
Title:  IgG from atopic individuals can mediate non-atopic infant thymic 

and adult peripheral CD8+ TC2 skewing without influence on TC17 or 

TC22 cells 

Supplemental Methods: 

SPT, serum anti-allergen IgE determination and collection of blood 

samples 

The SPTs were performed in accordance with European standards 

(Heinzerling et al., 2013) with an adapted panel of allergens that included the 

profile of Brazilian allergens (i.e., Dermatophagoide farinae, Dermatophagoides 

Pteronyssimus, Blomia tropicalis, Gallus gallus domesticus, Litopenaeus 

vannamei, Farfanepenaeus subtilis, Farfanepenaeus paulensis, Sus scrofa 

domesticus, Bertholletia excels, Arachis hypogaea, Aspergillus fulmigatus, 

Penicillium notatum, Alternaria Alternata, Cladosporium herbarum, Blatella 

germânica, Periplaneta Americana, Avena nativa, Hordeum vulgare,  Tricicum 

aestivum, Gallus gallus domesticus, Solenopsisi invicta, Culex pipiens, Canis 

familiaris Felis domesticus and Bos Taurus) as described previously by our 

group (Sgnotto et al., 2017a). We excluded patients who used antihistamines, 

glucocorticosteroids or certain other systemic drugs that can influence the SPT 

results within 15 days before the test. We also excluded volunteers with severe 

eczema or dermographism. 

Serum‐specific IgE antibodies have been measured with a multiplex 

immunoblot assay (EUROLINE Inhalation 2 - EUROIMMUN AG, Lubek, 

Germany). The tested extracts were: Dermatophagoide farinae, 

Dermatophagoides Pteronyssimus, Aspergillus fulmigatus, Penicillium notatum, 

Alternaria Alternata, Cladosporium herbarum, cat, dog, horse, guinea pig, 



rabbit, hamster, timothy grass, cultivated rye, alder, birch, hazel, mugwort, 

english plantain and cage bird mix (budgerigar, chicken, canary bird and 

goose). 

IgE determination was performed according to the specifications of the 

EUROLINE Inhalation 2 Kit (EUROIMMUN, Lubek, Germany) to obtain 

semi‐quantitative results.  

After confirmation of the individual atopic state, blood samples were 

obtained from each individual via venepuncture. 

 

Separation of human PBMC and thymocyte suspensions 

PBMC and thymocyte separations were performed using Ficoll-Paque 

Plus (GE Healthcare, Sweden) after centrifugation, as previously described by 

our group (Sgnotto et al., 2017b). Cell viability was assessed by flow cytometry. 

 

Determination of human total IgG subclasses 

Total IgG subclasses were measured according to the specifications of 

the BINDARID Radial Immunodiffusion Kit (RID - Binding Site, UK). Briefly, 5 L 

of each purified IgG pool was applied to a subclass-specific RID plate and 

incubated at room temperature for 72 hours. Ring diameters were measured, 

and the concentrations were determined using a reference table provided in the 

kit. Calibrators supplied with the kit were used as controls. 

 

IgG purification 

IgG was purified from pooled serum samples according to the 

specifications of the Melon Gel IgG Spin Purification Kit (Thermo, USA) and as 



previously described by our group (de Oliveira et al., 2017; Lira et al., 2018). All 

samples were collected, sterilized, and stored at -80°C for subsequent use in 

cell culture experiments. The IgG concentration was determined using 

Coomassie Protein Assay Reagent (Pierce, USA) according to the 

manufacturer's instructions. The purity of IgG, evaluated by SDS-PAGE, was 

above 95%. IgA, IgE, and IgM were undetectable on samples after purification.  

 

Additional Cell culture methods aspects 

For cell viability analysis, extracellular staining was performed as 

described above, and cells were incubated with Live/Dead (PE-Texas red) 

fluorescent reagent (ThermoFisher, USA). All extracellular and intracellular 

analyses were performed using viable cells. 

 

Additional flow cytometry methods aspects 

To standardize intracellular cytokine detection, we applied stimulation 

with PMA and ionomycin for 6 hours as a positive control(Freer and Rindi, 

2013). As a negative control, we used ex vivo-stained cells. Positive controls 

induced 4- to 6-fold percentages of all evaluated cytokines on TCD8 cells with 

similar mean fluorescence intensity (MFI) levels. In contrast, in the negative 

controls, the rates of all evaluated cytokines on TCD8 cells were 0.5% or 

smaller.  

Compensation for the instrument was performed using microbeads 

adsorbed with anti-mouse antibodies (CompBeads, BD Biosciences) and their 

conjugated antibodies. Acquisition of 300,000 events per sample was 

conducted in the lymphocyte quadrant (as determined by ratio size/granularity) 



on an LSRFortessa cytometer (BD Biosciences, USA), and analysis was 

performed using FlowJo software 10.1 (Tree Star). 

All antibodies were titrated to determine the optimal concentration for 

specific staining. Cell gating was based on the isotype control values and the 

FMO setting. 

 

Statistical analysis 

Comparisons among the evaluated groups were performed ANOVA 

method to compare all pairs of columns. Statistical significance was defined as 

a p-value <0.05 determined using GraphPad Prism software (CA, USA). 
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