe diarrhea in children (3) as well as of
neonatal diarrhea in several animal species worldwide (4).
The main characteristics of rotavirus infections have been
reviewed extensively (5, 6). The need for an animal model
in which to study the pathogenesis, as well as the
prevention and treatment of rotavirus gastroenteritis, has
long been recognized (1).
Because the porcine
gastrointestinal tract and digestive physiology are very
similar to that of humans, gnotobiotic (7 - 16) as well as
conventional (17 - 22) pigs have been extensively used as
model animals for their relevance to acute infantile
diarrhea. Although rabbits (23, 24) and mice (25, 26) also
have been used as model animals for studies related to
rotaviral gastroenteritis, neonatal pigs appear to be the most
suitable species for this type of research.
Our involvement in artificial rearing of pigs as
well as in gastrointestinal research has led to the use of the
colostrum-deprived, artificially-reared, neonatal pig as a
model animal for studying rotaviral gastroenteritis in
human infants. This paper is a review of the literature on
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the use of neonatal pigs in rotaviral gastroenteritis research
along with a description of most of the experimental
procedures which have been used in our model during the
last decade including aspects related to procurement of
colostrum-deprived
neonatal
pigs,
immunological
considerations of newborn pigs, feeding programs for
artificial rearing of colostrum-deprived pigs with emphasis
on their early post-natal period, rotavirus inoculation,
assessment of clinical manifestations, and evaluation of
intestinal damage during the post-inoculation period. The
protocols of the research carried out at the NCSU Piglet
Core, which are described herein, were approved by the
NCSU Institutional Animal Care and Use Committee.

minimize this interval and synchronize farrowings, as soon
as presence of milk (indication that farrowing should occur
within 24 hours) is detected in the teats of one sow, an
intramuscular injection of 1.5 to 2.0 mL (5 mg/mL of
dinoprost tromethamine) of prostaglandins F2alpha
(Lutalyse®, The Upjohn Co., Kalamazoo, MI) per sow is
administered to the remaining sows. Using this procedure,
experimental pigs are born on the same day or have a
difference in age of 1 day.
Implementation of a high level of sanitation
during farrowing is the most critical aspect to obtain
"sanitary" or "pathogen free-like" newborn pigs. To
achieve this, sows are attendant-farrowed so that pigs are
caught as they are being born, the umbilical cord is
clamped with a navel cord clamp (NASCO, Fort Atkinson,
WI) to help prevent navel infection, and gently detached
from the sow. Each pig is immediately moved from the
farrowing crate into a clean plastic container, sprayed with
a disinfectant solution, freed from adhering membranes and
dried with disposable paper towels, and transferred to an
isolation room where its umbilical cord is cut at about 10
cm from the body and disinfected with tincture of iodine
(2%). We have been using a 70% ethanol solution as a
disinfectant solution because rotaviruses have been shown
to be easily inactivated with high concentrations (70% to
90%) of ethanol (33, 34). To minimize the exposure of
newborn pigs to the sow environment, newborn pigs are
moved out of the farrowing room into the isolation room
within 1 to 2 minutes after they are born. Pigs are kept
warm, with a heating lamp, in either a disinfected cage or
cardboard box until the end of farrowing when they are
identified by ear notches and weighed. Pigs are then
transferred into a separate room containing an automatic
feeding device (Autosow).
When simultaneous
observations of non-infected and rotavirus-infected pigs are
needed, two separate Autosows must be used.

3. PROCUREMENT OF COLOSTRUM-DEPRIVED
NEONATAL PIGS
Although germ-free, gnotobiotic or specificpathogen free (SPF), pigs have been extensively used as a
model animal for rotaviral gastroenteritis research (7 - 16),
the required surgical procedures (hysterectomy,
hysterotomy or cesarean section) which are performed on
or near the 112th day of gestation (27, 28) are expensive
because of the specialized equipment, facilities and
personnel needed to undertake them. Since facilities to
procure SPF pigs are not readily available, we have been
using naturally-farrowed, full-term gestation (114 - 115
days), neonatal pigs (18 - 22) which are obtained under
conditions that prevent or minimize sow-acquired,
particularly rotavirus, infections. Due to the ubiquitous
distribution of rotavirus in swine farms, early research in
our laboratory has shown that conventionally-farrowed,
colostrum-free pigs are infected, at or shortly after birth,
with enough rotavirus so as to result in diarrhea,
dehydration and death within 5 to 6 days of age (29). This
problem is aggravated in neonatal pigs farrowed during fall
and winter when the highest natural incidence of rotavirus
has been observed (Gomez, personal communication). A
similar winter seasonality of rotavirus gastroenteritis has
been reported in epidemiological studies with humans (30 32).

Crossbred newborn pigs obtained in our
laboratory during the period January 1992 - December
1996 were farrowed by either white line (½ Yorkshire, ½
Landrace) or crossbred (¼ Yorkshire, ¼ Landrace, ¼
Hampshire, ¼ Duroc) sows which were bred by Hampshire
or Duroc boars. There was no difference (p > .05) in the
average number (10.2 ± 2.7 vs. 11.0 ± 2.3) and weight
(1.36 ± .23 vs. 1.38 ± .19 kg) of newborn pigs per litter as
well as in the proportion (%) of males and females (51:49
vs. 48:52) farrowed by either white line (n = 96) or
crossbred (n = 42) sows. Values are means ± standard
deviation. Parity of the sows varied from 1st (12%), 2nd to
4th (58%), and higher than 5th (30%), but the
aforementioned parameters were not affected (p > .05) by
parity. On the average, 12% of the newborn pigs per litter
weighed less than 1.0 kg and in 44% (61/138) of the litters

To prevent sow-acquired infections, pregnant
sows obtained from the NCSU Swine Farm are transferred
to an isolated farrowing facility, 5 days before farrowing,
so that neonatal pigs carrying no known or defined
pathogens are farrowed in an antiseptically clean stall after
repeating bathing and sanitizing of sows with an iodinated
detergent (Wescodyne®, American Sterilizer Company,
Medical Products Division, Erie, PA) before delivery. In
most of our studies, between 40 and 50 newborn pigs
farrowed by five sows have been used in each trial.
Usually, the estimated and actual farrowing dates of five
sows occur within a 1- to 3-day interval. In order to
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all newborn pigs weighed more than 1 kg. Newborn pigs
weighing less than 1.0 kg are seldom used for experimental
purposes.
4. IMMUNOLOGICAL
NEWBORN PIGS

CONSIDERATIONS

52) or bovine (51, 52) serum-derived immunoglobulins
were fed for at least a 5- to 10-day period after birth as an
integral part of milk replacers, survival was improved.
Apparently more passive immunity was conferred to pigs
when immunoglobulins were fed for an extended period
after birth, probably as a consequence of a delayed closure
time resulting from the feeding regimen used. In these
studies, colostrum-deprived pigs were reared in nonisolated environments and fed diets fortified with
antibiotics.

OF

The pig is born void of circulating
immunoglobulins and belongs to a group of neonatal
mammals which acquire passive immunity from their dam
exclusively postpartum.
Furthermore, the intestinal
absorption during its early postnatal period is qualitatively
non-selective, henceforth, the neonatal pig is able to absorb
a wide variety of unaltered or undigested macromolecules
(35, 36). The cessation of this non-selective absorption
process (closure) seems to be dependent on the feeding
regimen rather than on the age of the pig (36). Thus,
closure in nursing pigs occurs between 24 and 36 hours of
age, while pigs that were starved from the time of birth
continued absorbing large molecules for at least 86 hours
(37).

The results of several studies carried out in our
laboratory
suggest
that
porcine
serum-derived
immunoglobulins or bovine colostrum can be satisfactorily
used as immunoglobulin sources to provide sufficient
passive immunity to colostrum-deprived pigs which are
artificially-reared in an isolated environment, without
antibiotic supplementation, so as to support growth
comparable to those of pigs nursed by their dams (Gomez,
unpublished results). At present, porcine serum-derived
immunoglobulins are commercially available (American
Protein Corporation, Ames, IA) but they are mainly used in
dry diets for early-weaned (10 to 14 days of age) pigs.
Unfortunately, the variability in their IgG content as well as
their limited solubility are two major current constraints to
expand their use in artificial rearing of colostrum-deprived
pigs. Henceforth, in order to provide passive immunity to
newborn colostrum-deprived pigs we have been using
bovine colostrum which is obtained from dairy cattle
maintained at the NCSU dairy herd and consists of pools of
the first day's secretions from cows. Bovine colostrum
contains antibodies to rotavirus (54) and protects neonatal
pigs from the clinical effects of porcine rotavirus (55).
Bovine milk concentrate prepared from milk of cows
hyperimmunized with human rotavirus serotypes has also
been used to induce passive immunity to infantile rotavirus
gastroenteritis (56, 57). Passive immunity has also been
provided to newborn pigs obtained within 12 hours of birth
by inclusion of a commercially available bovine IgG
product (Colostrum-Plus, LaBelle Associates, Inc.,
Bellingham, WA) in the formula for the first 72 hours after
birth (58). The Colostrum-Plus dry powder containing
bovine IgG and supplemented with essential vitamins,
minerals and live microbial cultures appears to be a
promising replacement of conventional bovine colostrum.

Extensive research (36 - 43) has demonstrated the
importance of sow's colostral immunoglobulins in
conferring the newborn pig with passive immunity to
infectious disease that is essential to pig survival.
Henceforth, colostrum-free pigs have been shown to be
very susceptible to microbial pathogens, particularly to
enterotoxigenic Escherichia coli.
Early attempts to
artificially rear newborn pigs showed that colostrumdeprived pigs died very shortly after birth because of severe
diarrhea and dehydration (44, 45).
5. FEEDING PROGRAMS FOR ARTIFICIAL
REARING OF COLOSTRUM-DEPRIVED PIGS
Due to the aforementioned considerations,
feeding regimens for artificial rearing of colostrumdeprived pigs are critical for their survival and adequate
growth, particularly during their early post-natal period. In
our laboratory, pigs are reared with an automatic feeding
device and the details of the characteristics and functioning
of this device as well as the environmental rearing
conditions have been previously reported (46, 47).
To overcome the lack of passive immunity
conferred to newborn pigs by sow's colostral
immunoglobulins, colostrum-deprived pigs have been fed
milk replacers containing porcine (48 - 52), or bovine (51,
52) serum-derived immunoglobulins or fed bovine
colostrum (42, 43, 53).
Porcine serum-derived
immunoglobulins did not provide effective passive
immunity when fed to colostrum-deprived pigs for only 1
day post-partum (48, 49). However, when porcine (50 -

Details of feeding regimens to artificially rear
colostrum-free pigs with automatic feeding devices have
been previously described (53, 59, 60). Their initial
approach was to feed diets in volumes and at frequencies
similar to pigs nursing naturally. A semiautomatic feeding
system using a gravity-flow enteral feeding bag has been
described by McClead et al. (61) to artificially rear pigs
that were allowed to nurse for 4 to 10 hours after birth and
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Table 1. Effects of feeding bovine colostrum (BC) to sow's colostrum-deprived, artificially-reared, pigs on body growth and
incidence of diarrhea during the first 5 days of life1
Avg weight/pig (kg) at
Avg daily gain (g)
Diarrhea
_________________________________ _______________

Trial

% BC2

% DM diet3

No. pigs

Birth

3rd day

5th day

Birth to 5th day4

5th day5

1

20

20

30

1.38 ± .19

1.65 ± .29

1.87 ± .34b6

123 ± 43b

43

2

50

20

24

1.47 ± .28

1.71 ± .34

2.05 ± .38a

146 ± 37a

30

3

50

15

24

1.57 ± .13

1.75 ± .12

1.97 ± .17ab

100 ± 38c

13

1

:Pigs were fed the bovine colostrum/basal diet mix for 3 days after birth and switched to basal diet alone thereafter. Number of
feedings and feeding intervals were 8 and 2 h, 10 and 1½ h, and 12 and 1¼ h for trials 1, 2 and 3, respectively. 2:Percentage (v/v)
of BC in mix; 20 = 20 parts BC + 80 parts diet; 50 = 50 BC/50 diet. 3:Dry matter content in basal liquid diet. 4:Average daily
gains during first 4 days of life since pigs were weighed on their 5th day of life before the first feeding. 5:Percentage of pigs
having non-pathological diarrhea or liquid feces on 5th day. 6 abc:Values are means ± SD; values in a column with unlike
superscripts are significantly different (p < .05) from each other. Avg: Average.
it has also been used to rear colostrum-deprived neonatal
pigs (16). The regimen developed in our laboratory (41)
consisted of feeding pigs a daily volume of diet that was
~30% of their body weight; e.g., a 1,200 g pig was fed 360
mL/day and feedings were divided into 24 equal
increments. In order to minimize labor expenses, to
prevent and correct mechanical problems with the feeding
device's functioning, particularly those happening
overnight, as well as to supervise every feeding so as to
measure and record the actual diet intake, the number of
feedings have been reduced from 24 to either 12, 10 or 8
feedings per day with intervals between feedings of 1¼, 1½
or 2 hours, respectively, starting at 0800 h and finishing
between 2130 - 2200 h, every day.

colostrum mixed with a 20% DM liquid diet (trial 2) were
higher (p < .05) than those of pigs in trials 1 and 3, but 30%
of the pigs in that group had non-pathological diarrhea
compared to 43% and 13% of the pigs in trials 1 and 3,
respectively. Rectal swabs taken from diarrheic pigs in all
3 trials were negative to hemolytic E. coli and porcine
rotavirus. The results of trial 3 further indicate that
lowering the DM content of the basal diet and increasing
the number of feedings per day, by reducing the interval
between feedings, resulted in an appreciable decrease in the
incidence of non-pathological diarrhea but also produced
the lowest (p < .05) body weight gain during the first 4
days of life (Table 1).
In most of our studies, between 20% and 30% of
colostrum-deprived, artificially-reared, neonatal pigs have
shown non-pathological or "nutritional" diarrhea around 5
to 7 days of age which subsided or disappeared thereafter.
The immunological differences between colostrum-fed and
colostrum-deprived neonatal pigs, the differences in
composition between sow's colostrum and milk for
naturally-reared pigs and the milk replacers used for
artificial-reared pigs and the differences in the amount and
number of feedings per day for naturally- vs. artificiallyreared neonatal pigs are some of the factors which may
contribute to the incidence of "nutritional" diarrhea in
colostrum-deprived, artificially-reared, neonatal pigs.
Mortality due to this problem has been practically nil or
very low, unless newborn pigs had pathological diarrhea,
particularly caused by rotavirus, which could happen when
strict sanitary conditions at birth were not followed. In
general, artificially-reared neonatal pigs fed to appetite or
overfed are prone to diarrhea and this has been reported
with colostrum-deprived pigs (41, 53, 60, 62) as well as
with newborn pigs allowed to nurse their dams for their

High survival rate, adequate growth and absence
or low incidence of diarrhea during the first 5 to 7 days
after birth are essential to successfully used colostrumdeprived, artificially-reared, neonatal pigs in studies related
to gastrointestinal research. The daily volume of diet, the
number and frequency of feedings as well as the dry matter
(DM) content of the basal liquid diet are factors that affect
the survival, performance and health status of neonatal
pigs. Table 1 presents data on growth from birth to 5 days
of age and incidence of diarrhea from 3 trials in which
bovine colostrum (20% or 50% v/v) provided passive
immunity to colostrum-deprived pigs when included into
liquid diets containing either 20% or 15% DM and fed for 3
consecutive days after birth; thereafter, pigs were fed the
liquid diet alone. Pigs were fed at the same daily rate (300
mL/kg body weight) but at different feeding intervals and
number of feedings per day. Pigs were weighed at birth,
3rd and 5th day, and volume of diet for each pig was
adjusted according to its body weight. At 5 days of age, the
average weight and daily gain of pigs fed 50% (v/v) bovine
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first 2 days of life (62, 63). Therefore, limited or restricted
feeding scales and/or a decrease in the DM content of the
liquid diet has helped in eliminating or minimizing the
magnitude of non-pathological diarrhea, but has also
reduced the growth rate of pigs (60; Gomez, unpublished
data).

5-hour fasting period with 10 mL of the diet containing the
specified rotavirus concentration followed by ~15 mL of
regular diet. When pigs are not fed overnight and are
distributed into the experimental groups 1 or 2 days before
infection, rotavirus inoculation is carried out before the first
feeding of the day.

6. ROTAVIRUS INOCULATION

7. CLINICAL MANIFESTATIONS OF ROTAVIRUS
INFECTION

In studies of experimentally-induced rotaviral
gastroenteritis, the age of pigs at infection varied from 12
to 14 hours (11) to 28 days of age (7); in the majority of
studies, pigs were infected between 2 and 8 days of age (8,
10, 14, 15, 17, 20 - 22). In our most recent studies, pigs
have been inoculated with rotavirus at 5 or 6 days of age.

A detailed overview of the rotavirus replication
cycle as studied in continuous cell cultures from monkey
kidneys has been described by Estes (65) and it appears that
a similar replication process may happen in the enterocytes
of the small intestine. The pathogenesis of diarrhea caused
by rotavirus infection as studied in miniature swine piglet
has been described by Graham et al. (66).

Human rotavirus isolates obtained from human
infants with acute gastroenteritis (7, 8, 10, 11, 13, 15, 17),
porcine rotavirus isolates (12, 14, 17, 19 - 22) as well as
calf and foal rotaviruses (15) have been used as inocula to
infect pigs. The source of rotavirus inocula that we have
been using is a stock of bacteria-free fecal supernatant
which was obtained from intestinal contents collected from
rotavirus infected pigs as described by Lecce et al. (29),
and belongs to rotaviruses of group A which have been
established as the cause of significant diarrheal disease in
both the human and animal young.

Despite the variability of experimental conditions
described above, induced rotavirus gastroenteritis in
neonatal pigs, particularly when porcine rotavirus isolates
were used (12, 14, 16, 17, 20, 22), has been characterized
clinically by anorexia, diarrhea, ocassional vomiting, loss
of weight and high titers of rotavirus shedding in feces.
The onset of diarrhea in practically all studies
occurred within 2 to 3 days after rotavirus inoculation. The
duration of diarrhea, however, was quite variable.
Middleton et al. (8), using conventional pigs which were
removed from the sow at 2 to 3 days of age and inoculated
per os at 6 days of age with human rotavirus, reported that
diarrhea began 32 hours after virus ingestion and lasted for
only 24 hours. In another study (7), none of the gnotobiotic
pigs intranasally inoculated with human rotavirus
developed any clinical signs of infection during the
following 3 to 4 weeks; however, pigs infected with
porcine rotavirus had profuse diarrhea as early as 18 hours
after viral infection. Others reported diarrhea duration
varying from 3 to 6 days (20) to 10 to 18 days (11, 17) after
rotavirus inoculation. In all cases, severity of diarrhea
diminished with time after rotavirus inoculation.

In several of the reports mentioned above, the
concentration of rotavirus in the inocula was not always
given but in those in which concentration was mentioned
(8, 13, 17, 19 - 22), it varied between 106 and 108 rotavirus
particles per pig. In a couple of studies in which
rotaviruses were propagated by cell culture, the titer of the
inocula used was 3.2 x 104 TCID50/mL (tisssue culture
infective dose)(12) or 107 PFU/mL (plaque-forming
units)(16). The minimal infective dose of rotavirus to
induce clinical illness in colostrum-deprived, cesareanderived, newborn pigs (inoculated at approximately 2 hours
after birth) was 1 PFU (64).
In our most recent
experiments, we have been using inocula supplying
between 104 and 105 rotavirus particles per pig and all pigs
have shown the characteristic clinical manifestations of
rotaviral-induced gastroenteritis (Gomez, unpublished
results).

Large amounts of virus in feces were found
shortly before or at the onset of diarrhea (7, 8, 10, 11, 14,
21, 22); the amount of virus shed in infected pigs feces
exceeded the quantity of virus ingested (8). Rotavirus was
detected in infected pigs feces regardless of whether or not
they had diarrhea (15).

Oral administration has been the most common
route of rotavirus inoculation but in a few studies,
intranasal (7, 17) or nasogastric (13) administration has
been used. In order to ensure total consumption of the
rotavirus-containing preparation, particularly when
neonatal pigs have been either fed throughout the day
and/or allocated into the experimental groups the same day
of infection, pigs have been inoculated, per os, after a 4- to

Refined experimental procedures used in our
rotaviral gastroenteritis research during the last 2 years
have provided additional detailed information, particularly
on the extent of anorexia, severity of diarrhea and
magnitude of fecal virus shedding, as well as on the effect
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of rotaviral infection on growth and mortality rate during
the post-inoculation period. The detailed experimental
protocol including a description of the scales used for feces
scores and agglutination scores used to assess fecal
rotavirus shedding has been previously reported (22).
Under our experimental conditions, the onset of diarrhea
occurred within 48 hours after virus ingestion, profuse
diarrhea lasted for at least 5 days (from 2 to 7 days postinoculation) and diarrhea progressively ceased thereafter
(Figure 1A).
Furthermore, high levels of rotavirus
shedding were found in feces of infected pigs from 2 until 7
days after virus ingestion and declined thereafter (Figure
1B). In this particular study, infected pigs were inoculated
with 7.8 x 104 rotavirus particles per pig at 6 days of age
(Gomez et al., unpublished results).
The inoculation of rotavirus produced vomiting
in ~40% of pigs within 24 to 48 hours after rotavirus
ingestion and before the onset of diarrhea. Because of the
vomiting and the relatively long period, practically one
week after virus ingestion, of anorexia (Figure 2B) along
with the diarrhea produced by rotavirus infection, infected
pigs lost or gained little body weight during the week
following rotavirus inoculation (period from 6 to 13 days of
age, Figure 2A). Thereafter, infected pigs resumed growth
to the extent that their average daily gain during the period
from 13 to 19 days of age (Figure 2A) was similar (p > .05)
to that of non-infected pigs (228 ± 12 vs. 232 ± 17 g per
day, respectively). Values are means ± standard error.
However, the average body weight of infected pigs at the
end of the trial (19 days of age) was significantly lower (p
< .01) than that of non-infected pigs (3.34 ± .26 vs. 4.61 ±
.29 kg). Except for the rotavirus inoculation, non-infected
pigs were otherwise simultaneously but separately reared
under similar conditions (Gomez et al., unpublished
results).

Figure 1. Effect of rotavirus infection on feces consistency
(A) and fecal rotavirus shedding (B). Each value is the
mean ± SEM of 10, except for day 19 when n = 9, pigs per
group.

In a few studies (10, 14), 25% to 30% of
gnotobiotic rotavirus infected pigs died by 4 to 5 days after
virus ingestion. However, in most of the reports, the
effects of rotavirus infection on mortality of pigs have been
seldom studied mainly because of the short duration of the
experimental periods required to ascertain intestinal
damage caused by rotavirus infection (7 - 10, 12, 13, 15)
rather than the long term effect on pigs' survival. The dose
and infectivity of rotavirus inocula, the age and condition
of pigs at time of inoculation and the duration of the
experimental periods appear to be the main factors
responsible for the variable cumulative mortality caused by
rotaviral enteritis. In several experiments carried out in our
laboratory, colostrum-deprived pigs reared under similar
conditions and infected by 5 to 6 days of age with the same
source of rotavirus at doses between 106 and 107 rotavirus
particles have shown mortality rates between 40% and 50%

Figure 2. Effect of rotavirus infection on body growth (A)
and diet intake (B).
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Table 2. Jejunal and ileal villi height (VH in micrometers), crypt depth (CD in micrometers) and lactase activity1 in non-infected
and rotavirus-infected neonatal pigs at different infective stages.
Mid-jejunum2
Mid-ileum2
_________________________________________________________

Infective stage

n

VH

6 days of age - before rotavirus inoculation
Non-infected
5
563 ± 79
13 days of age or 7 days post-inoculation
Non-infected
4
637 ± 70a
Infected
4
442 ± 41b
19 days of age or 13 days post-inoculation
Non-infected
7
625 ± 50a
Infected
7
498 ± 32b

CD

_______________________________________________________________

Lactase

VH

CD

Lactase

129 ± 4

94 ± 8

597 ± 50

157 ± 18

86 ± 14

136 ± 17b
218 ± 22a

77 ± 8a
46 ± 8b

1029 ± 128a
437 ± 11b

173 ± 18
172 ± 21

109 ± 14a
37 ± 4b

148 ± 9b
210 ± 16a

56 ± 5a
39 ± 3b

1169 ± 134a
533 ± 54b

148 ± 9b
190 ± 8a

52 ± 3a
34 ± 3b

1

:Expressed as micromoles of lactose hydrolyzed per minute per g of protein.
within each infective stage, with unlike superscripts are different (p < .05).

by the end of the experimental periods (10 to 12 days postinoculation)(21; Gomez, unpublished results); lowering the
rotavirus dose to 105 or 104 has reduced the mortality to
10% and 20% (Gomez, unpublished results). Increasing
the dose of rotavirus to 8.4 x 108 resulted in a cumulative
mortality of 70%, with most of the mortality (45% from
15% to 60%) occurring between 6 and 8 days after virus
ingestion (22).

2

:Values are means ± SE. Values in a column,

and ileal villi height in infected pigs at 7 days postinoculation were reduced (p < .05) to ~70% and 42%,
respectively, while jejunal crypt depth was 60% higher than
that of non-infected control pigs of similar age. By the end
of the trial or 13 days after inoculation, jejunal and ileal
villi were still shorter (p < .05) than villi of non-infected
pigs as well as of villi of pigs before rotavirus inoculation.
Our results indicate that the shortening of ileal villi was
more pronounced than that observed in jejunal villi, in part
due to the fact that ileal villi in non-infected pigs grew
taller than jejunal villi from 6 to 13 or 19 days of age.
Neonatal pigs inoculated at 8 days of age with a higher
dose of rotavirus inoculum (8.4 x 108 particles per pig) than
that used in this study (7.8 x 104 particles administered at 6
days of age) and evaluated at 4 rather than 7 days postinoculation had a more dramatic reduction of both jejunal
and ileal villi height (22).

8. EVALUATION OF INTESTINAL DAMAGE
Young conventional pigs infected with human
rotavirus have shown viral invasion of villous epithelium,
lesions on jejunal mucosa and depression in mucosal
disaccharidase
activity
(13).
Viral
induced
histopathological changes have been restricted to the small
intestine and were more pronounced within the jejunum
and the ileum (12). Severe stunting of villi has been
reported in studies with gnotobiotic pigs infected with
either porcine rotavirus (12, 17) or neonatal calf rotavirus
(9), as well as with conventional pigs infected with human
rotavirus (13) and colostrum-deprived pigs infected with
porcine rotavirus (20 - 22). As a consequence of these
changes, villi surface area was significantly reduced (21).

Rotaviral-induced villous atrophy appears to be
due to a rapid and extensive infection of the differentiated
epithelial cells that subsequently leads to their accelerated
desquamation from the villi (12) and the resulting
diarrhea in rotavirus-infected animals seems to be caused
by the repopulation of the damaged mucosa with
immature cells that cannot absorb nutrients (13). The
decrease or loss in body weight following rotavirus
infection and the mortality of pigs presumably are the
result of gut damage as evidenced by the depression in
the activity of intestinal enzymes and the subsequent
impaired or abnormal villous-digestive processes.
Lactase has been extensively studied as the main marker
enzyme in rotavirus gastroenteritis because it is
localized on the brush border of differentiated epithelial
cells and not in the crypts or the lower portions of the
villi of the small intestine, it occurs at maximum
concentrations in neonatal mammals and gradually

Villous atrophy in pigs with clinical signs of
rotaviral enteritis appeared to be more severe between 24
and 48 hours after the onset of diarrhea (12). In addition,
crypt hyperplasia has been found in most studies (12, 13,
17, 22) but crypt depth was not affected in infected pigs
studied by Rhoads et al. (21).
Table 2 presents data on villi height, crypt depth
and lactase activity at the mid-jejunum and mid-ileum of
non-infected and rotavirus-infected pigs at different
infective stages (Gomez et al., unpublished results). Jejunal
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Rotavirus infection depressed lactase-specific
activity in the duodenal mucosa of children (69) as well as
in the jejunal and ileal mucosa of pigs (13, 16, 20 - 22, 66).
The decrease in jejunal and ileal lactase-specific activity at
7 and even 13 days post-inoculation found in our recent
study (Table 2, Gomez et al., unpublished results) confirms
these reports. The magnitude in the depression of lactasespecific activity appears to be associated, at least to some
extent, with the dose of rotavirus used as evidenced by a
larger reduction of lactase activity in pigs infected with
inoculum containing a high concentration of rotavirus (22).
Our data on jejunal and ileal lactase activity (21, 22;
Gomez, unpublished results) clearly indicate that even
when pigs have recovered from diarrhea induced by
rotaviral infection, their gut is still not fully recovered as
evidenced by shorter villi and lower lactase activity than
that found in non-infected pigs of similar age (Table 2).

11. REFERENCES
1. H.B. Greenberg, R.G. Wyatt, A.R. Kalica, R.H. Yolken,
R. Black, A.Z. Kapikian & R.M. Chanock: New insights in
viral gastroenteritis. Perspect Virol 11, 163-187 (1981)
2. J.L. Wolf & D.S. Schreiber: Viral gastroenteritis. Med
Clin N Am 66, 575-595 (1982)
3. C.W. LeBaron, J. Lew, R.I. Glass, J.M. Weber & G.M.
Ruiz-Palacios: Annual rotavirus epidemic patterns in North
America. Results of a 5-year retrospective survey of 88
centers in Canada, Mexico, and the United States. J Am
Med Assoc 264, 983-988 (1990)

Activities of other intestinal enzymes such as
sucrase (66), alkaline phosphatase (16, 20, 66), leucine
aminopeptidase (16) and Na+,K+ -ATPase (20, 66) have also
been depressed by rotavirus infection in pigs. Absorption
of Na+ and water in jejunum and ileum (66) as well as
active glucose transport in the mid-jejunum (Gomez &
Black, unpublished data) have been significantly decreased
in rotavirus-infected pigs. On the other hand, activity of
thymidine kinase, a crypt cell enzyme involved in mucosal
regeneration, has been shown to increase threefold in
rotavirus-infected pigs as compared to values of control,
non-infected pigs (20).

4. E. Jawetz, J.L. Melnick & E.A. Adelberg: Reoviruses,
rotaviruses & other human viral infections, in Rev Med
Microbiol, Appleton and Lange, Norwalk, CT, pp 513-516
(1987)
5. T.H. Flewett & G.N. Woode: The rotaviruses, brief
review. Arch Virol 57, 1-23 (1978)
6. M.S. McNulty: Rotaviruses. J gen Virol 40, 1-18
(1978)
7. J.C. Bridger, G.N. Woode, J.M. Jones, T.H. Flewett,
A.S. Bryden & H. Davies: Transmission of human
rotaviruses to gnotobiotic piglets. J Med Microbiol 8,
565-569 (1975)

9. PERSPECTIVE
The results presented herein as well as those
reported in the literature clearly indicate that the neonatal
pig is an useful model animal to study rotaviral
gastroenteritis for young mammals in general, and human
infants in particular. Under the conditions described above,
colostrum-deprived, artificially-reared, neonatal pigs are
susceptible to viral invasion which leads to clinical signs
and intestinal injury that are consistent with those reported
in rotavirus gastroenteritis in human infants as well as in
gnotobiotic pigs. Because of the importance of rotaviral
gastroenteritis as one of the main causes of morbidity and
mortality in infants and young animals in developed and in
developing countries, our well-defined and reproducible
neonatal pig research model appears to be a very suitable
model animal to further study the pathogenesis as well as
the prevention and treatment of rotavirus gastroenteritis.

8. P.J. Middleton, M. Petric & M.T. Szymanski:
Propagation of infantile gastroenteritis virus (Orbi-group)
in conventional and germfree piglets. Infect Immun 12,
1276-1280 (1975)
9. G.A. Hall, J.C. Bridger, R.L. Chandler & G.N. Woode:
Gnotobiotic piglets experimentally infected with neonatal
calf diarrhoea reovirus-like agent (Rotavirus). Vet Pathol
13, 197-210 (1976)
10. A. Torres-Medina, R.G. Wyatt, C.A. Mebus, N.R.
Underdahl & A.Z. Kapikian: Diarrhea caused in
gnotobiotic piglets by the reovirus-like agent of human
infantile gastroenteritis. J Infect Dis 133, 22-27 (1976)

478

Rotavirus gastroenteritis in neonatal pigs

11. A. Torres-Medina, R.G. Wyatt, C.A. Mebus, N.R.
Underdahl & A.Z. Kapikian: Patterns of shedding of
human reovirus-like agent in gnotobiotic newborn
piglets
with
experimentally-induced
diarrhea.
Intervirology 7, 250-255 (1976)

22. G.G. Gomez, E.J. Rozhon, R.A. Goforth & O.
Thirakoune: An experimental rotaviral enteritis model with
neonatal pigs. In: Advances in swine in biomedical
research. Eds: Tumbleson, M.E. & Schook, L.B., Plenum
Press, NY Vol 2, 811-819 (1996)

12. C.F. Crouch & G.N. Woode: Serial studies of virus
multiplication and intestinal damage in gnotobiotic
piglets infected with rotavirus. J Med Microbiol 11,
325-334 (1978)

23. M.E. Conner, M.K. Estes & D.Y. Graham: Rabbit
model of rotavirus infection. J Virol 62, 1625-1633 (1988)
24. B.A.M. Hambraeus, L.E.J. Hambraeus & G. Wadell:
Animal model of rotavirus infection in rabbits - protection
obtained without shedding of viral antigen. Arch Virol 107,
237-251 (1989)

13. K.W. Theil, E.H. Bohl, R.F. Cross, E.M. Kohler &
A.G. Agnes: Pathogenesis of porcine rotaviral infection
in experimentally inoculated gnotobiotic pigs. Am J Vet
Res 39, 213-220 (1978)

25. K.I.R. Coelho, A.S. Bryden, C. Hall & T.H. Flewett:
Pathology of rotavirus infection in suckling mice: A study
by conventional histology, immunofluorescence, ultrathin
sections, and scanning electron microscopy. Ultrastruct
Pathol 2, 59-80 (1981)

14. S.R. Tzipori & I.H. Williams: Diarrhoea in piglets
inoculated with rotavirus. Aust Vet J 54, 188-192 (1978)
15. S.R. Tzipori, T.J. Makin & M.L. Smith: The clinical
response of gnotobiotic calves, pigs and lambs to
inoculation with human, calf, pig and foal rotavirus
isolates. Aust J Exp Biol Med Sci 58, 309-318 (1980)

26. M.K. Ijaz, D. Dent, D. Haines & L.A. Babiuk:
Development of a murine model to study the pathogenesis
of rotavirus infection. Exp Mol Pathol 51, 186-204 (1989)

16. R.T. Zijlstra, J. Odle, W.F. Hall, B.W. Petschow,
H.B. Gelberg & R.E. Litov: Effect of orally
administered epidermal growth factor on intestinal
recovery of neonatal pigs infected with rotavirus. J. Ped
Gastroenterology & Nutr 19, 382-390 (1994)

27. R.C. Meyer, E.H. Bohl & E.M. Kohler: Procurement
and maintenance of germ-free swine for microbiological
investigations. Applied Microbiol 12, 295-300 (1964)
28. D.L. Schneider & H.P. Sarett: Use of hysterectomyobtained SPF pigs for nutritional studies of the neonate. J
Nutr 89, 43-48 (1966)

17. G.P. Davidson, D.G. Gall, M. Petric, D.G. Butler &
J.R. Hamilton: Human rotavirus enteritis induced in
conventional piglets. J Clin Invest 60, 1402-1409 (1977)

29. J.G. Lecce, M.W. King & R. Mock: Reovirus-like agent
associated with fatal diarrhea in neonatal pigs. Infect
Immun 14, 816-825 (1976).

18. J.G. Lecce, M.W. King & W.E. Dorsey: Rearing
regimen producing piglet diarrhea (Rotavirus) and its
relevance to acute infantile diarrhea. Science 199, 776778 (1978)

30. A.Z. Kapikian, H.W. Kim, R.G. Wyatt, W.L. Cline,
J.O. Arrobio, C.D. Brandt, W.J. Rodriguez, D.A. Sack,
R.M. Chanock & R.H. Parrott: Human reovirus-like agent
as the major pathogen associated with "winter"
gastroenteritis in hospitalized infants and young children.
New Engl J Med 294, 965-972 (1976)

19. J.G. Lecce, J.M. Cummins & A.B. Richards:
Treatment of rotavirus infection in neonate and
weanling pigs using natural human interferon alpha. Mol
Biother 2, 211-216 (1990)

31. J.E. Banatvala, I.L. Chrystie & B.M. Totterdell:
Rotaviral infections in human neonates. JAVMA 173, 527530 (1978)

20. J.M. Rhoads, E.O. Keku, J. Quinn, J. Woseley &
J.G. Lecce: L-Glutamine stimulates jejunal sodium and
chloride absorption in pig rotavirus enteritis.
Gastroenterology 100, 683-691 (1991)

32. S.M. Cook, R.I. Glass, C.W. LeBaron & M-S. Ho:
Global seasonality of rotavirus infections. Bull WHO 68,
171-177 (1990)

21. J.M. Rhoads, G.G. Gomez, W. Chen, R. Goforth,
R.A. Argenzio & M.J. Neylan: Can a super oral
rehydration solution stimulate intestinal repair in acute
viral enteritis? J Diarrhoeal Dis Res 14, 175-181 (1996)

33. J.B. Kurtz, T.W. Lee & A.J. Parsons: The action of
alcohols on rotavirus, astrovirus and enterovirus. J Hosp
Infect 1, 321-325 (1980)

479

Rotavirus gastroenteritis in neonatal pigs

34. J.A. Tan & R.D. Schnagl: Inactivation of a rotavirus by
disinfectants. Med J Aust 1, 19-23 (1981)

weaned after 12 hours vs. 36 hours of nursing. J Anim Sci
36, 1114-1121 (1973)

35. J.G. Lecce: Absorption of macromolecules by neonatal
intestine. Biol Neonat 9, 50-61 (1965/66)

47. G.G. Gomez, R.S. Sandler & E. Seal, Jr.: High levels of
inorganic sulfate cause diarrhea in neonatal piglets. J Nutr
125, 2325-2332 (1995)

36. J.G. Lecce & D.O. Morgan: Effect of dietary regimen
on cessation of intestinal absorption of large molecules
(closure) in the neonatal pig and lamb. J Nutr 78, 263-268
(1962)

48. B.D. Owen, J.M. Bell, C.M. Williams & R.G. Oakes:
Effects of porcine immune globulin administration on the
survival and serum protein composition of colostrumdeprived piglets reared in a non-isolated environment. Can
J Anim Sci 41, 236-252 (1961)

37. J.G. Lecce, D.O. Morgan & G. Matrone: Effect of
feeding colostral and milk components on the cessation of
intestinal absorption of large molecules (closure) in
neonatal pigs. J Nutr 84, 43-48 (1964)

49. B.D. Owen & J.M. Bell: Further studies of survival and
serum protein composition in colostrum-deprived pigs
reared in a non-isolated environment. Can J Anim Sci 44, 17 (1964)

38. J.G. Lecce & G. Matrone: Porcine neonatal nutrition:
the effect of diet on blood serum proteins and performance
of the baby pig. J Nutr 70, 13-20 (1960)

50. A. Scoot, B.D. Owen & J.L. Agar: Influence of orally
administered porcine immunoglobulins on survival and
performance of newborn colostrum-deprived pigs. J Anim
Sci 35, 1201-1205 (1972)

39. J.G. Lecce, G. Matrone & D.O. Morgan: The effect of
diet on the maturation of the neonatal piglet's serum protein
profile and resistance to disease. Ann N Y Acad Sci 94, 250264 (1961)

51. I.M. McCallum, J.I. Elliot & B.D. Owen: Survival of
colostrum-deprived neonatal piglets fed gamma-globulins.
Can J Anim Sci 57, 151-158 (1977)

40. P. Porter: Transfer of immunoglobulins IgG, IgA and
IgM to lacteal secretions in the parturient sow and their
absorption by the neonatal piglet. Biochim Biophys Acta
181, 381-392 (l969)

52. M.D. Drew & B.D. Owen: The provision of passive
immunity to colostrum-deprived piglets by bovine or
porcine serum immunoglobulins. Can J Anim Sci 68, 12771284 (1988)

41. J.A. Coalson & J.G. Lecce: Influence of nursing
intervals on changes in serum proteins (immunoglobulins)
in neonatal pigs. J Anim Sci 36, 381-385 (1973)

53. J.G. Lecce: Rearing colostrum-free pigs in an automatic
feeding device. J Anim Sci 28, 27-33 (1969).

42. F. Klobasa, E. Werhahn & J.E. Butler: Regulation of
humoral immunity in the piglet by immunoglobulins of
maternal origin. Res Vet Sci 31, 195-206 (1981)

54. J.G. Lecce & M.W. King: Rotaviral antibodies in cow's
milk. Can J comp Med 46, 434-436 (1982)

43. E. Werhahn, F. Klobasa & J.E. Butler: Investigation of
some factors which influence the absorption of IgG by the
neonatal piglet. Vet Immunol Immunopathol 2, 35-51
(1981)

55. J.C. Bridger & J.F. Brown: Development of immunity
to porcine rotavirus in piglets protected from disease by
bovine colostrum. Infect Immun 31, 906-910 (1981)
56. H. Brüssow, H. Hilpert, I. Walther. J. Sidoti, C. Mietens
& P. Bachmann: Bovine milk immunoglobulins for passive
immunity to infantile rotavirus gastroenteritis. J Clin
Microb 25, 982-986 (1987)

44. L.K. Bustad, W.E. Ham & T.J. Cunha: Preliminary
observations on using a synthetic milk for raising pigs from
birth. Arch Biochem 17, 249-260 (1948)
45. D.V. Catron, L.F. Nelson, G.C. Ashton & H.M.
Maddock: Development of practical synthetic milk
formulas for baby pigs. J Anim Sci 12, 62-76 (1953)

57. H. Hilpert, H. Brüssow, C. Mietens, J. Sidoti, L. Lerner
& H. Werchau: Use of bovine milk concentrate containing
antibody to rotavirus to treat rotavirus gastroenteritis in
infants. J Infect Dis 156, 158-166 (1987)

46. J.A. Coalson & J.G. Lecce: Herd differences in the
expression of fatal diarrhea in artificially reared piglets

58. S.M. Innis & R. Dyer: Dietary triacylglycerols with
palmitic acid (16:0) in the 2-position increase 16:0 in the 2-

480

Rotavirus gastroenteritis in neonatal pigs

position of plasma and chylomicron triacylglycerols, but
reduce phospholipid arachidonic and docosahexaenoic
acids, and alter cholesteryl ester metabolism in formula-fed
piglets. J Nutr 127, 1311-1319 (1997)
59. J.G. Lecce & J.A. Coalson: Diets for rearing colostrumfree piglets with an automatic feeding device. J Anim Sci
42, 622-629 (1976)
60. M.A. Varley, V.R. Fowler & A. Maitland: A rearing
system for colostrum-deprived neonatal piglets. Lab
Animals 19, 290-296 (1985)
61. R.E. McClead Jr., M.E. Lentz & R. Vieth: A simple
technique to feed newborn piglets. J Ped Gastroenterology
& Nutr 10, 107-110 (1990)
62. G.G. Gomez, O. Phillips & R.A. Goforth: Effect of
immunoglobulin source on survival, growth, and
hematological and immunological variables in pigs. J Anim
Sci (in press).
63. R. Braude, K.G. Mitchell, M.J. Newport & J.W.G.
Porter: Artificial rearing of pigs. 1. Effect of frequency and
level of feeding on performance and digestion of milk
proteins. Br J Nutr 24, 501-516 (1970)
64. D.Y. Graham, G.R. Dufour & M.K. Estes: Minimal
infective dose of rotavirus. Arch Virol 92, 261-267 (1987)
65. M.K. Estes: Rotaviruses and their replication. In
Virology, 2nd ed. Eds: B.N. Fields, D.M. Knipe, R.M.
Chanock, M.S. Hirsch, J.L. Melnick, T.P. Monath & B.
Roizman, Raven Press, Ltd., NY Vol 2, 1329-1352 (1990)
66. D.Y. Graham, J.W. Sackman & M.K. Estes:
Pathogenesis of rotavirus-induced diarrhea. Preliminary
studies in miniature swine piglet. Dig Dis Sci 29, 10281035 (1984).
67. M.J. Manners & J.A. Stevens: Changes from birth to
maturity in the pattern of distribution of lactase and sucrase
activity in the mucosa of small intestine of pigs. Br J Nutr
28, 113-127 (1972)
68. I.H. Holmes, R.D. Schngal, S.M. Rodger, B.J. Ruck,
I.D. Gust, R.F. Bishop & G.L. Barnes: Is lactase the
receptor and uncoating enzyme for infantile enteritis
(rota)viruses?. Lancet i,1387-1389 (1976)
69. G.P. Davidson & G.L. Barnes: Structural and functional
abnormalities of the small intestine in infants and young
children with rotavirus enteritis. Acta Pediatr Scand 68,
181-186 (1979)

481

