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centrations used in skin prick tcsting. Phazet@ (Nycomed, 
Oslo, Norway) was used in SPT for all allergens. except for 
egg white. which was prepared as described. 

Skin prick test (SPT) 

SPT was performed using Phazct-histamine� as the positive 
refercnce ( I HEP), dcfined as + + +: and Phazet-ncgative!> 

as the negative reference. Reactions that were half the hista
mine-reference (defincd as +-'-) or stronger, wcre recorded 
as positive (7). 

Patch 1es1s 

Patch tests were performed using Finn Chambers® (Epitest 
Ltd .. Helsinki, Finland), applying the various allergens at 
clinically normal skin on the back for 72 h. Two chambers 
served as controls. both containing the cream without any 
allergens added. In the passive transfer experiments thc 
chambers wcre removed aftcr 2, 6, I 2. 72 and 120 h for 
recording of the rcactions. Following the first four recordings, 
i.e. 72 h. the allergens were reapplied at the same test sites. 

The patch-test reactions were recorded as +: erythema.
-'- +: eryt hema and papules/oedema and + + +: erythema.
papules/oedema and vesicles.

Urticarial reactions observed in the passive I ransfer experi
ments were exprcssed as the products of the two widest pcr
pendicular diameters of the wheals measurcd in mm. 

Pa.ssiue 1ransfer test 

The recipient was a non-allergic voluntcer (one of the au-
1hors) being negative in SPT 10 1imo1hy. birch and egg whitc 
and wi1h total IgE in serum less than 10 U/ml. Each of the 
four R. S.-scra were used for intradermal infiltration of three 
ditTcrcnt sites on the velar aspeet of the forearm. caeh site 
being infiltrated with 0.1 ml serum. Infiltration with the 
untreatcd R. S.-serum in a skin area thal was not patch-
1ested. served as a comrol. 24 h later. allergen preparations
containing timothy-pollcn. birch-pollen and egg white were
applied so thal each of the thrce allergens were tested againsl 
each of thc four sera. As control, the allergens were also 
applied in skin areas that had not bccn infiltrated with R. S.
serum. All tests were read blindly.

Separa1ion of PBMC

PBMC were separatcd by means of notation on Lympho
prep® (Nycomed. Oslo. Norway) as deseribed by B0yum (8).

Cell cu/wre 1echniq11es 

Lymphoprep-isolated PBMC. in medium R PMI-1640 with L· 
glutamine (Gibco Bio-Cult. Glasgow. Scotland) supplemem
ed with penicillin. streptomycin and 20% pooled human 
serum, from 8 patients with atopic dermati1is and positive 
SPT as well as patch tests to some of the various allergens.
and 3 controls, were incubated with various dilutions (rangc 
I mg/ml-1-10 mg/ml) of timothy-pollen, birch-pollen, house
dust mite (D. farinac). cladosporium herbarum and hen's egg 
white allergens in round-bottomed microtitre plates (5· 10• 
and 10' cells per well) for 6 days in a hum id 5 % C02 atmos
phere. 3H-thymidine was added 18 h before harvesting with a
semi-automatic multiple cell culture harvester (Skatron. Lier
byen, Norway). Incorporation was measured by means of a
liquid scin1illa1ion countcr and expressed as mean :': SD of 
triplicates. PBMC culrnres without antigen servcd as negative

controls. and cultured with PPD as positive controls. All the 
patients were tuberculin sensitized through vaccination. 
PBMC from tuberculin sensitive individuals cultures with 
purified protein derivative of tuberculin (PPD) scrvcd as 
additional positive controls. 

lmmunohistochemica/ studies 

Biopsy specimcns were taken from a positive EPR to timo
thy-pollen in one of the patients (S. R.) and the passively 
transferred EPR to birch-pollen. The samples were embedded 
in OCT (Tissue Tek). snap-frozen in liquid nitrogen and 
storcd al -20°C. 

Cryostat sections of the skin biopsy samples were incubat
ed with the various monoclonal antibodies in Lhe alkaline 
phosphatase anti-alkaline phosphatase (APAAP) staining 
technique as described by Cordcll ct al. (9). The numbers of 
positively stained cells were estimated in a light microscope. 

Radio-allergosorbe111 test ( RAST) and Paper 
immu11osorbe11t tes/ (PR/ST) 

Specific and total JgE in serum wcre determined by means of 
RAST and PRIST. respectively. according 10 the recommcn
dations of the manufacturer (Pharmacia, Uppsala. Sweden). 

RESULTS 

EPR 

Positive EPR were recorded in 6 patients (17%) (Ta

ble I). Except for a weak EPR to house dust mite in 

one patient, all othcr reactions were accompanicd by 

positive reaction to the same allergen in SPT. 

Total and allergen-specific lgE in R. S.-serum 

The results from determination of total and allergen

specific IgE in the 4 difTerent R. S.-sera. are presented 

in Table Il. The results show that the adsorption of 

lgE using PRIST discs. significantly reduced both 

total- and specific-IgE levels. Adsorption of specific 

lgE using RAST discs did. however. only reduce the 

concentration of lgE specific for the allergen on ihe 

absorbing discs. 

Slimufation of PMBC with the various allergens 

No stimulation was obiained with the PBMC from 

the patients with a range of concentrations of the 

various allergens. whilc stimulation was obtained af

ter stimulation with PPD. 

lmmunohistochemical studies of posi1i1·e EPR 

The immunohistochemical studies of the EPR dem

onstrated a dermal infiltrate consisting of approxi

mately 90% T-cells. with a slight predominance of 

CD4 positive cells as compared to CD8 positive cells. 

Approximately 90% of the cells in the dermal infil

trate were HLA-DR positive. and about 10% carried 










