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Supplementary 1. Primers and annealing temperature 

mRNA Orientation 
 

Primers 5’           3’ 

Annealing 
temperature 

(°C) 

TLR2 
Forward GCTGCTCGGCGTTCTCTCAGG 

65 
Reverse TGTCCAGTGCTTCAACCCACAACT 

TLR3 
Forward ATTGGGTCTGGGAACATTTCTCTTC 

63 
Reverse GTGAGATTTAAACATTCCTCTTCGC 

TLR7 
Forward TCTACCTGGGCCAAAACTGTT 

63 
Reverse GGCACATGCTGAAGAGAGTTA 

TLR9 
Forward TTATGGACTTCCTGCTGGAGGTGC 

63 
Reverse CTGCGTTTTGTCGAAGACCA 

β-Actin 
Forward ATCTGGCACCACACCTTCTACAATGA 

60 
Reverse CGTCATACTCCTGCTTGCTGATCCAC 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Supplementary 2 

 

Supplementary 2. Morphology, phenotype and purity of MDDCs. CD14+ cells 

were differentiated for 6 days in the presence of 750 U / ml GM-CSF and 500 U / ml 

IL-4. In (A) the morphology of the cells is shown; they have extensions or dendrites 

(see arrows) and aggregate formation. Cells were harvested and stained to 

determine their phenotype by flow cytometry; (B) represents a representative 

example of 5 independent experiments on the way the flow cytometric analysis was 

done after the acquisition of 50,000 events. (C) Shows the accumulated 4 

independent experiments and the percentage of expression of the evaluated 

markers and the purity of the MDDCs 

 

 

 



Supplementary 3 

 



Supplementary 3. DENV-2 infection of the MDDCs induces alteration in the 

expression of TLRs. In (A) we show the gatting strategy to determine the 

expression density by quantifying the mean fluorescence intensity (MFI) of TLRs in 

the population. The MDDCs were stimulated with LPS (10ng / ml) or infected with 

DENV-2 (MOI 5) for 48 hours. After the stimulation the MDDCs were collected and 

the MFI for (B) TLR3, (C) TLR9, (D) TLR2, (E) and TLR4 was determined by flow 

cytometry using as control the MFI emitted by uninfected MDDCs after 48 hours of 

incubation. To determine the statistical differences between the groups we used a 

Kruskal-Wallis test, the error bars show the median and interquartile range. * p <0.05 

**, p <0.01, *** p <0.001; n = 3 

 

Supplementary 4 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

A. Possible VDRE in the TLR3 gene sequence 

B. Possible VDRE in the TLR7 gene sequence 



 

 

 

 

 

 

Supplementary 4. Prediction of possible VDRE in the TLR3, 7 and 9 gene 

sequence. With the help of the JASPAR database, VDRE prediction was performed 

on the promoter or coding sequence of the TLRs regulated by VitD supplementation, 

finding 10 possible binding sites for TLR3 (A), 7 for TLR7 (B) and 4 for TLR9 (C) 

C. Possible VDRE in the TLR9 gene sequence 


