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RT-qPCR  

Cell cultures were prepared in the same manner as for microscopic studies. Total RNA was extracted  

using Trizol Reagent (Invitrogen). mRNA was converted to cDNA via RevertAid Reverse Transcriptase  

(Thermo Scientific) according to the manufacturer’s instructions with Oligo(dT)16 primers (Genomed).  

cDNA was then mixed with gene-specific primers (Table ESM1, Genomed) and Luminaris Hi Green qPCR  

Master Mix (Thermo Scientific) for PCR amplification using an Eco Real-Time PCR System (Illumina).  

Amplifications were carried out in 10 μl reaction solutions containing 5 μl Luminaris Hi Green, 1 μl  

cDNA and 0.3 μM of each specific primer pair. PCR conditions were 95oC for 10 min followed by 40  

cycles of 95oC for 15 s, 60oC for 30s and 72oC for 30 s. The specificity of each pair of primers was checked  

by melting curve analysis (95oC for 15 s, 55oC for 15 s and continuous raise in temperature to 95oC at  

1oC /3 s). Each assay was performed with technical duplicates. Transfections, RNA extraction, and RT- 

qPCR experiments were performed in three independent experiments. In order to check if specific  

primers were not compatible with other Gαi cDNAs, cross reactions were carried out.   
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The G protein mRNA expression was determined by analyzing the threshold cycle for each primer set  

in material from both transfected HEK293 cells and non-transfected HEK293 cells (control). The data  

were analyzed with the ΔΔCq method with the efficiency correction (Pfaffl method) and presented as  

fold change in gene expression normalized to an endogenous GAPDH gene and relative to the  

endogenous expression in non-transfected control.    

  

Table ESM1. Pairs of primers used in qPCR reactions  

Gene target Forward primer Reverse primer 

Gαi1 AAGCCTGTTTCAACAGATCCCGAGAG CACTCTAGTTCTGAGAACATCTTGTTGAGTC 

Gαi2 CCGAGGAGGAATGCCGGCAG CTCGGCGGTGCAGGACAGTG 

Gαi3 AGCAGGAGTGATTAAACGGTTATGGCG GCTGAGTTGGAATGTAGTTAGACTGGGA 

Gαs CTGAGGATGCTACTCCCGAGCC AGTAGTGACGCCCATCTCCACTGG 

GAPDH CAACAGCGACACCCACTCCTCC  GGTCTTACTCCTTGGAGGCCATGTG 

    

The relative expression of three different Gαi subunits coexpressed with the D2R is comparable.  

There is no significant difference in the mRNA expression level in cells overexpressing Gα subunits  

and D2R receptor and those overexpressing also Gβ1 and Gγ2 subunits of G proteins. The fold change  

in Gαs mRNA level, used as a control protein in this study, is smaller in comparison to Gαi subunits  

because of the fact, that the endogenous expression level of this protein is higher (1).   
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Figure ESM1. Relative gene expression. Total mRNA was extracted from HEK293 cells transiently  

transfected with Gα-mCitrine and D2R-mCherry or Gα-mCitrineβ1γ2 and D2R-mCherry and used in RT- 

qPCR experiments. Data are presented as a logarithm of the relative gene expression compared with  

non-transfected cells. Error bars are SEM, unpaired T-test showed no significant differences.  
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