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Methimazole and generation of oxygen radicals by
monocytes: potential role in immunosuppression

A P WEETMAN, MARY E HOLT, A K CAMPBELL, R HALL, A M McGREGOI

Abstract

A study was conducted investigating the possibility
that the immunosuppressive action of methimazole
(the active metabolite of the antithyroid drug carbi-
mazole) might be due to an effect on the production of
oxygen radicals by monocytes. Techniques comprised
measurement of luminol dependent chemoluminescence
in monocytes and a spectrophotometric assay for pro-
duction of hydrogen peroxide.

The results showed definite inhibition of formation
of oxygen radicals by resting and stimulated monocytes,
which may explain the immunosuppressive action of
the drug in Graves’ disease. The findings also suggest
that the formation of oxygen radicals and the initiation
of the immune response may be closely related.
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Introduction

Phagocytic and chemotactic stimuli such as opsonised zymosan
and phorbol muyristate acetate provoke a respiratory burst in
macrophages and polymorphonuclear leucocytes characterised
by an increase in oxygen consumption, activation of the hexose
monophosphate shunt, and generation of oxygen radicals.!
Formation of superoxide anion (O,"), the first of these radicals,
is apparently catalysed by a membrane bound reduced form of
nicotinamide adenine dinucleotide phosphate oxidase and a
unique b cytochrome.! * This is followed by dismutation of O, "
to hydrogen peroxide (H,O,) and various further reactions which
yield the highly reactive oxygen metabolites hydroxyl radical
(OH"), singlet oxygen (*O,), and hypochlorite anion (OCI-).?
Although the role of these active oxygen species in microbial
killing and cytotoxicity is established,® * their possible effects
on other immune responses such as antibody production have
received much less attention.

We recently showed that methimazole, the active metabolite
of the antithyroid drug carbimazole, is an immunosuppressant
which inhibits antibody production by an action on antigen
presenting monocytes.® We have now investigated the possibility
that this might be due to an effect on the production of oxygen
radicals by these cells, since intracellular peroxidase is linked
to the uptake of methimazole by cells® and inhibition of peroxi-
dase within the thyroid follicular cell has been proposed as the
primary mechanism of the drug’s antithyroid activity.” In this
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study luminol dependent chemoluminescence® and production
of H,0, were used to estimate the formation of oxygen radicals
by monocytes in the presence and absence of methimazole.

Materials and methods

Monocytes (>-70°;, pure) were prepared from peripheral blood
as described,” suspended in HEPES (N-2-hydroxyethylpiperazine-
N'-2-ethanesulphonic acid) buffered Krebs medium (HEPES
25 mmol/l (600 mg/100 ml), NaCl 120-3 mmol/l (703 mg/100 ml),
KCI 4-8 mmol/l (35-8 mg/100 ml), KH,PO, 1-2 mmol/l (16:3 mg/
100 ml), CaCl, 1-3 mmol/l (144 mg/100 ml), MgSO, 1-2 mmol/l
(14-4 mg/100 ml)), pH 7-4, and stored on ice. Fewer than 3¢ of the
cells were neutrophils. Opsonised zymosan (20 g/l) was prepared
by the method of Easmon ez al using a 1/1 vol/vol dilution of human
serum incubated at 37°C for 30 minutes followed by extensive
washing.®

Monocyte luminol dependent chemoluminescence was measured
using a purpose built luminometer with discriminator interfaced to
a dual floppy disc computer. Between 0-5x 10* and 1-0 x 10% cells
were preincubated for five minutes at 37°C with luminol 0-02 mmol/l
(350 1g/100 ml; 0-2°, vol/vol dimethylsulphoxide) with or without
methimazole 0-02-1-0 mmol/1 (0-23-11-4 mg/100 ml) in 500 1 HEPES
buffered Krebs medium. The sample was placed in the light tight
housing of the luminometer at 37°C and the background (unstimu-
lated) chemoluminescence measured as counts per 10 seconds. The
stimulus (opsonised zymosan or phorbol myristate acetate) was then
added in 500 ;1 HEPES buffered Krebs medium at 37°C and the
rate of light emission over the next five minutes—measured as lumi-
nescence counts per 10 seconds—presented graphically by the
computer. During a four hour experiment the background and peak
height of the stimulated response of monocyte luminol dependent
chemoluminescence decreased by mean values (SD) of 13-5 (4)°,
and 11-4 (5), an hour respectively. Results were therefore expressed
as a percentage of the expected values derived by interpolation from
the time course.

The effect of methimazole on extracellular peroxidase and H,O,
production by monocytes was investigated by spectrophotometry.'?
After adherence for two hours to 96 well flat bottomed tissue culture
plates, monocytes (0-5 X 10° per well) were incubated at 37°C for
one hour with phenol red 0-56 mmol/l (phenolsulphonpthalein;
210 mg/100 ml) in dextrose buffered saline containing horseradish
peroxidase 19 U/ml with or without phorbol myristate acetate
200 nmol/1 (12 ng/100 ml) as a stimulus. Estimation of the absorbance
at 600 nm with an automatic eight channel spectrophotometer
(Titertek) after the addition of 10 ul 1-0M NaOH gave an estimate
of H,0, production. The effect of methimazole on the horseradish
peroxidase in the medium was estimated by adding H,O, 10 or
100 umol/l (34 or 340 xg/100 ml) to wells without monocytes. All
results were expressed as percentage change in the mean absorbance
of triplicates from control values, the controls being (a) wells without
cells or added H,O, (for the effect on extracellular peroxidase) and
(b) wells with cells but no added stimulus (for the effect on H,O,
production).

Results

After an initial lag of 30 seconds stimulation produced a rapid
increase in monocyte luminol dependent chemoluminescence, with
an initial peak at 60-70 seconds (fig 1). After a slight reduction in the
rate of light emission a second phase occurred, reaching a maximum
at 300 seconds. The amount of opsonised zymosan which produced
a half maximal response (1 g/lI) was estimated and used thereafter.

Preincubation of monocytes with methimazole at 37°C for five
minutes before the addition of opsonised zymosan produced a de-
crease in background and stimulated chemoluminescence (fig 1), a
preferential decrease in the size of the second phase of the response
being seen when the percentage inhibition produced by the drug
was calculated (fig 2). In the presence of methimazole 100 umol/l
(1-14mg/100 ml) background chemoluminescence and the second phase
of the response to stimulation were inhibited by mean values (SD)
of 45 (1:7)% and 59 (1-7)% respectively. This inhibition could not
be accounted for by any effect of the drug on cell viability estimated
by staining with ethidium bromide-acridine orange, concentration of
adenosine triphosphate in the cells, or release of lactate dehydro-
genase (all within 10%, of control values). Preincubation of monocytes
with methimazole 20-400 mol/l (0-23-4-5 mg/100 ml) before their
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stimulation with phorbol myristate acetate 200 nmol/l also inhibited
Jnonocyte luminol dependent chemoluminescence, methimazole 100
pmol/l producing a 509, inhibition of the maximum height of the
chemoluminescent response to this stimulus.

Methimazole produced a dose dependent inhibition of horseradish
peroxidase, leading to a mean change of 57 (SD 8)%, in absorbance
when exogenous H,0, was added in the presence of methimazole
100 pmol/l (fig 3). When monocytes were stimulated with phorbol

Opsonised
zymosan

Counts/s

100s

FIG 1—Chemoluminescent response of 1X 10® monocytes after
addition of opsonised zymosan in absence (heavy line) and
presence (dotted line) of 100 umol methimazole/1 (1-14mg/100 ml).

100+
804
% 60+
Inhibition
40
207
0 20 50 100 200 (

Methimazole (umol /1)

FIG 2—Percentage inhibition of background (@) and second
phase (300 seconds after stimulation) ( O) chemoluminescent
responses of 1X10® monocytes stimulated with opsonised
zymosan in presence of increasing concentrations of methimazole.
Bars represent SEM.

Conversion: SI to traditional units—Methimazole: 1 pumol/lx
114 4g/100 ml.
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FIG 3—Effect of methimazole on percentage change in phenol red absorbance
in response to H,;O;. Solid line shows effect of methimazole on horseradish
peroxidase alone after addition of 100 umol (A ) and 10 pmol (©O) H;O,/1
(340 and 34 pug/100 ml). Dotted line shows effect of methimazole on phorbol
myristate acetate stimulated H;O, production by monocytes from two
subjects. Bars represent 1SD.

Conversion: SI to traditional units—Methimazole: 1 umol/lxz11-4 ug/
100 ml.
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myristate acetate, however, the inhibition produced by methimazole
was greater than could be accounted for by its effects on the peroxidase
in the medium: 100 gmol of the drug/l produced a decrease of
74 (5)% and 94 (4)% of the control value in two experiments (fig 3).

Discussion

These results show that methimazole at concentrations
fourd in the thyroid glands of patients with Graves’ disease
treated with carbimazole!! inhibits production of oxygen radicals
by monocytes. The precise mechanism by which methimazole
inhibits resting and stimulated monocyte luminol dependent
chemoluminescence requires further investigation. This in-
hibition could not be explained by effects on cell viability,
metabolism, stimulatory capacity, quenching of luminol
excited state, or decreased light transmission. Similarly the
trivial neutrophil contamination and shape of the luminol
dependent chemoluminescence response curves indicated that
these effects were truly on monocytes, although neutrophil
chemoluminescence in response to chemotactic peptide is also
inhibited by methimazole (data not shown). Methimazole may
produce these effects by oxygen radical scavenging or by in-
hibiting production of oxygen radicals, which is in part catalysed
by a peroxidase.'? Spectrophotometric studies showed that the
drug may inhibit peroxidase in a cell free system (which is the
proposed mode of its action in the thyroid cell) and also reduce
production of H,O, by monocytes. Support for an oxygen
scavenging role comes from studies in which methimazole
scavenged OH- radicals in sympathetic nerve terminals.’®* The
inhibition of monocyte luminol dependent chemoluminescence
may therefore be the result of both mechanisms, the net result
of which is a decreased concentration of at least one of the
oxygen radicals.

We found an effect of methimazole within minutes of its
addition to monocytes. This time scale was appropriate to the
action of the drug on antigen priming of monocytes, which
subsequently leads to ‘diminished antibody production,® and
we have shown elsewhere that methimazole has no effect on
antigen uptake by itself.’* The luminol dependent chemo-
luminescence response appears to be associated with production
of oxygen radicals either outside the cell or within the phago-
some,'® so that the ambient external rather than internal con-
centration of the drug may be critical in the inhibition which
we observed. This is supported by the rapidity of the effect.
Methimazole, however, would be expected to be taken up by
monocytes. These cells contain peroxidase, which is important
in accumulation of the drug,® and polymorphonuclear leucocytes
(whose luminol dependent chemoluminescence response is also
inhibited by the drug) take up methimazole actively during
phagocytosis.!® A direct immunosuppressive effect of methi-~
mazole on lymphocytes has been excluded,® and these cells
do not take up the drug,'’ probably owing to their lack of per-
oxidase.® We therefore propose that methimazole inhibits pro-
duction of oxygen radicals by monocytes (via scavenging or
peroxidase catalysed synthesis or both) and that this phenome-
non may be related to the immunosuppressive action of the drug
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in vivo and in vitro. There are many possible mechanisms by
which interference with generation of oxygen radicals might
subsequently modulate the immune response, including effects
on the generation of monokines, catabolism of antigen, and
cytotoxic potential.® Besides their clinical implications, the
results suggest a role for oxygen radicals in triggering immune
responses, which requires further elucidation.
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ONE HUNDRED YEARS AGO The Liverpool Echo, of the 15th
instant, contains a clever article upon the abuse of medical charity.
The writer admits the existence of the abuse but urges that the work-
ing classes are driven to the hospitals by the high scale of fees deman-
ded by the medical men. “Why,” he asks, ‘“‘should doctors all live in
big houses, drive carriages, and live expensively ?”> But if the writer
really thinks that all medical men live expensively, he is very much
mistaken; and if he will study the scale of fees by which most practi-
tioners work, we are sure he will agree with us, that there is not much
room for cutting down medical charges, if the business of a medical
man is still to be reckoned among the learned professions. It is not in

this direction that we must look for the remedy of the abuse of medical
charity. And, as this course is out of the question, we must turn as the
writer suggests, to the establishment of reliable provident dispensaries.
Herein lies the true solution of the difficulty. Let Liverpool follow the
example ot Manchester, and set on foot a comprehensive system of
provident dispensaries, only taking care to avoid those faults which
have been pointed out in the Manchester Provident Dispensaries
Association. Thus it is that, by endeavouring to create an improved
provident dispensary, we shall best remove the abuse of medical
charity, and bring good medical attendance within the reach of the
working classes. (British Medical Fournal 1884;i:179.)



