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Supplementary Figure S1. Predicted membrane topology of Rhopr-
SKR-1’s seven transmembrane domains in Rhodnius prolixus (via
TMHMM server 2.0).
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Supplementary Figure S2. Predicted membrane topology of Rhopr-
SKR-2’s seven transmembrane domains in Rhodnius prolixus (via
TMHMM server 2.0).
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Supplementary Figure S3. Amino acid sequence alignment for the R. prolixus sulfakinin
receptors’ transcripts, aligned via Clustal Omega, with homologous receptors. Following the
60% majority rule, identical amino acids are highlighted in black, whilst conserved amino acids
are shaded in grey. The seven putative transmembrane domains are indicated via red bars.
Dashes were utilized to introduce gaps to maximize homologies. The sequenced used consisted
of Rhodnius prolixus receptor 1 (GenBank: MK513659) and receptor 2 (GenBank: MK513660),
Tribolium castaneum sulfakinin receptor 1 (GenBank: AGK29938.1) and receptor 2 (GenBank:
XP_972750.1), Drosophila melanogaster sulfakinin receptor 1 (GenBank: NP_001097023.1)
and receptor 2 (GenBank: NP_001097021.1), Anopheles gambiae sulfakinin receptor (GenBank:
AAR28375.1), Periplaneta americana sulfakinin receptor (GenBank: AAX56942.1),
Nilaparvata lugens CCK-like receptor (GenBank: XP_022184688.1), Dendroctonus ponderosae
CCK-like receptor (GenBank: XP_019756917.1), Nicrophorus vespilloides CCK-like receptor
(GenBank: XP_017773275.1), Athalia rosae CCK-like receptor (GenBank: XP_012254014.1),
Neodiprion lecontei CCK-like receptor (GenBank: XP_015517254.1), Pediculus humanus CCK-
like receptor (GenBank: XP_002433137.1), Bactrocera dorsalis CCK-like receptor (GenBank:
XP_011198391.1), Ooceraea biroi CCK-like receptor (GenBank: EZA56385.1), Drosophila
persimilis CCK-like receptor (GenBank: XP_002026780.1), Homo sapiens CCK receptor 1

(GenBank: NP_000721.1) and receptor 2 (GenBank: AAA91831.1).
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Supplementary Figure S4. Luminescence response of forskolin
and dibutyryl cAMP (dbcAMP) for Rhopr-SKR-1 transiently
expressed in HEK293/CNG cells. Figure displays kinetics of
response activation at 5-second intervals for a total of 30

seconds.
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Supplementary Tables

Supplementary Table S1. Primer sequences utilized to generate the complete Rhopr-

SKR-1 and Rhopr-SKR-2 sequences (5’ to 3°).

pPDNR (Containing cDNA Library) Plasmid-Specific Primers

pDNR-Forl GTGGATAACCGTATTACCGCC
pDNR-For2 ACGGTACCGGACATATGCC
pDNR-Rev25 GTGGATAACCGTATTACCGCC

Rhopr-SKR-15 Region Amplification

SKRI1-Revl CGAAATCTTTTAGTAAGGATCCA
SKR1-Rev2 ACACATTTGTTACAGTTCTCATTCC
SKRI1-Rev3 CCAGGCCAAGTAAAAAGATGATT

Rhopr-SKR-1 3' Region Amplification

SKR1-Forl GAAGCTGGTAAAGTACAAATTCC
SKR1-For2 GCAGTTTCTGACATATTACTTGG
SKR1-For3 CTAAAAGATTTCGTGTTTGGAC

Rhopr-SKR-2 5 Region Amplification

SKR2-Forl TGGTAACAGTGCGCATTCT
SKR2-For2 GCCAAAACTAAGGAATTACCAAC
SKR2-For3 CCACTGCCATTATCACTGC

Rhopr-SKR-2 3 Region Amplification

SKR2-Revl

TGTCTTTAGTGTGGAATTCGC

SKR2-Rev2

AGCGAAGGAGCGTATATAATATTTC

SKR2-Rev3

GTCCTGTTGATGATTCCGTTAT




Supplementary Table S2. Primers used for the insertion of Rhopr-SKR-1 and Rhopr-
SKR-2 into the mammalian expression vector pIRES2-ZsGreenl with the restriction sites

bolded and the kozak sequences underlined (5’ to 3°).

Rhopr-SKR-1

Rhopr-SKR-1 Fwd | TACGCAGAGCTCGCCACCATGTTGCCAAATGAATCTTG

Rhopr-SKR-1 Rvrs | TCAGCTTGATCCTTTTTCTTCCCGCGGTTATTA

Rhopr-SKR-2

Rhopr-SKR-2 Fwd | ATTATAGAGCTCGCCACCATGCGGAACAACACTGAA

Rhopr-SKR-2 Rvrs | CTAAACTCGCTCTTCCTTTTCTACCGCGGTTATTA




Supplementary Table S3. Primer sequences utilized to measure spatial distribution of the
transcripts for the Rhopr-SKRs and Rhopr-SKs via Reverse transcriptase quantitative

PCR (RT-qPCR), as well as those utilized for the housekeeping genes (5’ to 3°).

Rhopr-SKR-1

Rhopr-SKR-1 qPCR Fwd | GAAGCTGGTAAAGTACAAATTC

Rhopr-SKR-1 qPCR Rvrs | CGAAATCTTTTAGTAAGGATCCA

Rhopr-SKR-2

Rhopr-SKR-2 qPCR Fwd | TCCAAGCTGTTTCAGTATCAGTAG

Rhopr-SKR-2 qPCR Rvrs | GCGAATTCCACACTAAAGACA

Rhopr-Housekeeping Genes

a-TUB Fwd GTGTTTGTTGATTTGGAACCTACAG
a-TUB Rvrs CCGTAATCAACAGACAATCTTTCC
B-Actin Fwd AGAGAAAAGATGACGCAGATAATGT
B-Actin Rvrs ATATCCCTAACAATTTCACGTTCG
Rp-49 Fwd GTGAAACTCAGGAGAAATTGGC
Rp-49 Rvrs AGGACACACCATGCGCTATC

Rhopr-SK (peptides transcript)

Rhopr-SK qPCR Fwd AGCCAGCTGAAAGGAGATCA

Rhopr-SK qPCR Rvrs GGTAAAGAATTGGCCATGGTCT




Supplementary Table S4. Primer sequences utilized to generate double stranded RNA

templates of Rhopr-SKR-1, Rhopr-SKR-2, and Rhopr-SK, or the ampicillin resistance

gene (ARG) (5’ to 3°).

Rhopr-SKR-1

T7 Rhopr-SKR-1 Fwd

TAATACGACTCACTATAGGGAGAGAAGCTGGTAAAGTACA

AATTC

Rhopr-SKR-1 Rvrs

CGAAATCTTTTAGTAAGGATCCA

Rhopr-SKR-1 Fwd

GAAGCTGGTAAAGTACAAATTC

T7 Rhopr-SKR-1 Rvrs

TAATACGACTCACTATAGGGAGACGAAATCTTTTAGTAAG

GATCCA

Rhopr-SKR-2

T7 Rhopr-SKR-2 Fwd

TAATACGACTCACTATAGGGAGATCCAAGCTGTTTCAGTAT

CAGTAG

Rhopr-SKR-2 Rvrs

GCGAATTCCACACTAAAGACA

Rhopr-SKR-2 Fwd

TCCAAGCTGTTTCAGTATCAGTAG

T7 Rhopr-SKR-2 Rvrs

TAATACGACTCACTATAGGGAGAGCGAATTCCACACTAAA

GACA

Rhopr-SK (SK peptides)

T7 Rhopr-SK Fwd

TAATACGACTCACTATAGGGAGAATAATGGGTAGCAGCTTCC

Rhopr-SK Rvrs

GCATACACTCCACTTATAATTCCTCTAATTTAT

Rhopr-SK Fwd

TAATACGACTCACTATAGGGAGAGCATACACTCCACTTATAA

TTCC

T7 Rhopr-SK Rvrs

ATAATGGGTAGCAGCTTCCTAATCAC
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