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Supplementary figure 1. Plasmid construction and luminescence measurements. Name of each construction and nucleotide sequences of the linker used for each receptor (A). Comparison of luminescence intensity 2 min after substrate addition. HEK293 cells were transiently transfected with pR_LucN1, and total luminescence was measured 2 min after the addition of 5 µM coelenterazine H using a Fluostar Omega plate reader. RLU: Relative Luminescence Units.
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Supplementary figure 2. Primer sequences. Table showing the sequences of primers used for each gene analysed by qPCR. NM gene reference is also shown. 
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El contenido generado por IA puede ser incorrecto.]Supplementary figure 3. Phosphorylation of intracellular kinases after VIP treatment. Immunoblot analysis of phosphorylated CREB, ERK1/2, Lck, p38α, PLCγ1 and PRAS40 in Jurkat cell lysates after 1, 5, 15, 40 and 120 minutes of treatment with 10-8 M VIP. Non-phosphorylated proteins and GAPDH were used as loading controls. Graphs show the ratio of phosphorylated to non-phosphorylated protein.
Supplementary figure 4. Western Blot antibodies. Table listing all antibodies used for western blot analyses. The percentage of acrylamide used for each protein detection and the amount of protein loaded, as well as the antibody dilutions are shown.   
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Supplementary figure 5.  Transcription factors and cytokines pattern in Jurkat cells. mRNA expression of TBX21, RORC and GATA3 transcription factors and TNF, IFNG, IL10, IL4 and IL2 cytokines was determined by semiquantitative real-time PCR analysis in Jurkat, J-OEV1 and J-OEV2 cells. Results are expressed as relative mRNA levels (normalized to SDHA mRNA levels, 2−ΔCt). The mean ± SEM of triplicate determination from five independent experiments are shown. Results are expressed as relative mRNA levels (normalized to SDHA mRNA levels, 2−ΔCt) in Jurkat cells.
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Supplementary figure 6. Transcription factors and cytokines pattern in transfected Jurkat cells. mRNA expression of the transcription factors TBX21, RORC and GATA3, as well as the cytokines TNF, IFNG, IL10, TNF, IFNG, IL10, IL4 and IL2 was determined by semiquantitative real-time PCR analysis in Jurkat and empty vector-transfected Jurkat cells. Results are expressed as relative mRNA levels normalized to SDHA mRNA levels (2−ΔCt). Data represent the mean ± SEM of triplicate determinations from one representative experiment.
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Construction | Geneofinterest Fusion tag Linker
PVIPR1_RLuc NM_004624.4 RenillaLuciferase | GGGGSPPVAT
pVIPR2_RLuc NM_003382.5 RenillaLuciferase PPVAT
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NM Gene

Gene | Primer Sequence(5-3’) R
Forward AGAACTCAAACCTCTGGAGGAAG
L2 NM_000586.4
Reverse GCTGTCTCATCAGCATATTCACAC
Forward ATTGCCGTGACTGCCTACCAGA
Tbx21 NM_013351.2
Reverse GGAATTGACAGTTGGGTCCAGG
Forward GAGTGTGGAGACCATCAAGGAAG
IFNG NM_000619.3
Reverse TGCTTTGCGTTGGACATTCAAGTC
Forward CTCTTCTGCCTGCTGCACTTTG
TNF NM_000594.4
Reverse ATGGGCTACAGGCTTGTCACTC
Forward CCGTAACAGACATCTTTGCTGCC
L4 NM_000589
Reverse GAGTGTCCTTCTCATGGTGGCT
Forward TGAAAACAAGAGCAAGGCCG
1o NM_000572.3
Reverse CACTCATGGCTTTGTAGATGCC
Forward ACCACAACCACACTCTGGAGGA
GATA3 NM_001441133.1
Reverse TCGGTTTCTGGTCTGGATGCCT
Forward TTTTCCGAGGATGAGATTGC
RORC NM_005060.4
Reverse CTTTCCACATGCTGGCTACA
Forward TTGTCTTTGGTCGGGCATGT
SDHA NM_004168.4

Reverse

TTCTTCCCCAGCGTTTGGTT
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Target Molecular Acrylamide Protein Manufacturer Catalog Sorer Antibody
protein Weight (kDa) ry(o/) loaded (pg) number Concentration
)
p38a 12 30 Bio-Techne AF8691 Rabbit 1:400
Phospho- %
P 12 30 Bio-Techne MABBE91 Mouse 1:500
p38a
LCK 6 30 Bio-Techne MAB37041 Mouse 1:2500
Phospho- %6
LC?( 6 30 Bio-Techne MAB7500 Mouse 1:5000
PLCy1 6 30 Bio-Techne MAB3288 Mouse 1:350
150
Phospho 6 30 Bio-Techne MAB74541 Rabbit 1:7000
PLCy1
Phospho- . )
PRAS40 40 10 30 Bio-Techne MAB6890 Mouse 1:1000
CREB 10 10 Cell Signalling 9197 Rabbit 1:1000
43
Phospho- . . j
CREB 10 10 Cell Signalling 9198 Rabbit 1:1000
ERK 1/2 10 10 Cell Signaling 9102 Rabbit 1:1000
Phospho- 4442
ERK 1/2 10 10 Cell Signaling 4370 Rabbit 1:1000
GAPDH 36 - 30 Merck ABS16 Rabbit 1:5000
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