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Segregation of discrete G,,-mediated responses that accompany
homologous or heterologous desensitization in two related

somatic hybrids
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1 Prostacyclin and adenosine A, receptors activate adenylate cyclase in the neuroblastoma hybrid cell
lines NG108-15 and NCB-20. Prolonged exposure of NG108-15 cells to iloprost (a stable analogue of
prostacyclin) results in a subsequent reduction in the capacity for adenylate cyclase activation by iloprost,
the adenosine analogue 5'<(N-ethyl)-carboxamidoadenosine (NECA) or NaF. In contrast prolonged expo-
sure of NCB-20 cells to iloprost results only in the loss of iloprost responsiveness.

2 Iloprost pretreatment of NG108-15 cells also magnified the morphine-dependent inhibition of iloprost-
stimulated adenylate cyclase activity from 36 to 48%. This change was not due to lower iloprost stimu-
lation following desensitization, since the % inhibition of adenylate cyclase activity by morphine in
control cells was constant irrespective of enzyme activity.

3 These heterologous effects observed in NG108-15 cells following iloprost pretreatment may involve
changes in the G,, protein, since there was a reduction of about 30% in the cholera toxin-induced [32P]-
ADP-ribosylation of a 45kDa protein from cell membranes (corresponding to the extent of loss of NECA
or NaF responsiveness). A similar reduction was not observed in NCB-20 cells.

4 These results indicate that iloprost pretreatment induces different forms of desensitization in NG108-
15 and NCB-20 cell lines. The heterologous desensitization in the former may, like the human platelet,
involve a functional loss of G,, from the cell membrane. Changes in the activity of G,, may also account

for the heterologous effects on receptors that mediate inhibition of adenylate cyclase.

Introduction

Prostacyclin (PGI,) is a naturally occurring derivative of the
prostaglandin endoperoxides which mediates the inhibition of
platelet aggregation (Moncada et al., 1976). Other substances
such as adenosine are also able to inhibit platelet aggregation
(Born et al., 1965). Both PGI, and adenosine interact with
specific receptor sites on the platelet (PGI, and A, receptors
respectively) and inhibit aggregation by activation of adeny-
late cyclase, thus raising intracellular levels of adenosine 3':5'-
cyclic monophosphate (cyclic AMP) (Haslam & Rosson, 1975;
Gorman et al., 1977; Tateson et al, 1977; Huttemann et al.,
1984).

Both adenosine and PGI, analogues have therapeutic
potential as ‘anti-platelet’ agents. In clinical trials, however, it
became evident that the use of PGI, agonists might be prob-
lematic since PGI, infusion was followed by a desensitization
of platelet PGI, responsiveness (Sinzinger et al., 1981). Desen-
sitization in vitro of PGI, responsiveness has also been widely
demonstrated in platelets (Miller & Gorman, 1979; MacDer-
mot, 1986; Edwards et al., 1987; Jaschonek et al, 1988),
human fibroblasts (Gorman & Hopkins, 1980) and NCB-20
neuroblastoma hybrid cells (Blair et al., 1982; Leigh & Mac-
Dermot, 1985). However, the characteristics of desensitization
produced by prolonged activation of PGI, receptors are not
the same in different cell types. In platelets, prolonged PGI,
receptor activation leads to heterologous loss of responsive-
ness to adenylate cyclase-stimulating agents (Edwards et al.,
1987; Jaschonek et al., 1988), whereas in NCB-20 cells the
desensitization is homologous, affecting only subsequent
responses to PGI, receptor stimulation (Leigh & MacDermot,
1985). These differences in desensitization probably relate to
the different consequences of prolonged PGI, receptor activa-
tion upon the tfansmembrane signalling pathway (receptor,
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G-protein and adenylate cyclase) in each tissue (Gilman,
1984).

Since in practice platelets are a somewhat inconvenient
preparation in which to perform long-term manipulations, we
decided to use clonal cell lines as a more robust preparation
to investigate in greater depth the mechanisms underlying
PGI, receptor-mediated desensitization. In the present study
we have identified two related neuroblastoma somatic hybrid
cell lines which express receptors for both PGI, and aden-
osine, stimulation of which activates adenylate cyclase. The
effects are described of prolonged incubation of these cells
with iloprost, a stable structural analogue of PGI, (Skuballa
& Vorbruggen, 1983), on the subsequent responsiveness of
these cells to agents that activate or inhibit adenylate cyclase.

Methods
Cell culture

Cells of the NG108-15 and NCB-20 neuroblastoma somatic
hybrid cell lines were both derived by fusions of the 6-
thioguanine-resistant clone of N18TG2 mouse neuroblastoma.
Fusions were made with (a) C6BU-1, a 5-bromodeoxyuridine-
resistant clone of rat glioma to yield NG108-15, or (b) foetal
Chinese hamster brain cells to yield NCB-20 (further details
and references to these cells are given in MacDermot et al.,
1979). Cells were cultured in Dulbecco’s modified Eagle’s
medium (DMEM) containing 10% (v/v) foetal calf serum and
supplemented with 1uM aminopterin, 100 uM hypoxanthine
and 16 um thymidine. Culture flasks (80 cm?) were maintained
at 37°C in a humidified atmosphere of 10% CO, and 90% air.
For iloprost pretreatment, this medium was replaced for 17h
with one containing only DMEM, to which iloprost was
added (final concentration = 10 uM). Control cells were treated
similarly except that iloprost was not included. Cells were har-
vested by agitation in Ca2*- and Mg?*-free Dulbecco’s phos-
phate buffered saline, and then washed three times in warm
DMEM. The resultant pellets were frozen at —80°C until
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required. For each experiment, control and iloprost pretreated
cells were always grown and harvested in parallel.

Adenylate cyclase

Adenylate cyclase activity was measured as described pre-
viously (Salomon et al, 1974) with some modifications
(Edwards et al., 1987). Cell pellets were thawed and disrupted
in a glass Dounce homogenizer using a homogenization buffer
(25 mM Tris-HCI, 0.29 M sucrose, pH 7.4). Reaction mixtures of
100 ul contained 50mm Tris-HCl pH 7.4, SmM magnesium
chloride, 20mM creatine phosphate disodium salt, 10iu cre-
atine kinase, 1mm cyclic AMP sodium salt, 0.25mM Ro20-
1724 as a phosphodiesterase inhibitor, 1mm [x-32P]-ATP
(2 uCi), 1 um GTP and 200400 ug of membrane protein. Reac-
tions were incubated at 37°C for 15min and then terminated
by the addition of 800 ul of 6.25% (w/v) trichloroacetic acid.
To each tube was added 100 ul of [8->H]-cyclic AMP (about
20000 c.p.m.) and the reaction mixtures centrifuged at 4°C for
20min at 800g. The [32P]-ATP and [32P]-cyclic AMP were
separated by a two step chromatographic procedure (Salomon
et al., 1974) and the yield of [32P]-cyclic AMP was corrected
for losses on the columns by measurement of the recovery of
[*H]-cyclic AMP.

[3H]-iloprost binding

[*H]-iloprost binding was assayed in whole homogenates of
control and desensitized cells. Cells were homogenized as
before using 50 mm Tris-HCIl, pH 7.4 containing 5mM magne-
sium chloride. The homogenates (0.1-0.6mg protein per
sample) were incubated in a final volume of 250 ul of 50 mm
Tris-HCI pH 7.4, 5mM magnesium chloride containing 0.3-
100nm [3H]-iloprost in the absence or presence of 10um
unlabelled iloprost to determine non-specific binding. Samples
were incubated for 90min at 4°C and then filtered onto
Whatman GF1B glass fibre filters and washed with 3 x 3.5ml
ice-cold buffer using a Brandel Cell Harvester. Scintillation
fluid was added to the filters and they were left overnight
before counting.

ADP-ribosylation of G,

[32P]-ADP ribosylation of cell membranes was measured as
described previously (Edwards et al, 1987) and based on
earlier methods (Katada & Ui, 1982; Ribeiro-Neto et al.,
1985). Cell pellets were prepared as described above, and after
thawing were homogenized in homogenization buffer, centri-
fuged at 500g for 10min and the supernatant retained. This
was then microfuged for 6min, and the resultant pellet
resuspended in 100 ul of 50mMm Tris-HCl, pH 7.4. Reaction
mixtures (volume = 100 ul) contained 30l of the membrane
suspension (100-400 ug protein), 1 mmM ATP, 15mMm glycine,
2.5mM magnesium chloride, 10mM thymidine, 100 um GTP,
90mM potassium phosphate buffer pH 7.0, 10 um [*2P]-nico-
tinamide adenine dinucleotide (NAD 20uxCi) and 10ug
cholera toxin (A subunit, activated as described below). Incu-
bations were performed at 37°C for 30min, and the reactions
terminated by the addition of 1 ml 20% (w/v) trichloroacetic
acid. After 20min at 4°C, the precipitate was pelleted by cen-
trifugation (10000g for 10min). The supernatants were dis-
carded and the pellets washed once in 1ml ether:ethanol
(1:1v/v), and once in 1 ml ether, then dried under a stream of
N,. The pellet was then dissolved in 200 ul of 0.0625M Tris-
HCI buffer pH 6.8, containing 10% (v/v) glycerol, 1% (w/v)
SDS, 1% (v/v) 2-mercaptoethanol and 0.01% (w/v) bromo-
phenol blue. The samples were heated in a boiling water bath
for S5min and then loaded onto a 10% SDS-polyacrylamide
gel with a 3.75% polyacrylamide stacking gel. Molecular
weights were estimated by comparison with protein standards
in a Dalton Mark 7 kit (Sigma). After completion of electro-
phoresis, the gel was stained and fixed for 30min in 0.2%
(w/v) Coomassie Brilliant Blue R, 50% (v/v) methanol and

10% (v/v) acetic acid. The gel was destained in 25% (v/v)
methanol and 7.5% (v/v) acetic acid until the background was
clear. The gel was dried using a Bio-Rad Gel Drier and exam-
ined by autoradiography for 48h at —80°C using Kodak
X-Omatic RP film in a Kodak X-Omatic cassette. The
autoradiographic plates were then scanned in a Schoeffel
SD3000 Spectrodensitometer with SDC300 Density Computer
with reflected light at 550nm. From the resulting scan
obtained by pen recorder, G,, peaks were cut out and
weighed. To account for differences in the protein content of
samples added to each well, the peak produced by the protein
front (see Figure 9) was also cut out and weighed. In each
experiment, the size of the G,, peak was normalized by
expressing it as a percentage of the respective protein front
peak.

The cholera toxin (A subunit) was activated after being dis-
solved in 250 ul H,O, at a final concentration of 1ugul~'. A
10 z21 volume of the toxin solution was added to 10 ul of 50 mm
dithiothreitol. The tube was capped and incubated at 37°C for
30 min.

The dose-response data for adenylate cyclase assays were
analysed with a non-linear iterative curve fitting programme
(Statgraphics, Statistical Graphics Corp., U.S.A.) according to
a simple 2 parameter model that identifies a single receptor
species, and gives V,,, and ECs,. [*H]-iloprost binding data
were analysed by iterative non-linear regression analysis
(Graph Pad).

Statistical analyses involved Student’s ¢ tests (unpaired, two-
tailed) as appropriate.

Materials

[8-3H]-adenosine  3':5-cyclic = monophosphate  (23.6Ci
mmol~?), [3?P]-ATP (40-50Cimmol~') and [*H]-iloprost
(14.7 Cimmol ~!) were obtained from Amersham Internation-
al; [3*P]-NAD (23.3 Cimmol ~ ') from New England Nuclear.
R020-1724 (4-(3-butoxy-4-methoxybenzyl)-2-imidazolidinone)
was a kind gift from Roche products and iloprost a generous
gift from Schering AG Berlin. All other chemicals and drugs
were obtained from Sigma Chemical Co. Ltd. or BDH Chemi-
cals Ltd.

Results

In homogenates prepared from either NG108-15 or NCB-20
cells, iloprost, 5'-(N-ethyl)-carboxamidoadenosine (NECA)
and NaF all produced concentration-dependent increases in
adenylate cyclase activity (Figures 1-3). The EC,, s for adeny-
late cyclase activation by these agents in NG108-15 homoge-
nates were 24 nM for iloprost, 420nM for NECA and around
4mMm for NaF. Similar values were obtained in NCB-20
homogenates, the EC5,s being 28 nM for iloprost, 990nm for
NECA and again around 4mm for NaF. Concentrations of
NaF greater than 10mM tended to reduce enzyme activity in
both cell lines (Figure 3). Furthermore, iloprost produced
around a 10 fold increase in adenylate cyclase activity in both
cell lines, whereas NECA produced a smaller 2 to 4 fold
increase (Figures 1 and 2).

Preincubation of cells with 10 uM iloprost for 17h reduced
basal adenylate cyclase activity in NG108-15 but not NCB-20
cells. In NG108-15 cells iloprost pretreatment reduced basal
adenylate cyclase activity by 28% from 8.81 +0.78 to
6.34 + 0.52pmol cyclic AMP min~'mg~! protein, n=38,
P < 0.05. In NCB-20 cells iloprost pretreatment did not sig-
nificantly affect basal adenylate cyclase activity, which was
458 + 0.26 and 3.93 + 0.40pmol cyclic AMP min~'mg~!
protein in control and iloprost pretreated cells respectively,
n = 8. In both NG108-15 and NCB-20 cells, iloprost pretreat-
ment greatly reduced the subsequent ability of iloprost to acti-
vate adenylate cyclase (Figure 1). This involved both a
reduction in the maximum response to iloprost by about 70%,
and an increase in EC4, by 6 fold and 4 fold in NG108-15 and
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Figure 1 Activation of adenylate cyclase by iloprost in (a) NG108-15
and (b) NCB-20 cell homogenates prepared from control cells (O),
and cells that had been cultured for 17h with 10 uM iloprost (@). The
increase in adenylate cyclase activity over basal is expressed as 5V.
The graphs give data from a single experiment, whereas the following
data represent the mean values + s.e.mean of three different experi-
ments: NG108-15 cells, control EC,, = 24 + 2nM, iloprost desensi-
tized EC,, = 144 + 14nm*, control 6V, = 103 + 12pmol cyclic
AMP min~'mg~! protein, iloprost desensitized 6V,,,, = 33 + 8 pmol
cyclic AMP min~'mg~" protein*; NCB-20 cells, control EC,, = 28
+ 3nM, iloprost desensitized EC;, = 119 + 17 nM*, control 6V, =
69 + 8 pmol cyclic AMP min~!mg~! protein, iloprost desensitized
8Vjax = 19 + 3pmol cyclic AMP min~'mg~! protein*. 6V, indi-
cates the maximum increase in adenylate cyclase over basal. In both
cell lines, iloprost pretreatment reduced the 8V, and increased the
EC,, of iloprost (*P < 0.05, Student’s ¢ test).

NCB-20 cells respectively (Figure 1). In NG108-15 cells ilo-
prost pretreatment also reduced the NECA and NaF depen-
dent increases in adenylate cyclase activity by around 30%
(Figures 2 and 3). Similar decreases were not observed in
NCB-20 cells. In the case of NECA-activated adenylate
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Figure 2 Activation of adenylate cyclase by $'-(N-ethyl)-carbox-
amidoadenosine (NECA) in (a) NG108-15 and (b) NCB-20 cell
homogenates prepared from control cells (O), and cells that had been
cultured for 17h with 10uM iloprost (@). Details as in legend to
Figure 1. The graphs give data from a single experiment whereas the
following data represent the mean values + s.e.mean of three different
experiments: NG108-15 cells, control EC,, = 420 + 10nM, iloprost
desensitized EC,, = 310 + 80nM, control 6V, = 26 + 1pmol cyclic
AMP min~'mg™! protein, iloprost desensitized 6V,,,, = 17 + 1 pmol
cyclic AMP min~' mg~! protein *; NCB-20 cells, control EC, = 990
+ 170nM, iloprost desensitized EC,, = 570 + 110nM, control
6V, = 7 + 1 pmol cyclic AMP min~!mg~! protein, iloprost desen-
sitized 6V,,. =7+ 1pmol cyclic AMP min !'mg~! protein. In
neither cell line did iloprost pretreatment alter the EC,, of NECA but
it reduced 6V,,,. for NECA in NG108-15 cells (*P < 0.05, Student’s ¢
test).
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Figure 3 Activation of adenylate cyclase by NaF in (a) NG108-15
and (b) NCB-20 cell homogenates prepared from control cells (O),
and cells that had been cultured for 17h with 10uM iloprost (@).
Details as in the legend to Figure 1. In six separate experiments using
a single (10 mMm) concentration of NaF, iloprost pretreatment reduced
oV by 28.7+6.5% in NG108-15 cell homogenates, but only by
7.1 + 3.3% in NCB-20 cell homogenates.

3V (pmol cyclic AMP min~" mg™ protein)

cyclase in NG108-15 cells, iloprost pretreatment reduced
maximal enzyme activation without affecting the EC, value
of NECA (Figure 2).

Iloprost pretreatment of either cell line reduced the ‘fold-
stimulation’ by iloprost of adenylate cyclase over basal activ-
ity (Figure 4). However, even in NG108-15 cells, iloprost
pretreatment had no effect on the ‘fold-stimulation’ due to
NECA or NaF.

Ligand binding experiments were performed to investigate
the effects of iloprost pretreatment on the subsequent binding
of [*H]-iloprost to membrane preparations of the cell lines.
We did not attempt to obtain full saturation curves for [3H]-
iloprost, as it is very difficult to obtain sufficient protein from
the cultured cells. However, it has previously been shown
(Leigh & MacDermot, 1985) that the binding of [*H]-iloprost
(D) to untreated NCB-20 cell membranes can be best
described by a single population of high affinity sites (affinity,
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Figure 4 ‘Fold-stimulation’ of adenylate cyclase over basal by differ-
ent agents in (a) NG108-15 and (b) NCB-20 cell homogenates pre-
pared from control cells (open columns) and cells that had been
cultured for 17h with 10umM iloprost (hatched columns). ‘Fold-
stimulation’ is defined as the maximum level of adenylate cyclase acti-
vation in the presence of drug divided by the level of adenylate cyclase
activation in the absence of drug. Values are means + s.e.mean from 3
separate experiments each, except for NaF which is displayed as the
mean of 2 experiments. ‘Fold-stimulation’ was reduced only for ilo-
prost (Ilo) following iloprost pretreatment (*P < 0.05, Student’s ¢ test).
NECA, 5'{N-ethyl)-carboxamidoadenosine.
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Kp = 10nM) with the addition of a low affinity, apparently
non-saturable component of binding (C), which leads to sig-
nificant deviation of the [3H]-iloprost binding curve from a
simple Langmuir isotherm at concentrations of [*H]-iloprost
above ~50nM. In the present study iloprost displaceable
[*H]-iloprost binding to homogenates of untreated NG108-15
and NCB-20 cells could also be described by this model
(goodness of fit assessed by actual distance: r2 > 0.95).

[D]
amount bound = B,,,, K, + [D]
which yielded estimates of Ky, in the range 5-15nM, none of
which differed significantly from 10 nm.

The iloprost displaceable binding of 4-6 concentrations of
[®H]-iloprost (0.3-100nM) to homogenates of control and
iloprost-pretreated NG108-15 and NCB-20 cells was mea-
sured as described in Methods (Figure 5). Iloprost pretreat-
ment consistently resulted in a decrease in subsequent [3HJ-
iloprost binding at all concentrations in the range 1-30nm.
This decrease was 77.6 + 8.6% (mean +sd., n=12) in
NG108-15 cells and 67.6 + 10.5% (mean + sd., n=11) in
NCB-20 cells. In all cases, the data could be described by the
above two-component model with K, constrained to be the
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Figure 5 Specific binding of [*H]-iloprost to (a) NG108-15 and (b)
NCB-20 homogenates prepared from control cells (A), and cells that
had been cultured for 17 h with 10 um iloprost (V). The points on the
graph are mean values from single representative experiments. Data
are expressed as d.p.m. per sample and are not corrected for protein
concentration. The solid lines represent the best fit of the two com-
ponent model, amount bound = B,,,, ((D)/K; + [D]) + C[D] to the
data (see text), where K has been constrained to be the same in
control and treated preparations. In NG108-15, K = 10nMm,
B,,..(control) = 1750 + 304 d.p.m. per sample, B,,,(treated) =394
+ 67 d.p.m. per sample, C(control) = 5 + 4 d.p.m. per sample nmM~*
and C(treated) = 9 + 1 d.p.m. per sample nM~'. In NCB-20 homoge-
nates, K =5nM, B, (control) =495+ 11 dpm. per sample,
B,..(treated) = 9 + 88 d.p.m. per sample, C(control) =2 + 2 d.p.m.

per sample nm ™!, C(treated) = 8 + 2 d.p.m. per sample nm~ 1.

same in control and treated preparations (r > 0.95), suggest-
ing that the iloprost pretreatment does not affect [*H]-ilo-
prost binding affinity. However, it was not possible to obtain
independent estimates of [*H]-iloprost affinity in homoge-
nates of iloprost-treated cells, as the number of binding sites
was so low. The B,, values obtained for [*H]-iloprost
binding to the high affinity sites in homogenates from
untreated cells were 72.4 + 11.3fmolmg ™! protein in NG108-
15 cells and 102.1 + 26.8fmolmg~! protein in NCB-20 cells
(mean + s.e.mean, n = 6). The mean decrease in B, of the
high affinity site was 83.3 +2.0% in NG108-15 cells and
67.5 + 12.7% in NCB-20 cells (n = 4). Iloprost pretreatment
had no effect on the low affinity component of binding in
either cell line; the value obtained for this component of
binding was consistently 0.5fmolmg~! protein nMm~! in both
cell lines.

Morphine produced a concentration-dependent inhibition
of basal and iloprost-stimulated adenylate cyclase activity in
NG108-15 cells (Figure 6). These effects were abolished in the
presence of 100 um of the opiate receptor antagonist naloxone
(data not shown). In iloprost-pretreated NG108-15 cells, the
maximum extent to which morphine could inhibit iloprost
stimulated adenylate cyclase activity was increased by about
one-third, with no change in the IC,, of morphine (Figure 6).
The extent to which morphine could inhibit basal adenylate
cyclase activity also appeared to be increased following ilo-
prost pretreatment, but in this series of experiments the effect
did not reach statistical significance (Figure 6)..It is unlikely
that the increase in the inhibitory capacity of morphine fol-
lowing iloprost pretreatment is due to the reduced iloprost
stimulation, since in another experiment the percentage by
which a given concentration of morphine inhibited iloprost-
activated adenylate cyclase in NG108-15 cells was constant,
and unrelated to initial enzyme activity (Figure 7).

Finally, experiments were performed to compare in control
or iloprost pretreated cells the [32P]-ADP-ribosylation of G,,
catalysed by cholera toxin. Autoradiography following ADP-
ribosylation revealed reduced 32P labelling of a 45kDa
protein in NG108-15 cell membranes after iloprost pretreat-
ment when compared to control (Figure 8), and densitometer
scanning of the autoradiographs revealed this to be a
31 + 7% (mean + semean from 4 experiments) decrease.
However, it should be noted that the autoradiographic ADP-
ribosylation analysis is only semi-quantitative, and relies upon
the assumption that iloprost treatment does not change the
labelling of the ‘peak front’ protein (see Methods). In two
experiments, no similar change was observed in NCB-20 cells
preincubated with iloprost (Figure 9), and in a single experi-
ment pretreatment of NG108-15 cells with 100 um NECA for
17h also did not affect the ADP-ribosylation of G,, (Figure 8).
In two of the four experiments, two 32P labelled bands were
observed close to the 45kDa marker (e.g. Figure 8), although
we were unable to determine accurately their constituent
molecular weights. The overall changes in cell function follow-
ing iloprost pretreatment are collated in Table 1.

Table 1 Effects of iloprost desensitization on trans-
membrane signalling in NG108-15 and NCB-20 cells

NG108-15 NCB-20
Iloprost activated adenylate cyclase —68% —-73%
[®*HJ-iloprost binding —83% —67%
Basal adenylate cyclase —28% —14%
NECA activated adenylate cyclase —35% 0
NaF activated adenylate cyclase —28% —7%
G,, (by ADP-ribosylation) —31% +4%
Morphine inhibited adenylate cyclase +31%

The values refer to % changes in function taken from the
experiments described in the text. Decreased function is
denoted by — and increased function by +, O refers to no
change. The small decrease in basal adenylate cyclase in
NCB-20 cells following iloprost pretreatment did not reach
statistical significance.
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Figure 6 Inhibition of adenylate cyclase activity by morphine in
NG108-15 cell homogenates prepared from control cells (Q), and cells
that had been cultured for 17h with 10 uM iloprost (@). (a) Morphine
inhibition of 1um iloprost-activated adenylate cyclase activity,
whereas (b) shows morphine inhibition of basal adenylate cyclase
activity. The points on the graph show mean values from three
separate experiments, the data being normalized to give % inhibition
of adenylate cyclase; vertical lines indicate s.e.mean. Mean
parameters + s.e.mean from these data were as follows: inhibition of
iloprost-activated adenylate cyclase, control IC,, = 696 + 233 nMm,
iloprost desensitized IC;, = 914 + 218nM, control maximum %
inhibition = 36.7 + 1.0%, iloprost desensitized maximum %
inhibition = 48.0 + 1.5%*; inhibition of basal adenylate cyclase,
control IC,, = 1004 + 502nM, iloprost desensitized IC,, = 722
+ 199nM, control maximum % inhibition = 38.6 + 4.1%, iloprost
desensitized maximum % inhibition = 46.1 + 2.4%. Thus iloprost
pretreatment did not affect the potency with which morphine inhib-
ited adenylate cyclase. However, the extent to which morphine could
inhibit iloprost-activated adenylate cyclase activity was increased fol-
lowing iloprost (*P < 0.05 by Student’s ¢ test).

Discussion

Receptors such as PGI, and adenosine A, receptors, which
mediate activation of adenylate cyclase, are coupled to the
effector enzyme by the G, protein. The G, protein is a hetero-
trimer composed of a (45kDa), B (35kDa) and y (10kDa) sub-
units, although « and B subunits of other molecular weights
have also been reported (for recent reviews see Gilman, 1987;
Spiegel, 1987; Neer & Clapham, 1988). In the presence of
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Figure 7 Inhibition of iloprost-activated adenylate cyclase by 10 um
morphine in a cell homogenate of control NG108-15 cells. (a) The
activation of adenylate cyclase by increasing concentrations of ilo-
prost in the absence (O) or presence (@) of 10 uM morphine. (b) Data
transformed from (a) to show the % inhibition of adenylate cyclase by
morphine at different iloprost concentrations. As can be seen, the
extent of morphine inhibition was independent of adenylate cyclase
activation by iloprost. The graphs contain data from a single experi-
ment, each determination being done in triplicate. This experiment
was repeated on one other occasion with the same result.

agonist, the binding of guanosine 5-triphosphate (GTP) to
G,, leads to its dissociation from G, . The G,, GTP complex
then binds to, and activates the adenylate cyclase enzyme.
Finally, the GTP bound to G, is hydrolysed to GDP,
and G,, and G4, reassociate to terminate the activation of
adenylate cyclase. Due to the apparent complexity of this
system, desensitization of receptor responsiveness can occur in
more than one way. Diminished responsiveness of a receptor
that follows previous exposure to an agonist that occupies the
same receptor is termed homologous desensitization. Homolo-
gous or ‘agonist specific’ desensitization is considered to
involve mechanisms such as loss of receptor number, decrease
in agonist affinity, or altered coupling between receptor and G
protein (e.g. Clark & Butcher, 1979; Kassis & Fishman, 1982;
Leigh & MacDermot, 1985; for review see Harden, 1983).
More recently homologous desensitization of the g-
adrenoceptor in some tissues has been shown to proceed by
an agonist-induced phosphorylation of the f-adrenoceptor by
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Figure 8 Autoradiograph of cholera toxin induced [*?P]-ADP-
ribosylation of NG108-15 cell membrane proteins. Cells were incu-
bated for 17h with 10 uM iloprost (Lane 1), no drug (Lane 2), or
100um 5'<(N-ethyl)-carboxamidoadenosine (Lane 3) before mem-
branes were prepared and ADP ribosylation carried out in the pre-
sence of [32P]-nicotinamide adenine dinucleotide and cholera toxin.
Tloprost pretreatment reduced the 32P labelling of the protein bands
around 45kDa. As described in the results, two ADP-ribosylated
protein bands are discernible close to 45kDa in this experiment.

a specific kinase enzyme, which only phosphorylates the
agonist-occupied receptor (Benovic et al., 1986; for reviews see
Sibley et al., 1987 and Huganir & Greengard, 1987). On the
other hand, heterologous desensitization describes the
reduction in responsiveness of one receptor type that accom-
panies previous occupation by an agonist of a different recep-

a NG 108-15 b NCB-20
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¥ Y *
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Figure 9 Densitometer scans of four lanes from an autogradiograph
following cholera toxin induced [*?P]-ADP ribosylation of (a)
NG108-15 and (b) NCB-20 cell membrane proteins in the absence (C)
or presence (Ilo) of 17 h pretreatment with 10 uM iloprost. The peak to
the right of each scan corresponded to the protein front at the base of
each lane, whereas the peak to the left in each case corresponded to a
45kDa protein and is identified as G,,. Iloprost pretreatment of
NG108-15 cells produced a decrease in G,, (almost 40% in this
experiment), whilst having no effect on G,, in NCB-20 cells.

tor type. The mechanisms underlying heterologous or ‘agonist
non-specific’ desensitization are less well characterized, but
may well involve some modification of the G proteins, or their
coupling to receptors or effector enzymes (Kassis & Fishman,
1982; Garrity et al., 1983; Hsia et al., 1985; Edwards et al.,
1987; Jaschonek et al., 1988). The increased intracellular cyclic
AMP probably mediates these changes for G, coupled recep-
tors, thus accounting for the non-specific nature of this type of
desensitization (Harden, 1983). In the present study, we have
investigated the characteristics of desensitization produced by
the prostacyclin analogue, iloprost, in two closely related
neuroblastoma hybrid cell lines. These cells were chosen
because, like the human platelet, both express receptors for
PGI, and adenosine which activate adenylate cyclase.

Prolonged incubation of both NG108-15 and NCB-20 cells
with iloprost reduced the subsequent ability of iloprost to
activate adenylate cyclase. There was a large reduction in
enzyme activation by iloprost, and an increase in the EC,, of
iloprost in both cell lines. Similar results have been obtained
following pretreatment of NCB-20 cells with prostacyclin
agonists (Leigh & MacDermot, 1985), and we now describe a
similar phenomenon in NG108-15 cells. Furthermore, in both
cell lines [*H]-iloprost binding was decreased by iloprost
pretreatment, indicating reduced receptor numbers. It has pre-
viously been shown that the increase in ECs, for iloprost-
activated adenylate cyclase following iloprost pretreatment of
NCB-20 cells is due to the loss of spare receptors with no
change in receptor affinity (Leigh & MacDermot, 1985; Mac-
Dermot, 1986). Our results here confirm this finding, since we
also observed a decrease in prostacyclin receptor number and
apparently no change in the affinity of the ligand-receptor
interaction. The desensitization of iloprost-activated adenylate
cyclase in NG108-15 and NCB-20 cells appears therefore to
proceed by a similar mechanism, but the molecular events
involved remain obscure at present. However, by analogy with
the homologous loss of B-adrenoceptor responsiveness in
other tissues, possibilities include agonist-induced receptor
phosphorylation followed by internalization and/or down-
regulation (Sibley et al., 1987).

The two cell lines showed completely different patterns of
responsiveness with regard to basal and NECA or NaF acti-
vated adenylate cyclase following iloprost pretreatment. In
NG108-15 cells, iloprost pretreatment produced about a 30%
reduction in basal adenylate cyclase activity, as well as in
NECA and NaF activated enzyme activity. A similar heterolo-
gous loss of responsiveness has been demonstrated following
PGE, pretreatment of NG108-15 cells (Kenimer & Nirenberg,
1981) and iloprost pretreatment of human platelets (Edwards
et al., 1987; Jaschonek et al., 1988). The heterologous loss of
NECA or NaF responsiveness in NG108-15 cells was much
less than the homologous loss of iloprost responsiveness,
whereas the reduction in basal as well as NECA and NaF
stimulated adenylate cyclase activity was very similar, suggest-
ing a common mechanism for the heterologous effects. In
marked contrast to the findings in NG108-15 cells, iloprost
pretreatment of NCB-20 cells did not affect basal, or NECA
and NaF activated adenylate cyclase activity. Thus, even
though both cell lines share a common parent, the mouse
N18TG?2 neuroblastoma, and both express to a large extent
the same receptors, iloprost-induced heterologous desensi-
tization of adenylate cyclase-linked receptors is not seen in
NCB-20 cells.

Interestingly, the differences between the two cell lines were
not apparent when fold stimulation’ over basal was taken
into account. In both NG108-15 and NCB-20 cells, ‘fold
stimulation’ produced by iloprost was reduced by iloprost
pretreatment, whereas ‘fold stimulation’ produced by NECA
and NaF was unchanged. This is not surprising for NCB-20
cells where no heterologous effects were apparent. However, in
NG108-15 cells, although there were reductions in basal,
NECA and NaF stimulated adenylate cyclase activities, they
were all reduced proportionately, and thus no change in ‘fold
stimulation’ was observed. This finding illustrates an inter-
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esting difference between homologous and heterologous
desensitization in these neuroblastoma cell lines, and may
indicate the mechanism(s) involved. It seems that the loss of
iloprost responsiveness following iloprost pretreatment (i.e.
the reduction in maximal enzyme activation and ‘fold stimu-
lation’) is due to a large reduction in prostacyclin receptor
number in both cell lines. On the other hand, heterologous
loss of sensitivity to NECA or NaF (with no change in ‘fold
stimulation’) in NG108-15 cells pretreated with iloprost sug-
gests a different mechanism perhaps involving the G, protein.

This interpretation of the results is further elaborated by the
following considerations. First, there was an iloprost-induced
reduction in NaF-activated adenylate cyclase activity in
NG108-15 cells. Since NaF activates adenylate cyclase by
causing dissociation of the G, heterotrimer to G,, and G,g,
subunits, then the reduction in NaF activation of adenylate
cyclase must be due to an effect at or beyond the level of the
G, protein. Secondly, the reduction in NECA-activated adeny-
late cyclase activity following iloprost pretreatment of
NG108-15 cells was not accompanied by reduced ‘fold stimu-
lation’. This suggests that iloprost pretreatment of this cell line
does not affect the adenosine A, receptor or its ability to
couple to the G, protein, but rather that the relative activity of
G, has changed. (We have attempted to characterize [3H]-
NECA binding to NG108-15 membranes to investigate this
hypothesis, but have shown that the ligand predominantly
labels a site that is not the A, receptor in these cells; Keen et
al., unpublished observations). Thirdly, in experiments to
assess the abundance of the G,, protein using cholera toxin,
we observed the reduced [32P]-ADP-ribosylation of a 45kDa
protein from NG108-15 cells pretreated with iloprost. A
similar decrease was not evident in NCB-20 cells, and there-
fore a functional loss of G,, from the NG108-15 cell mem-
brane probably accounts for heterologous desensitization in
this cell line. Reductions in G,, have been observed in other
cases of heterologous desensitization of G, coupled receptors
(Kassis & Fishman, 1982; Garrity et al., 1983; Edwards et al.,
1987; Jaschonek et al., 1988). Other mechanisms are, however,
possible to account for some types of heterologous desensi-
tization, such as an increase in G; (Rich et al., 1984). The
means by which a functional loss of G,, occurs upon desensi-
tization is not known but possibilities include reduced tran-
scription of G,,, covalent modification of the polypeptide
(Jacquemin et al., 1986), or the physical loss of G,, from the
cell membrane.

Some comment is also required about the protein bands
labelled in the presence of cholera toxin and [32P]-NAD. In
some experiments using NG108-15 cells, two labelled bands
could be observed close to the 45kDa marker protein (Figure
8), although we were unable to deduce accurately the molecu-
lar weights of these bands. Cholera toxin-induced ADP-
ribosylation of 45 and 42 kDa proteins has previously been ob-

served in NG108-15 cell membranes (Milligan & McKenzie,

1988), so we may be observing the same phenomenon here.
One intriguing possibility is that these two proteins represent
different forms of G,, from mouse and rat, sequencing of
which has indicated small differences which might account for
the variation in molecular weight (Sullivan et al., 1986; Itoh et
al., 1986). However, some caution is required before accepting
this interpretation, as G,, does not align accurately on poly-
acrylamide gels according to its molecular weight(s) defined by
cDNA sequence (for review see Gilman, 1987).

The potential involvement of cyclic AMP-dependent
protein kinase in the functional loss of G,, remains unresolved
by these experiments. Since pretreatment of NG108-15 cells
with NECA produces only homologous desensitization (Keen
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