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Histamine H; receptors on adherent rheumatoid
synovial cells in culture: demonstration by radioligand
binding and inhibition of histamine-stimulated
prostaglandin E production by histamine

H, antagonists
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SUMMARY Histamine H, receptors have been demonstrated on adherent rheumatoid synovial
cells using biochemical and radioligand binding assays in vitro. The addition of histamine (17-8
umol/l) to nine primary cultures of adherent rheumatoid synovial cells resulted in a two- to
21-fold increase in the production of prostaglandin E (PGE). This increase was inhibited by three
H, receptor antagonists (mepyramine, tripelennamine, and chlorpheniramine) in a dose related
manner at concentrations below 107® mol/l. Competitive binding assays with [*HJmepyramine
gave EDs, values of approximately 107> mol/l for the three H, antagonists. H, receptor
antagonists (cimetidine and ranitidine) did not inhibit the histamine induced increase in PGE and

did not compete effectively with the binding of H, antagonists.

Rheumatoid synovial tissue produces high levels of
prostaglandin E (PGE), which has been implicated
in the pathophysiology of inflammatory joint
disease.! The cellular interactions and factors in-
volved in the increased production of PGE in the
arthritic joint are poorly understood, but in vitro
studies have shown that the mononuclear cell
product interleukin 1 greatly increases PGE produc-
tion by cultured rheumatoid synovial cells (RSC).?
We have recently shown that histamine also in-
creases PGE production from cultures of synovial
fibroblasts and human articular chondrocytes, an
observation especially pronounced after preincu-
bation with interleukin 1.° Since mast cells are
reported to be present in increased numbers in
rheumatoid synovium*® and increased histamine
concentrations have been measured in rheumatoid
compared with osteoarthritic synovial fluids® it
would seem that histamine has the potential to act in
vivo.

The action of histamine on cells is mediated by at
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least two distinct types of receptor,’ and our earlier
studies have shown that the histamine stimulation of
PGE production is mediated via the H; type.® In the
present study we have examined the susceptibility of
this process to inhibition by various concentrations
of three H, antagonists using primary cultures of
RSC. We report here the affinity of these antagonists
for the H, receptor and their ability to inhibit the
histamine stimulation of prostaglandin E synthesis.

Materials and methods

Materials were obtained from the sources given by
Taylor et al.® with the addition of the following:
[*H]PGE, and [*H]mepyramine were obtained from
Amersham International, Amersham, Bucks, UK;
anti-PGE serum was obtained from Miles Labs
Ltd, Slough, UK; recombinant murine interleukin 1
(IL1) was a generous gift from Roche Products Ltd,
Welwyn Garden City, Herts, UK. One unit of IL1
activity induces 50% maximal proliferative response
in thymocyte costimulation assay.

CELL CULTURE
Rheumatoid synovial tissue was obtained from
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remedial synovectomies and knee arthroplasties of
patients with classic rheumatoid arthritis. The tissue
was dissociated enzymatically as described pre-
viously,” and adherent synovial cell cultures were
established in plastic wells of 16 mm diameter (24
wells/plate; Nunc, Denmark) in Dulbecco’s modi-
fied Eagle’s medium (DMEM) supplemented with
10% (v/v)fetal calf serum (FCS) containing penicillin,
streptomycin, and amphotericin. These adherent
cell cultures represented a mixed population classi-
fied morphologically as fibroblastic, dendritic, and
macrophagic'® and were used for experiments within
seven days. The cells were cultured and maintained
during the experiments at 37°C in a water saturated
atmosphere at 5% (v/v) CO; in air. The cells were
washed three times with Hanks’s balanced salt
solution before adding the treatments. After one or
two hours the culture media were removed and
stored at —20°C for prostaglandin E (PGE) assay.
Total cell protein, prepared by a 6% (w/v) perchloric
acid precipitate of the cells, was measured by the
method of Lowry et al.!

PROSTAGLANDIN E STUDIES

PGE was measured in culture media by radio-
immunoassay'? using an antiserum with similar
specificity towards the prostaglandins E, and E, and
charcoal coated with dextran to - separate bound
from free."> The antiserum was diluted in assay
buffer (50 mM phosphate, 0-15 M NaCl, 0-1% (w/v)
bovine serum albumin, and 0-05% (w/v) sodium
azide at pH 7-4), and 100 pl was added to the same
volume of sample and [*H]PGE,. After 90 min at
4°C 1 mg of dextran coated charcoal was added to
each tube, which after vortex mixing was incubated
for a further 10 min at 4°C. After centrifugation at
1500 g for 10 min at 4°C the supernatant was
decanted and counted in a liquid scintillation spectro-
meter connected to a Beckman DP 5500 curve fit
processor. The sensitivity of the assay was 5 pg when
determined by two standard deviations at zero dose.

RADIOLIGAND BINDING STUDIES

Radioligand binding assays were performed on
rheumatoid synovial cell monolayers derived from
seven specimens. To obtain sufficient cells for
repeated measurement subcultures were established
with conventional trypsin treatment and replating at
reduced density. One consequence of using subcul-
tured cells (from two weeks to several months) was
that they assumed a uniform fibroblastic morphol-
ogy. The binding experiments were performed on
confluent monolayers in plastic wells of 35 mm
diameter (six wells/plate; Costar, USA) at a temper-
ature of 4°C. The multiwell plate was supported on a
porous, stainless steel platform covered with a film

of ice water in an ice bath. Growth medium was
removed and the cells were washed with 3 ml of ice
cold binding buffer (125 mM triethanolamine, 25 mM
MgCl,, and 5 mM histidine at pH 7-0) and allowed
to equilibrate in this buffer for 30 min on ice.
Binding experiments were initiated by replacing
with 09 ml of the same buffer containing
[*Hjmepyramine (10 nmol/) with or without hista-
mine antagonist. After 90 min the medium was
removed and the cells were rapidly rinsed three
times with a total of 6 ml of ice cold binding buffer.
The cells were detached by incubation at 37°C with
0-1% (w/v) trypsin in Hanks’s balanced salt solution
and were quantitatively transferred to vials for
liquid scintillation counting. Initial binding experi-
ments confirmed that at 4°C [*H]mepyramine bind-
ing reached equilibrium by one hour and was
unchanged during the following three hours. The
proportion of radioligand bound by cells which
received only the [*H]mepyramine was between
20% and 30% of the total (10° cpm) antagonist
added. All treatments were performed in duplicate or
triplicate and cpm bound differed by less than 10%.

Although the total cell protein content per well
showed variation with different cell cultures (between
179 pg and 322 pg protein/well), within a single
experiment the variation in cell protein/culture well
was consistently less than 5%.

Results

HISTAMINE EFFECTS ON PGE PRODUCTION
Histamine (17-5 pmol/l) caused an increase in PGE
production when added to nine different prepara-
tions of primary RSC cultures. This represented a
two- to 21-fold increase of control values, but the
magnitude of the response was larger for those cell
cultures with alow level of PGE production (Table 1).
The histamine stimulation of PGE production was
prevented by the H, receptor antagonist mepyramine,
whereas a much higher concentration of the H,
antagonist cimetidine had little inhibitory action
(Table 2). Further evidence that this PGE response
induced by histamine is mediated by a receptor of
the H; type was obtained using lower concentrations
of mepyramine and two other H,; antagonists,
chlorpheniramine and tripelennamine. These agents
all reduced the histamine stimulated PGE produc-
tion at concentrations below 10~ mol/l in a dose
related manner (Fig. 1). This experiment was
repeated with five different RSC cultures and the
results obtained suggested the antagonists all had a
similar potency. The highest concentration of each
H, antagonist used in the experiments, when added
without histamine, did not significantly change basal
PGE production by the RSC.
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Table 1 Effect of histamine on PGE production by 71
primary cultures of adherent RSC
RSC PGE (nglhimg protein) 64 &
sample
Control Histamine Fold
(DMEM) (17-8 umolil) increase
399 15-08 (0-62) 85-66 (6-95) 5-7 S
400 425 (0-34) 49-02 (3-82) 11-5
405 23-16 (1-77) 88-05 (4-76) 3-8 -
406 48-62 (1-96) 100-67 (2-84) 2-1 <
409 18-61 (0-99) 41-50 (0-92) 22 2
410 17-26 (1-54) 53-76 (3-16) 31 o
411 18-:32 (3-72) 74-53 (3-35) 4-1 §
421 32-12 (2-31) 69-05 (2-82) 22 3-
429 4-08 (0-51) 86-30 (2-52) 21-2
RSC were grown for three to seven days. The culture medium was
removed and the cells were washed as described in the ‘Materials 24
and methods’ section before adding DMEM for one to two hours.
Results are mean (SEM) for triplicate or quadruplicate determin-
ations. The PGE production stimulated by histamine was greater
than control at p<0-005 for all samples. 14
o
Table 2 Effect of H, and H, antagonists on histamine 0- f T T 9
stimulated PGE production by a primary culture of 75 7.0 65 6.0
adherent RSC -Log|lant . Il(mol/l)z.
Treatment :;G/E p Fig. 1 Effect of H, antagonists on the histamine stimulated
g/himg protein) : X . A
_ PGE production by primary rheumatoid synovial cell
DMEM 4-25 (0-34) cultures. Primary cultures of RSC were grown for seven
Histamine (17-8 umol/l) 49-02 (3-82) days. The culture medium was removed and cells were
Histaminc (17-8 umoVl/l)+mepyramine washed as described in the ‘Materials and methods’ section
(1-3 pmoll) ) 10-11 (1-04)* before adding DMEM for 90 min. O=DMEM;
Histamine (17-8 umol/l)+cimetidine A =DMEM-+ histamine (17-8 pmolil);
(40 pmolrl) 41:30 (5-01) O=DMEM + histamine (17-8 umol/l) + mepyramine;
Mepyramine (1-3 umol/l) 4-04 (0-44) @=DMEM-+hi ine (17-8 1)+ chlorpheni L
Cimetidine (40 pmol/l) 2:91 (0-34) = istamine (17-8 umoll/l)+chlorpheniramine;

RSC were grown for seven days. The culture medium was removed
and the cells were washed as described in the ‘Materials and
methods’ section before adding DMEM for one hour. Results are
mean (SEM) for quadruplicate determinations. *p<0-0005 when
compared with histamine alone.

[PH]MEPYRAMINE BINDING TO RSC

Seven preparations of subcultured RSC bound
substantial amounts of [*H]mepyramine, which at
an antagonist concentration below 107> mol/l was
only displaced by unlabelled mepyramine and two
other H, antagonists. Incontrast, ahuman melanoma
cell line (DX3-azaC-LT5.1)"* under identical culture
and experimental conditions bound only a fraction
of the radioligand bound by the RSC (Fig. 2).
Higher concentrations of [*H]mepyramine resulted
in increased binding to the cells, and this showed no
signs of being saturated at 200 nmol/l. The binding
of [*H]mepyramine to RSC was reversible, less than
5% of that originally bound being left after a 10 min

A =DMEM+histamine (17-8 wmol/l) +tripelennamine.
Resultsaremean (SEM) (bars) for triplicate determinations.

incubation with 3 mM unlabelled mepyramine
(result not shown). Preincubation of the RSC for
20 h with murine recombinant IL1 (12 units/ml) or
human interferon-y (10 units/ml) had no effect on
the amount of [*H]mepyramine subsequently bound
by the cells, suggesting that ‘activation’ of rheumatoid
synovial fibroblasts did not result in an increased
expression of H, receptors (results not shown).

SPECIFICITY (DRUG COMPETITION) STUDIES
To measure the relative binding affinity of different
histamine receptor antagonists EDs, values were
calculated from competitive binding curves using
[*H]mepyramine. The EDs, value is the dose of
unlabelled ligand yielding 50% displacement of the
labelled ligand [*H]mepyramine and was calculated
using the polygonal program on a Beckman DP 5500
processor. Fig. 3 is an example of the type of
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Fig. 2 Displacement by unlabelled mepyramine of

[ H]mepyramine bound to rheumatoid svnovial fibroblasts
and a human melanoma cell line. The curve shows the
amount of [*H]mepyramine bound by the two cell tvpes as

a function of the amount of unlabelled mepyramine added.
The [*H]mepyramine binding was performed as described
in the *Materials and methods’ section, using the same tracer
preparation for both the RSC (O) and the human melanoma
cell line (@).

o

/mg prot.)

3 8 R

L L J
(o]

[ +]
1

CPM bound (x103
<P

4
2
OJ ) T T T 1
0 6 5 4 3 2
-Log, [Chiorpheniramine] (mol /1) i
Fig. 3 Displacement by chlorpheniramine of

[ H]mepyramine bound to rheumatoid synovial fibroblasts.
The curve shows the amount of [*H|mepyramine bound by
the svnovial fibroblasts as a function of the amount of
chlorpheniramine added. The [*H]mepyramine binding
was performed as described in the *Materials and methods’
section. The arrow shows the EDs, value obtained for this
experiment.

curve obtained and it shows the displacement of
[*H]mepyramine binding by the H, antagonist chlor-
pheniramine. Of the various agents tested, only the
H, antagonists had EDs, values below 10™* mol/l
(Table 3). In contrast, histamine and the H,

Table 3 EDs, values for competition of [*H]mepyramine
binding 1o rheumatoid synovial fibroblasts

Agent Acton D,
(wmoll)
Mepyramine H, antagonist 253 (4:5)
Tripelennamine H, antagonist 283 (47
Chlorpheniramine H, antagonist 297 (1-6)
Histamine H,. H, agonist =10 000
Ranitidine H, antagonist >10 000
Cimetidine H- antagonist >10 000

The binding of |[*H]mepyramine and the EDx, calculation were
performed as described in the experimental section. The values are
mcan (SEM) of determinations performed on three different RSC
preparations for cach antagonist.

antagonists ranitidine and cimetidine had negligible
effects. and histamine even at 107~ mol/l failed to
produce a 50% reduction in binding.

Discussion

The addition of histamine to primary cultures of
adherent rheumatoid synovial cells significantly
increased the rate of PGE production. The varia-
tions in magnitude of the histamine response were
mainly dependent upon differences in control PGE
values rather than those obtained after histamine
exposure (Table 1). The variations in control PGE
values for each of the nine RSC cultures may have
several explanations. for example. the different
proportions of fibroblasts and macrophages. the
time elapsed after initial plating, and the extent of
“activation” by non-adherent cells before washing. as
well as the availability of the prostaglandin substrate
arachidonic acid. An important contribution by the
latter was recently reported for the histamine
stimulated PGE production by subcultured synovial
fibroblasts.” Moreover. as arachidonic acid is re-
leased from endogenous phospholipids by phospho-
lipase A,. an enzyme activated by Ca™", it is of
interest that histamine acting via H, receptors has
recently been relported to increase free Ca®™™ in
endothelial cells.”

The involvement of H; receptors in the present
study was shown by using specific histamine H,
antagonists. Whereas mepyramine, chlorphenir-
amine, and tripelennamine all reduced the hista-
mine-stimulated PGE production at concentrations
below 107" mol/l in a dose related manner, a 40-fold
higher concentration of the H, antagonist cimetidine
had no effect. Moreover. specific binding of H,
antagonists to the cells was demonstrated with
[*H]mepyramine. which bound to all the RSC
preparations tested. The bound radioligand was
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displaced preferentially by other H; antagonists, but
not by histamine or the H, antagonists cimetidine
and ranitidine even at very high concentrations
(1072 mol/1). The human melanoma cell line DX3-
azaC-LT5.1," cultured under identical experimental
conditions, failed to bind [*H]Jmepyramine, an obser-
vation that essentially excludes the possibility of
non-specific binding of [*H]mepyramine to RSC.

Specific binding of [*H]mepyramine to histamine
H, receptors has previously been demonstrated m
homogenates of guinea pig brain'® and muscle
and also for human mononuclear cells'® and rat
cardiomyocytes.!” The similar EDs, value obtained
from competitive binding experiments for the three
H, antagonists corresponds with their similar potency
for preventing the histamine-stimulated PGE pro-
duction by RSC. The EDs, values calculated for
chlorpheniramine and mepyramine in this study are
similar to those reported for the characterisation of
histamine H, receptors on human lung.?’ Indeed,
several classes of H; antagonist-binding sites have
been reported in human lung, some with low affinity
for 3 H]me?yramme having a dissociation constant
around 10~ an observation that may explain the
failure to obtam binding saturation with 200 nM
[*]mepyramine in the present study.

The monocyte-macrophage product interleukin 1
(IL1) has a number of stimulatory effects on
cultured RSC which include mcreased prostaglandin
E and collagenase production,! enhanced hyaluro-
nate synthesis,?! and even morphological changes.?
Exposure of RSC to murine IL1 (at concentrations
which increased both PGE and collagenase produc-
tion) did not affect [*HJmepyramine binding. A
similar observation was made with the lymphokine
interferon-y which has been found to increase class
II antlgen expressron and inhibit collagen synthesis
by RSC in culture.? Despite the failure of IL1 and
interferon-y to increase H, receptor expression, the
former was found to amplify the histamine stlmu—
lated PGE response of synovial fibroblasts,® an
observation possibly explained by the reports that
histamine mcreases the availability of arachidonic
acid in RSC? and that protein synthesis stimulated
by IL1 is essential for enhanced prostaglandin
expression.

Conventional treatments for inflammatory joint
disease usually attempt to control prostaglandin
production by the use of non-steroidal anti-
inflammatory drugs. This report shows that mixed
primary RSC cultures, and specifically rheumatoid
synovial fibroblasts, possess histamine H; receptors
which when stimulated produce increased amounts
of PGE. Human articular chondrocytes also possess
H; receptors (unpublished data), and an increased
distribution of mast cells has been reported in
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rheumat01d synovium® > and at sites of cartilage

erosion.” With recent reports of raised histamine
levels in rheumatoid synovial fluids® it may be an
opportune time to reconsider the potential use of
both histamine H; and H, antagomsts m the
management of inflammatory joint disease.?®
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