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Effect of chronic bombesin on pancreatic size,
composition and secretory function in the rat

C STOCK-DAMGE, E LHOSTE,M APRAHAMIAN AND A POUSSE
From the INSERM, Unit 61, Digestive Cell Biology and Physiopathology, Strasbourg, France.

SUMMARY Bombesin administered subcutaneously to rats, three times daily for four days, induces
pancreatic growth at a dose of 10 ug/kg. Growth was characterised by an increased pancreatic
weight and content in protein and RNA, accompanied by cellular hypertrophy. Chronic bombesin
also enhanced the pancreatic content in chymotrypsin and to a lesser degree its contents in amylase
and lipase. The volume of the secretion and the output of enzymes in response to CCK under an
infusion of secretin, however, remained unchanged although the functional capacity of individual
cells to secrete amylase and lipase was reduced. It is concluded that chronic bombesin exerts a
trophic action on the rat pancreas but decreases the sensitivity of each cell to hormonal

stimulation.

Pancreatic growth is known to be influenced by a
variety of factors including gastrointestinal hor-
mones. Among these, cholecystokinin (CCK), gastrin,
secretin and their structural analogues have been
reported to exert a trophic action on the rat
pancreas'®. Bombesin, a peptide isolated initially
from the skin of the discoglossid frog Bombina
bombina, has also been shown to induce pancreatic
growth.>” This growth results from cellular hyper-
trophy or hyperplasia depending on the duration of
treatment.” The present work investigates the effects
of a long term treatment of rats with bombesin on
pancreatic size, composition and its secretory function
studied in vivo and in vitro.

Methods

PEPTIDES
Bombesin tetradecapeptide was purchased from UCB

Bioproducts (Paris, France). Cholecystokinin and -

secretin were kindly obtained from Kabi Vitrum
(Paris, France).

EXPERIMENTAL DESIGN
In a first experiment, 32 male Wistar rats weighing
179+ 3 g were divided into four groups of eight rats
each. Each rat received, three times daily and for four
days, a 1 ml subcutaneous injection of normal saline
(controls) or bombesin at the following concen-
trations: 0-1, 1 and 10 xg/kg body weight, in solution
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in 15 % (wt/vol) hydrolysed gelatin. Animals were fed
a standard rat chow diet ad lib (UAR, Villemoisson-
sur-Orge, France) and weighed every day. They were
killed on day 5 after an overnight fast; pancreases
were removed, trimmed from fat and lymph nodes,
weighed and homogenised in ice cold pure water
(100 mg/ml) in order to determine its size and
composition.

In a second experiment, 12 rats weighing 178+2 g
were injected according to the same schedule either
with saline (controls) or bombesin (10 xg/kg body
weight). After a four day treatment, animals of both
groups, fasted overnight, were killed on day 5. Each
pancreas was separated in five fragments and in-
cubated at 37°C for one hour in the absence of
secretagogues (control) or in the presence of 107° and
10® M caerulein or bombesin. The incubation
medium, enriched by the L-amino-acid mixture of
Campagne and Gruber® and D-glucose 10 mM, was
buffered with bicarbonate at pH 7-4. The gas phase
was O, 95%, CO, 5%. The secretion of enzymes was
quantified in aliquots from the medium.

In a third experiment, 12 rats weighing 467+ 8 g,
were injected subcutaneously, three times daily and
for four days either with normal saline (n = 6) or with
10 xg/kg bombesin (n = 6). In vivo secretory studies
were performed on day 5 after an overnight fast in
urethan (0-1 g/100 g body weight) anaesthetised
animals. The bile duct was ligated near the liver and
the bile was derived into the duodenum using a
polyethylene catheter (Biotrol, 0-96 mm op). The
main pancreatic duct was catheterised with a poly-
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ethylene catheter (Biotrol, 070 mm in external
dizmeter) placed close to the duodenum. The right
jugular vein was cannulated with an heparinised
polyethylene tube (Biotrol, 0-96 mm oD) in order to
administer secretagogues. Pancreatic juice was col-
lected on ice in 20 min batches under continuous
infusion of secretin (5 clinical units/h) at a perfusion
rate of 1 ml/h; intravenous administrations of CCK
(1, 5, and 10 Ivy dog units (IDU)/kg) were performed
at 80 min intervals. The volume of the secretion and
its enzymatic composition were determined.

BIOCHEMICAL ANALYSIS

Aliquots from pancreatic homogenates, incubation
mediums and pancreatic juice were analysed. Proteins
were determined according to Bradford® with bovine
serum albumin as a standard. DNA and RNA were
determined in pancreatic homogenates after extrac-
tion; the diphenylamine method using calf thymus
DNA as a standard!® and the orcinol method using
yeast RNA as a standard'' were used respectively.
Amylase was estimated according to the method of
Danielsson.!? Chymotrypsin was assayed as indicated
by Nagel et al'® and lipase according to Verduin
et al

STATISTICAL ANALYSIS

For each parameter, the mean and standard error of
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the mean were calculated; for group comparisons a
one way analysis of variance followed by a Student’s
unpaired ¢ test were applied.

Results

In each experiment, the body weight of animals
increased approximately by 9-5% over the four day
treatment with bombesin or normal saline.

EFFECT OF CHRONIC BOMBESIN ON THE RAT
PANCREAS IN FUNCTION OF ITS DOSE

Results from the first experiment showed that bom-
besin administered subcutaneously at the dose of
10 ug/kg, three times daily and for four days, induced
a marked increase in pancreatic weight (26 %,
p < 0:001) and its content in protein (45 %, p < 0-01)
and RNA (26 %, p < 0:05) (Fig. 1). Lower doses of
bombesin (0-1 and 1 ug/kg) were without any effect
on these parameters. The DNA content of the gland
was never affected by bombesin treatment (Fig. 1)
suggesting the absence of hyperplasia. The ratios of
pancreatic weight, protein and RNA content to DNA
content of the gland increased significantly in rats
treated with 10 ug/kg bombesin suggesting cellular
hypertrophy (Table). As illustrated in Figure 2, the
pancreatic content in chymotrypsin, amylase and
lipase increased respectively by 492% (p < 0:01),
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Fig. 1  Pancreatic weight, protein, RNA and DNA content after chronic administration of normal saline (open columns)
and bombesin at the doses of 01 (sparsely hatched columns), 1 (moderately hatched columns) and 10 (heavily hatched
columns) pg/kg. Results are means+ SEM of 8 animals in each group. * p < 0-05, ** p < 0-01, *** p <0001.
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Table. Indices of cellular hypertrophy in rats treated

with bombesin (0-1, 1 and 10 ug/kg). Values are ratios of
treatment groups to control group. For individual rats, total
RNA, protein and pancreatic weight in mg per mg of total
DNA were calculated. Group means were computed and the
ratios for these to the corresponding control mean were

calculated. Values significantly greater than control (that is,

100): * p <0001
Bombesin (ug/kg)
01 1 10
Pancreatic weight/DNA 0-97 1-08 1-46*
Protein/DNA 0-95 121 1-70*
RNA/DNA 1-04 1-04 1-52*

71% (p < 0-05) and 43 % (p < 0-01) after a treatment
with 10 ug/kg bombesin. Lower doses of bombesin
did not change significantly the pancreatic enzyme
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content. When enzyme activities were expressed per
100 mg of pancreas, there was a 380% increase
(p < 0:01) in chymotrypsin activity after a 10 ug/kg
bombesin treatment. Other enzyme activities were not
significantly altered.

EFFECT OF CHRONIC BOMBESIN ON THE
SECRETORY FUNCTION OF THE RAT PANCREAS
STUDIED IN VITRO

As indicated in Figures 3 and 4, when pancreases from
saline treated rats were incubated in vitro, only
caerulein and bombesin at a 1078 M concentration
induced a two to four-fold increase in the secretion
of chymotrypsin and lipase and a two-fold increase
in that of amylase when compared with unstimulated
secretion. These results were quite similar when
pancreases were provided from bombesin treated
animals (Fig. 3).
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Fig. 2 Chymotrypsin, lipase and amylase content of the pancreas after chronic administration with normal saline (open

], )andl.

besin at the doses of 0-1 (sparsely hatched columns), 1 (moderately hatched columns) and 10 (heavily

hatched columns) pg/kg. Results are means+ SEM of 8 animals in each group. * p < 0-05, ** p < 0-01.
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Fig. 3 Effect of caerulein and bombesin (10~*° and 1078 M)
on the secretion of chymotrypsin, lipase and amylase from
pancreatic fragments of 10 ug/kg bombesin treated (hatched
columns) and untreated (open columns) rats. Results,
expressed in percent of the spontaneous release, are
means + SEM of 6 experiments. NS: not significantly
different.

When the release of enzymes was expressed per unit
pancreatic weight (Fig. 4), there was a significant
decrease of the release of lipase and amylase under
basal and stimulated conditions (by caerulein and
bombesin 10~® and 107! M) in pancreases from
bombesin treated rats when compared with saline
treated. These results suggest that bombesin treatment
lowers the functional capacity of individual pancreatic
cells to release these enzymes. Indeed, the capacity of
these cells to release chymotrypsin was similar in
bombesin treated and untreated rats.
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Fig. 4 Effect of caerulein and bombesin (107*° and 107 M)
on the secretion of chymotrypsin, lipase and amylase from
pancreases of 10 pg/kg bombesin treated (hatched columns)
and untreated (open columns) rats. Same experiments as
indicated in Fig. 3. Results, expressed as enzyme activities
per 100 mg of pancreatic tissue, were means+ SEM of 6
experiments. * p < 0-05; ** p < 0-01.

EFFECT OF CHRONIC BOMBESIN ON THE
SECRETORY FUNCTION OF THE RAT PANCREAS
IN VIVO

As illustrated in Figure 5, the volume of pancreatic
secretion in saline treated rats increased respectively
by 65% (NS) and 93% (p < 0-05) when CCK was
injected intravenously at the doses of 5 and 10 IDU
per kg under continuous infusion of secretin. A lower
dose of CCK (1IDU/kg) had no effect on this
parameter. A quite similar secretory response has
been observed in rats treated with 10 x#g/kg bombesin.
The output of enzymes, determined at 20 min in-
tervals, also increased significantly after CCK ad-
ministration at the doses of 5 and 10 IDU/kg (Fig. 6).
Thus the outputs of chymotrypsin, lipase and amylase
were respectively enhanced by 708% (p < 0-05),
415% (p < 0-05) and 122% (p < 0-05) after 5 IDU/
kg CCK injection. Similar results were observed in
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Fig. 5 Rate of pancreatic secretion in response to CCK (I,
5 and 10 IDU/kg) under a continuous infusion of secretin
(5 CU/h) in saline treated (full line) and bombesin treated
(dotted line) animals. Results are means+ SEM of 6
animals. * p < 0-05 when compared with basal values.
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bombesin treated rats. Thus bombesin treatment does
not affect the secretory response of the pancreas to
CCK under continuous infusion of secretin.

Discussion

It has been reported by Solomon et al® that bombesin
nonapeptide administered in the rat twice a day for
seven days at the concentration of 9 ug/kg induces
pancreatic growth. Bombesin tetradecapeptide ad-
ministered in the same species three times daily and for
five days exerts the same effect at the dose of 10 ug/
kg.5” Growth of the pancreas has been attributed to
cellular hypertrophy after five days of repeated
injections and hyperplasia after 15 days.” Our present
findings confirm these data and indicate that 10 ug/
kg bombesin, injected subcutaneously in the rat three
times daily and for four days, provokes pancreatic
growth characterised by an increase in pancreatic
weight, its content in protein and RNA. Bombesin
administered at lower doses, however, (0-1 and 1 g/
kg) did not affect pancreatic size. In agreement with
our previous results,?” the DNA content of the gland
did not change after bombesin treatment suggesting
the absence of hyperplasia. The ratios of pancreatic
weight and its content in protein and RNA to DNA
content of the gland increased significantly after a
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10 ug/kg bombesin treatment suggesting cellular
hypertrophy.

This work indicates also that chronic bombesin
alters the enzymatic composition of the pancreas. As
reported previously,” repeated injections of 10 ug/kg
bombesin, but not lower doses of this peptide, en-
hanced enzyme activities in the gland. The activity of
chymotrypsin, however, was more raised than that of
amylase and that of lipase. Such a pattern of changes
has been already described after a long term treatment
of rats with cholecystokinin? suggesting that bom-
besin could act indirectly on the pancreas by the
liberation of cholecystokinin. Bombesin has been
shown to induce the liberation of a lot of gastro-
intestinal hormones including cholecystokinin.!®®
Several arguments are against this hypothesis. At
first, proglumide, an agent known to block CCK-
receptors on pancreatic cells, did not prevent the
trophic action of bombesin on the rat pancreas.’
Secondly, secretin administered chronically in the rat
together with bombesin, did not potentiate the
trophic action of the latter on the pancreas® while
it potentiates pancreatic growth due to caerulein, a
structural analogue of CCK.* Thus it seems unlikely
that bombesin induces pancreatic growth by stimu-
lating the endogenous release of CCK. Another
argument in favour of a different mode of action, at
the cellular level, of bombesin and cholecystokinin
originates from secretory studies.

According to Folsch et al? and Petersen et al,® rats
treated chronically with CCK showed an increased
secretory response of the pancreas to CCK. In
contrast, the present findings indicate that pancreatic
secretion in response to CCK under a continuous
infusion of secretin was similar in bombesin and
saline treated rats. These latter results may be
explained by a reduced sensitivity of pancreatic cells
to hormonal stimulation. Our in vitro secretory studies
confirm this hypothesis. Indeed, the rate of secretion
of amylase and lipase by individual pancreatic cells
was lower in bombesin treated animals than in
controls though the capacity of these cells to respond
to a maximal stimulation by 10®* M bombesin or
caerulein was maintained. A similar phenomenon has
also been described by Petersen et al® after secretin
treatment: the maximal secretory responses to
secretin and CCK were not different from controls.
Thus, chronic treatment of rats with bombesin may
possibly reduce the number of receptor sites available
by an autoregulatory mechanism similar to that
observed for insulin and growth hormone."’

In conclusion, bombesin can be considered as one
of the peptides regulating pancreatic growth. Its
chronic administration leads also to an increase in
pancreatic enzyme composition but the secretory
function of the gland remains unaltered. This pheno-
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menon could be explained by a mechanism of auto-
regulation, decreasing the sensitivity of each indivi-
dual cell to secretagogues.

We are grateful to Miss G Balboni and Messrs A
Hoeltzel, R Kurtz and A Hajri for their careful
technical assistance.
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