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Insulin increases the basal and agonist-stimulated secretion of pancreatic acinar
cells, which leads to increase of energy demand and requires sufficient oxidative substrates
supply. Cholecystokinin substantially increases the respiration rate of pancreatic acinar cells
upon pyruvate oxidation. However, it is not clear how insulin affects mitochondrial oxi-
dative processes at rest and upon secretory stimulation. Experiments were carried out on
male Wistar rats (250-300 g) kept on standard diet. Animals were fasted 12 h before the
experiment. Pancreatic acini were isolated with collagenase. Basal and FCCP-stimulated
respiration of rat pancreatic acini was measured with Clark electrode. Adaptive capacity of
mitochondria was assessed by the maximal rate of uncoupled respiration. Statistical signifi-
cance (P) of differenced between the means was assessed either with a paired t-test or with
repeated measures two-way ANOVA and post-hoc Turkey test. Adaptive capacity of pan-
creatic acinar mitochondria was significantly higher when pyruvate (2 mM) was used as oxi-
dative substrate comparing with glucose (10 mM). Incubation with insulin (100 nM) for 20
minutes elevated the basal respiration and adaptive capacity of pancreatic acinar mitochon-
dria upon glucose, but not pyruvate, oxidation. Cholecystokinin (0.1 nM, 30 min) stimulated
the rate of basal and maximal uncoupled respiration of acinar cells upon pyruvate oxidation,
but insulin completely negated this increase of mitochondrial adaptive capacity. Thus, insu-
lin increases the glucose oxidation in pancreatic acinar cells at resting state, but suppresses
pyruvate oxidation upon secretory stimulation with cholecystokinin. The mechanisms of
insulin action of pyruvate metabolism in pancreatic acinar cells require further elucidation.

Keywords: pancreatic acini, insulin, cholecystokinin, glucose, pyruvate

Introduction

Exocrine panceas secretion is regulated by neuromediator acetylcholine and gastrointes-
tinal hormones, such as secretin and cholecystokinin. The role of insulin in maintaining normal
functioning of pancreatic acinar cells is also important. Interaction between endocrine and exo-
crine pancreas is very active due to close localization and direct bloodstream connection. Thus,
high concentrations of insulin secreted by B-cells primarily reach acinar cells [24] affecting basal
and stimulated secretion [7, 20, 21], gene expression and synthesys of digestive enzymes [22,
11]. It is well-known that diabetes mellitus is frequently accompanied by exocrine pancreatic
insufficiency [8].

Pancreatic acinar cells secretory function requires high level of mitochondrial ATP pro-
duction [23, 14, 1]. Insulin effects on mitochondrial oxidative processes in pancreatic acinar cells
were not studied yet. A reliable approach to detect changes of mitochondrial fucntions in live
cells is evaluation of adaptive respiratory response to protonophore [15]. Thus, the aim of present
work was to investigate the effects of insulin on respiration of pancreatic acinar cells in rest and
upon secretory stimulation with cholecystokinin.
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Materials and Methods

All manipulations with animals are accomplished in accordance with ‘European Conven-
tion for the Protection of Vertebrate Animals used for Experimental and other Scientific Purposes’
(Council of Europe No 123, Strasbourg, 1985). Experimental protocols were approved by the
Animal Care and Use Commiittee of Ivan Franko National University of Lviv. Experiments were
carried out on male Wistar rats (250—300 g). Animals were kept under the standard conditions of
vivarium at the constant temperature with 12:12-h light-dark cycle and on the basic diet. Animals
were fasted 12 h before the experiment.

A suspension of isolated pancreatic acini was obtained with collagenase (type 1V, 220 U/
ml) as previously described [14]. Cell calculation was performed with a haemocytometer. Cell
viability after isolation was >93 % as assessed with trypan blue test.

The rate of oxygen consumption was measured with the Clark oxygen electrode (Biologi-
cal oxygen monitor YSI 5300, USA) in the closed 1.6-mL glass respiration chamber at 37 °C.
Respiration rate was calculated assuming 1 ml of solution contained 200 nmoles O,.

Isolated pancreatic acini were obtained and stored in isolation medium, containing, mM:
NaCl - 140.0, KCI1 - 4.7, CaCl, - 1.3, MgCl, — 1.0, HEPES — 10.0, glutamine — 2.0, pyruvate —
2.0, glucose — 10.0; BSA — 2.5 mg/ml; soybean tripsin inhibitor — 0.1 mg/ml and minimum es-
sential amino acid supplement for MEM; pH 7.4. Incubation media were similar to this composi-
tion but without glutamine and amino acid supplement. The media also contained either glucose
(10 mM) or pyruvate (2 mM). After incubation for 20-30 min 0.6 ml of acini suspension was
added into the respiratory chamber containing additional 1 ml of incubation medium. The respira-
tion was stimulated with protonophore FCCP at increasing concentrations (0.5, 1, 1.5 and 2 uM).
Maximal rate of uncoupled respiration was not always reached at the same FCCP concentration.
Thus it was calculated as a mean of maximal rates of each individual experiment at different
“optimal” FCCP concentrations.

All reagenst used in experiments were of high purity and usually manufactured by Sigma-
Aldrich. Each experiment was repeated on at least four separate preparations of isolated asini
from different animals (n > 4). Statistical and mathematical calculations were performed using
Microsoft Excel. Numerical values are presented as M+S.E.M. Statistical significance (P) of dif-
ferenced between the means was assessed either with a paired t-test or with repeated measures
two-way ANOVA and post-hoc Turkey test.

Results and Discussion

In a first experiment the suspension of isolated pancreatic acini was incubated with insulin
(100 nM) for 20 min at 37 °C in basic solution conteining either glucose or pyruvate. The rate
of basal respiration did not depend on oxidative substrate (Fig. 1, 4, B), which is consistent with
previous data [14]. Insulin significantly stimulated basal respiration of acini upon glucose pre-
sence in medium — by 28 % comparing to control (Fig. 1, 4). Insulin caused no effect on basal
respiration, when pyruvate was used instead glucose (Fig. 1, B).

In control, the rate of FCCP-stimulated respiration also depended on oxidative substrate.
Upon glucose oxidation, adding 0.5 uM FCCP to the respiration chamber caused an increase of
respiration rate to 1.95 + 0.44 r.u. At higher concentrations, FCCP caused gradual decrease of
respiration rate (Fig. 1, 4). When pyruvate was used as energetic substrate, 0.5, 1 and 1.5 uM
FCCP elevated respiration to 1.89 + 0.16, 2.52 + 0.24 and 2.56 + 0.38 r.u., respectively. Only 2
uM FCCP caused a small decline of respiration rate (Fig. 1, C).

After incubation with insulin upon glucose oxidation maximal uncoupled respiration
(0.5 uM FCCP) significantly increased by 18 % comparing to control (Fig. 1, 4 and B). When
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pyruvate was used instead, insulin did not change FCCP-stimulated respiration of pancreatic
acini (Fig. 1, C, D).

Described changes of respirations support the data that insulin in exocrine pancreas, simi-
larly to classic insulin-sensitive tissues, stimulates glucose accumulation and metabolism [10]. In
pancreatic acinar cells insulin is known to stimulate glycolytic, but not mitochondrial production
of NAD(P)H [13]. Supposedly, these data mean that insulin might switch energetic catabolism of
pancreatic acinar cells from mitochondrial to glycolytic [13]. Hovewer, stimulation of basal res-
piration rate by insulin upon glucose oxidation indicates not olny increased glucose transport, but
also increased mitochondrial oxidation. We assume that this increase is due to either utilization
of cytosolic NAD(P)H by mitochondria (e.g. via malate-aspartate shuttle), or additional pyruvate
supply as a result of glycolizis stimulation.
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Fig. 1. Insulin effects on respiration of pancreatic acini depends on oxidative substrate: 4, B — glucose
(10 mM); C, D — pyruvate (2 mM); [insulin] = 100 nM; maximal respiration (B, D) is respiration
upon optimal FCCP concentration; data normalized to basal respiration (no FCCP) taken as 1 r.u.;
* — significant change of respiration rate comparing to control, paired t-test, P < 0.05 ** — P < 0.01,
n=4, mean + S.E.M.

Described changes of respirations support the data that insulin in exocrine pancreas, simi-
larly to classic insulin-sensitive tissues, stimulates glucose accumulation and metabolism [10]. In
pancreatic acinar cells insulin is known to stimulate glycolytic, but not mitochondrial production
of NAD(P)H [13]. Supposedly, these data mean that insulin might switch energetic catabolism of
pancreatic acinar cells from mitochondrial to glycolytic [13]. Hovewer, stimulation of basal res-
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piration rate by insulin upon glucose oxidation indicates not olny increased glucose transport, but
also increased mitochondrial oxidation. We assume that this increase is due to either utilization
of cytosolic NAD(P)H by mitochondria (e.g. via malate-aspartate shuttle), or additional pyruvate
supply as a result of glycolizis stimulation.

Gastriointestinal hormone cholecystokinin is known to cause the increase of maximal un-
coupled respiration of pancreatic acini only upon oxidation of pyruvate [1]. In the second set of
experiments, we have tested if insulin modulates the cholecystokinin action on basal and uncou-
pled respiration. Suspension of isolated acini were incubated for 30 min at 37 °C in pyruvate-sup-
plemented solution with cholecystokinin (0.1 nM) or/and insulin (100 nM). The effects of insulin
of respiration were similar to the first experiment. Cholecystokinin expectedly stimulated the rate
of basal and maximal uncoupled respiration of acinar cells (by 64 and 35 % respecrively, Fig. 2).
Insulin completely abolished the effects of cholecystokinin on respiration (two-way ANOVA,
Fig. 2).
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Fig. 2. Insulin inhibits the effect of CCK on basal and FCCP-stimulated respiration of pancreatic acini upon
pyruvate oxidation: [CCK] — 0.1 nM, [insulin] — 100 nM, [pyruvate] — 2 mM, [FCCP] — 0.5-2 uM;
data normalized to basal respiration (no FCCP) upon glucose oxidation, ** — significant change of
respiration rate comparing to control, paired t-test, P < 0.01 or between samples, ANOVA, post-hoc
Turkey test, P<0.01, n = 6-7, mean = S.E.M.

The mechanism of cholecystokinin-stimulated pyruvate oxidation suppression by insulin
is not clear. We suppose that any changes of gene expression could not manifest themselves
within experimental timeframes (20-30 min). Thus, mechanism of insulin action is associated
with modification of present signaling of metabolic proteins.

One hypothesis is that insulin affects signal transduction from cholecystokinin receptors.
Currently no data indicate that this is realized via modulation of Ca**-transporting systems. In-
sulin is known to affect the activity of plasma membrane Ca?>* ATPase only indirectly via the
change of cytosolic [ATP] [13]. Othe data prove that insulin may change the affinity and capacity
of different cholecystokinin receptors to cholecystokinin in pancreatic acinar cells [17]. This was
the primary cause of detected alteration of secretory response to cholecystokinin. Hovewer the
data about insulin influence on stimulated secretion are ambiguous. Several authors have shown
that exogenous insulin upon physiological glucose concentration does not influence basal pro-
tein and fluid secretion, but potentiates secretory stimulation by cholecystokinin and acetylcho-
line [7, 9, 12, 20, 21]. In other experimnets high glucose level and exogenous insuline inhibited
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cholechestokinine-stimulated pancreatic secretion [4]. Still, most of recent studies support the
potentiation of basal and stimulated secretion of pancreatic acinar cells by insulin [2, 9, 19].
Thus we suppose that the decrease of pyruvate oxidation could not be a consequence of secretion
stimulation by insulin.

Alternative hypothesis is that the detected insulin effect is a result of direct influence on
cell metabolism. It is known that insulin causes the decrease of mitochondrial and increase of gly-
colytic NADH production in pancreatic acinar cells [13]. Still apparently insulin does not directly
inhibit the pyruvate dehydrogenase complex in pancreatic acinar cells, because this hormone did
not influence the respiration rate upon pyruvate presence without cholecystokinin. Moreover,
in other tissues (liver and adipose tissue) insulin activates pyruvate dehydrogenase [18, 5]. Clot
et al. [3] have shown that maximal pyruvate dehydrogenase activity in isolated liver cells was
achieved after 10 min of insulin action and was maintained at least for 45 min, which is consistent
with our experimental settings.

Thus, insulin increases the glucose oxidation in pancreatic acinar cells at resting state, but
suppresses pyruvate oxidation upon secretory stimulation with cholecystokinin. The mechanisms
of insulin action of pyruvate metabolism in pancreatic acinar cells require further elucidation.
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IHcynin 30imbirye Oa3aibHY Ta aroHICT-CTHMYJIbOBAHY CEKpENilo aldHapHUX
KIITHH NANUTYHKOBO 337103H, IO € €Hepro3aTpaTHHM IIPOLECOM Ta MOTpedye JOCTAaTHBOI
KIJIBKOCTI CyOCTpaTiB OKHCHEHHSA. 3a OKHCHEHHS IipyBaTy XOJELHCTOKIHIH 3HAuHO
MiJABUIy€ MIBUAKICTh JAWXaHHS aIMHApHUX KIITHH MiAOUIyHKOBOi 3amo3u. [Iporte
HEOCTaHbO 3pPO3YMiNIO, SK BIUIMBAE IHCYNIH Ha PoOOTy MITOXOHIpIH y cmokoi Ta 3a
akTHBanii cekperil. ExcriepuMeHTH mpoBOAMIM Ha HIypsiX caMIix JiHii Bicrap macoro
250-300 1, mo mepeOyBanM Ha cTaHAApTpiil mieTi Ta romomyBanmu 12 roguH Iepen
excriepuMenToM. [laHkpeaTndHi amuHycH i30moBany 3 KonareHasoro. bazamene i1 FCCP-
CTHMYIbOBAaHE IUXaHHS 130JbOBAHMX IAHKPEaTHYHUX aIMHYCIiB IIypiB BHUMIpIOBAIM 3a
nornoMororo enekrpona Kiapka. Craructuuny BiporigHicts (P) pisHHIi MiK cepemHiMu
apu(pMETHIHIMH OLiHIOBAJIN ITAPHHUM t-TecTOM ab0 ABO(aKTOPHUM ANUCIIEPCIHHIM aHAII30M
3 moBTOpamiu Ta post-hoc Tecrom Turkey. AnanraniiiHy 34aTHICT MITOXOH/PIH OLIHIOBAIN
32 MaKCHMaJbHOIO IIBHJKICTIO PO3’€QHAHOTO JUXaHHSA. AnanTaimiiiHa Oyia BUINOIO, KOJIK
SIK CyOCTpaT OKHCHEHHSI BUKOPHUCTOBYBAJIH MipyBaT (2 MMOJIB/JT), Y HOPIiBHSHHI i3 IIIIOKO3010
(10 mmomns/m). IakyGamis 3 iHcymiHoMm (100 HMonb/m) Bmpomomx 20 XB IIiBHIIyBaja
MIBUIKICTh 0a3aJbHOTO JWXaHHs Ta aJaNTaliliHy 31aTHICTh MITOXOHJPiH MaHKPEaTHIHHX
aIMHYCIB 3a BHKOPHCTaHHS TIIOKO3HM, ajle He mipyBary. XoierucTtokiniH (0.1 HMoms/I,
30 xB) 30UIBIIYBaB IIBHIKICTH 0a3aJbHOTO Ta MaKCHMAIBHOTO PO3’€IHAHOTO JUXaHHS
aIMHApHUX KIITHH 32 OKUCHEHHS IipyBaTy, aje iHCYIIiH IOBHICTIO HIiBEIIIOBAB 1€ 3pOCTaHHs
aJanTaniiHol 3AaTHOCTI MiTOXOHApid. OTXKe, IHCYTIH MiJBHIIYE OKHUCHEHHS TJTIOKO3H Y
aIMHApHMX KIITHHAX MiIIUTYHKOBOI 3QJI03M y CTaHI CIIOKOIO, ajie NPUTHIYy€e OKUCHEHHS
ipyBaTy 3a CTUMYJISLIT cekpelii XonenucTokininoM. J{is 3’sicyBaHHSI MeXaHI3MiB BIUIUBY
IHCYITiHYy Ha MeTa0oJIi3M MipyBaTy y IMX KJIITHHAX HEOOXiXHI MOJANIBIII JOCHTIIKEHHS.

Kniouosi croea: TaHKpeaTW4HI anWHYCH, IHCYNIH, XOJCUWCTOKIHIH, IJIFOKO3a,
mipyBaT
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