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Peripheral blood leukocytes from 5 patients with Melkersson-Rosenthal syndrome (MRS)
were characterized with an immunoenzymatic staining technique utilizing ten different
mouse monoclonal antibodies to cell surface antigens. No gross abnormalities could be found
in the various T and B cell subpopulations. However, the proportion of cells expressing the
I1L-2 receptor was slightly increased, indicating the occurrence of activated lymphocytes in
the circulation. Furthermore, in all 5 patients a large proportion of a non-phagocytic, Leu-
M1-expressing, granulocyte-like cells of low density was found, probably reflecting the pres-
ence of activated granulocytes in the blood in MRS patients. The findings suggest that acti-
vation of both the lymphocyte and the granulocyte systems may be of importance in the
pathogenesis of MRS. (Reccived May 7, 1987.)

L. Ronnblom, Department of Internal Medicine, Central Hospital, S-961 85 Boden, Sweden.

The Melkersson-Rosenthal syndrome (MRS) is characterized by recurrent orofacial swell-
ings which subsequently lead to permanent, recurrent paralysis of the facial nerve and linqua
plicata (1). Cheilitis granulomatosa of Miescher. characterized by oro-facial lesions only, is
regarded as an oligosymptomatic form of MRS, since both show the same histopathological
changes (2, 3).

Neither the ctiology nor the pathogenesis of MRS is known. Laboratory studies of inflam-
matory parameters have shown that most MRS patients do not differ from healthy individu-
als (1, 3, Ronnblom et al., unpublished results). However, in some MRS patients, various
abnormalitics have been found, such as clevated immunoglobulin levels, moderate
leukocytosis, and slightly increased erythrocyte sedimentation rate. It has also been noted
that some MRS patients suffer from various allergic symptoms (3). Thus there are scanty
findings suggesting an involvement of the immune system in MRS,

In view of these observations we wanted to investigate the different cellular components
of the immune system in blood from MRS patients. In the present study we have charac-
terized the proportions of different peripheral blood leukocytes (PBL) from 5 patients with
MRS, using a panel of monoclonal antibodies. Antibodies to various subsets of T lympho-
cytes as well as to non-T cells have been used. An increased proportion of leukocytes express-
ing the interleukin-2 (IL-2) receptor was demonstrated. However, the most unexpected find-
ing was that of an atypical granulocyte.

MATERIALS AND METHODS

Patienis and controls

Five patients, considered to have MRS, were included in the study. The diagnostic criteria were recur-
rent orofacial swellings of the labial and/or the oral tissues and the presence of non-caseating epithelioid
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cell granulomas on histologic examination of tissue sections stained with hematoxylin-eosin and/or
pertodic acid-Schiff. No sign of disseminated granulomatous disease could be found. The disease dura-
tion varied from 5 to 40 years. In 4 of the patients the blood samples were collected during bouts of in-
creased disease activity. Normal blood donors served as controls.

Antisera

The monoclonal antibodics used for detecting cellular antigens and the present knowledge about their
specificities are summarized in Table [. The antibodics were used at a dilution of 1: 20 except for the pan-
B antibody (1 :10).

Surface marker studies

PBL were isolated from heparinized blood by centrifugation on Ficoll-Isopaque followed by treatment
of the cells with carbonylated iron powder to remove phagocytic cells (4). Immunocnzymatic staining
was then performed as described elsewhere (5). In short, the PBL were first fixed on glass slides using
1% paraformaldehyde. The slides were then incubated with the proper dilution of the monoclonal an-
tibody diluted in phosphate-buffered saline with 1% bovine serum albumin for 30 min. After washing,
the shdes were subsequently incubated with biotinylated horse anti-mouse 1gG diluted 1: 400 followed
by a complex of avidin and biotinylated horseradish peroxidase H and a carbazol-containing buffer ac-
cording to the instructions of the manufacturer (Vectastain; Kemila, Stockholm, Sweden). No staining
was observed when the primary antibody was omitted.

Statistics
Student’s r-test was used for the statistical analysis.

RESULTS

T lymphocyte subsets in MRS

Table II shows the proportion of PBL reacting with different T lymphocyte specific mono-
clonal antibodies in patients with MRS. No gross deviations in the relative frequency of T
cells or T cell subpopulations were recorded. However, the proportion of cells reactive with
the anti-IL-2 receptor antibody was slightly increased vis-d-vis PBL from normal blood
donors.

Antigenic markers on non-T-cells

All MRS patients had a normal B lymphocyte count as defined by the pan-B antiserum
(Table I1I). The proportions of cells expressing the HLA-DR antigen and cells reactive with

Table 1. Monoclonal antibodies used

Antibody Company Specificity
Ant-Leu-1 BD* T cells
Anti-Leu-2a BD T cytotoxic/suppressor cells

Ant-Leu-3a BD T helperfinducer cells
Anti-Leu-7 BD Large granular lymphocytes
Ant-Leu-MI BD Monocytes, granulocytes
Anti-Leu-M3 BD Monocytes

Anti-pan-B Dakopatts” B cells

OKIlal Ortho® HLA-DR

OKT® Ortho Transferrin receptor
Anti-IL-2 rec. BD IL-2 receptor

* Becton Dickinson Laboratory Systems, Stockholm, Sweden.

* Dakopatts. Hagersten, Sweden.

~ Drtho Diagnostic Systems, Sollentuna, Sweden.
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Leu-7 antibodies (including the natural killer cells) were also normal. The frequencies of
cells positive with OKT-9 and Leu-M3 antibodies were very low (1.4£1.3% and 0.8+1.3%,
respectively).

In contrast, a large proportion of the PBL were stained with a monoclonal antibody
against the M1 antigen (Table III). This antigen is restricted to granulocytes and monocytes.
Normally very few such cells are present in PBL prepared from normal blood donors. The
MI1-positive cells from the patients looked like neutrophil granulocytes on routine May-
Griinewald-Giemsa-stained specimens. They were also negative with the monocyte specific
antiscrum anti-Leu-M3 (results not shown). Thus, the Ml-positive cells noted are probably
granulocytes, but differ from normal granulocytes in having a lower buoyant density and
poor capacity to phagocytose iron powder. Furthermore, we noted weak HLA-DR expres-
sion on the Leu-MI-positive cells (results not shown).

Table I1. Proportions of different T lymphocyte subsets in peripheral blood leukocytes from
MRS patients

Proportion of cells positive for

Patient Leu-1 Leu-2a Leu-3a [L-2 rec.

no. ("ya) ("/’o) ("o) (O/n)

1 68 21 43 ND?

2 77 26 46 7

3 68 23 45 4.5

4 68 24 47 0.3

5 77 31 46 2.2

Patients T2+5(5)* 254 (5) 452 (5) 3.542.9(4)
Controls T76+8 (30) 29+9 (30) 496 (30) 0.5+0.5 (15)
p-value N§* NS NS <0.001

“ ND = Not done.
# Mean + SD (number of patients).
¢ NS = Not significant (p=>0.05).

Table III. Expression of non-T cell antigenic markers on peripheral blood leukocytes from
MRS patients

Proportion of cells positive for

Patient pan-B Leu-7 Leu-M1 OKlal
no. (%) (%) %) (%)

1 9 18 30 11

2 13 - 20 16

3 19 20 15 10

4 6 30 39 9

5 4 24 11 13
Patients 10£6 (5)° 19+ 9(5) 23411 (4) 123 (5)
Controls 11+5(10) 15+10(15) 1+ 1(10) 13£5(10)
p-value NS® NS <0.001 NS

¢ Mean = SD (number of patients).
" NS = Not significant (p=0.05).
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DISCUSSION

In the present study we have demonstrated that patients with MRS have an increased fre-
quency of PBLs expressing the 1L-2 receptor, although the proportions of T cells and T cell
subpopulations are normal. Furthermore, an atypical granulocyte is present in large numbers
in the blood from the patients.

The IL-2 receptor is a marker of activated T cells (6). Such cells also carry HLA-DR an-
tigens (7). We have previously demonstrated that the majority of the infiltrating cells in the
oral lesions in MRS are helper/inducer T ¢ells, although some T suppressor/cytotoxic lympho-
cytes are also present. Virtually all the mononuclear infiltrating cells carry HLA-DR anti-
gens, indicating local accumulation of activated T cells (8). Such a pattern is similar to that
found in other discases where immune reactions are thought to play an important role (9,
10). The finding of the IL-2 receptor expressing lymphocytes in the systemic circulation gives
further support to our carlicr conclusion that an activated immune system contributes to the
pathogenesis of MRS. The circulating activated lymphocytes indicate that the deviations in
the immune system are more general and ar¢ not limited to the oral lesions.

Although activated (IL-2 receptor bearing) T cells were present in the blood, the propor-
tion of HLA-DR-expressing lymphocytes was not increased. The reason for this is probably
that the number of activated HLA-DR-positive T cells was too low to significantly alter the
overall proportion of HLA-DR-bearing cells.

The large proportion of Leu-MI-positive polymorphonuclear leukocytes among the PBL
from patients with MRS was unexpected. Several features of these cells indicate that they are
activated granulocytes, i.c. have poor phagocytic capacity, low buoyant density and HLA-
DR expression (11). Activated T cells produce interferon-y which can induce HLA-DR ex-
pression on various cells (12). Therefore it is likely that the HLA-DR expression on the Leu-
M1-positive cells is caused by activated T cells.

Similar atypical granulocytes have also been found in other autoimmune and infectious
diseases (12; and Sjoberg, unpublished results). Therefore it is possible that the occurrence
of activated granulocytes in the peripheral blood is a common finding in discases charac-
terized by chronic granulomatous Iesions or in other longstanding inflammatory conditions.

In conclusion, our data suggest that activation of both the lymphocyte and the granulocyte
systems plays an essential role in the development of MRS. This is further supported by the
presence of similar changes in other discases of suspected autoimmune origin or in which de-
viations in the immune system are important.
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A Case of Confluent and Reticulate Papillomatosis (Gougerot-Carteaud)
with an Unusual Location
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A 15-year-old female with a brown hyperkeratotic plaque in the pubic region confirming
with the diagnosis of confluent and reticulate papillomatosis (CRP) is presented. The lesion
disappeared rapidly after 3 weeks of treatment with S0% propylene glycol in water. The
ctiological role of Pityrosporum orbiculare in CRP is discussed. Key words: Pityrosporum
orbiculare; Propylene glvcol. (Received July 9, 1987.)
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Sweden.

Confluent and reticulate papillomatosis (CRP) was first described by Gougerot & Carteaud
in 1927 (1). It consists of grayvish-brown pigmented papules that later coalesce, most often
localized in the intermammary and interscapular regions, neck and abdomen. It usually
starts shortly after puberty, primarily in females. The lipophilic yeast Pityrosporum
orbiculare, the course of pityriasis versicolor has been associated with CRP (2, 3). The
etiology remains unclear but many observations are in favour of the role of P. orbiculare in
CRP (4). Several investigations now indicate that P. orbiculare and P. ovale are round and
oval variations of the same lipophilic yeast (2, 4).

CASE REPORT

A 15-year-old girl was admitted to the Department because of a brown hyperkeratosis in the pubic
region (Fig. 1). She had had the lesion for one year. It consisted of a brown reticulated and




