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Abstract.

To contribute to a better understanding of the molecular bases of the circadian biological rhythms in Chagas

disease vectors, in this work we identified functional domains in the sequences of the clock protein PERIOD (PER) in
Rhodnius prolixus and Triatoma infestans and analyzed the expression of the PER gene at mRNA level in T. infestans. The
PER protein sequences comparison among these species and those from other insects revealed that the most similar
regions are the PAS domains and the most variable is the COOH-terminal. On the other hand, the per gene expression in
nervous tissue of adult T. infestans varies with a daily canonical rhythm in groups of individuals maintained under
photoperiod (light/dark, LD) and constant dark (DD), showing a significant peak of expression at sunset. The pattern of
expression detected in LD persists under the DD condition. As expected, in the group maintained in constant light (LL), no
daily increase was detected in per transcript level. Besides, the presence of per transcript in different tissues of adult
individuals and in nervous tissue of nymphs evidenced activity of peripheral clocks in adults and activity of the central

clock in nymphs of T. infestans.

INTRODUCTION

The Chagas disease or American trypanosomiasis, con-
sidered among the most important neglected tropical dis-
eases, is a serious parasitic endemic illness in terms of its
social and economic impact and affects 6-7 million people in
Latin America and the Caribbean.! The disease is caused by
infection with the protozoan Trypanosoma cruzi (Kinetoplas-
tida, Trypanosomatidae), transmitted by the blood-sucking
insects of the subfamily Triatominae (Hemiptera, Reduviidae).
In South America, among the main species vectors of Chagas
are Triatoma infestans and Rhodnius prolixus.? Because there
are no effective vaccines against T. cruzi, most efforts to
control the disease is focused on eliminating vector pop-
ulation using pyrethroid insecticides. However, the goals of
current vector control policies are compromised by several
factors, including the abundance of other vector species and
the extension of endemic areas, which hampers regularity in
entomological surveillance.® In addition, resistance to pyre-
throid insecticides has been reported as a fact that renders
difficult vector control strategies.* Chronobiological studies
could be a novel and relevant aspect that might contribute to
the development of more effective control programs. The
circadian regulation of insect activity is an area of behavioral
science particularly relevant for the understanding of epide-
miology related questions as it affects the time and the degree
of contact between either the vector and the host or the vector
and insecticide-sprayed surfaces.

Endogenous or circadian clocks make the temporary co-
ordination between biological processes and environmental
cycles. These clocks keep time even in the absence of external
signals, although the environmental cycles are needed to
synchronize the clocks and activate certain rhythmic processes
at appropriate times.® In animals, circadian clocks reside in a
variety of tissues (brain, sensory structures, internal organs,
etc.) and are organized forming a highly interdependent
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hierarchical network in which a central oscillator sends tem-
poral information to the peripheral oscillators.> Among the
most important external signals or synchronizers (Zeitgebers)
are light/dark (LD) alternation, the variation in environmental
temperature, the availability of food, and social interaction.®®
In Drosophila melanogaster the clock is composed of two
“loops” interrelated by feedback, period/timeless loop (per/
tim loop) and clock loop, encoded by the period (PER), time-
less (TIM), clock, and cycle genes.®

Circadian rhythms of triatomines, with a periodicity of ap-
proximately 24 hours, have been extensively studied in the
adults of R. prolixus and T. infestans. In both species, these
rhythms seem to control basic biological processes such as
reproduction, foraging, breeding, oviposition, dispersion, and
host-seeking.'®'* The LD and temperature cycles, and the
presence of a host seem to be important Zeitgebers.'® The
nocturnal activity patterns displayed by these bugs are gen-
erally bimodal. The first peak occurs just after dusk and cor-
responds to host-seeking activities, whereas the second is at
dawn, interpreted as an effort by the insect to search for an
appropriate daytime shelter. 31517

In R. prolixus were found four groups of photosensitive
clock cells expressing the clock proteins PER and TIM
rhythmically.'® Their clock neurons are probably homologous
to the side and dorsal neurons of D. melanogaster and are
possibly responsible for controlling the rhythms in locomotor
activity.'® Lateral neurons of R. prolixus exhibit robust rhythms
in the abundance of the PER and TIM proteins, with a peak in
the dark phase.?®?! This clock receives outside information
and generates rhythmicity in the release of neurohormones as
prothoracicotropic hormone, providing temporal information
to the peripheral oscillators.'®

In our laboratory was detected daily variation in T. infestans
expression of glycerol-3-phosphate dehydrogenase (GPDH),
the enzyme that plays a central role in the metabolism of flight.
It was demonstrated that GPDH isoforms present a pattern of
temporal expression, tissue-specific, differentiated by sex,
and show changes in relation to temperature and the amount
of intake.?222 |n flight muscles of adult T. infestans under dif-
ferent conditions of photoperiod, the expression of GPDH
isoforms presented rhythmic variations differentiated by
sex.’* GPDH-1 , the isoforminvolved in the energetic metabolism
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of the flight, showed a rhythmic expression profile and
synchronized in constant darkness, suggesting an endog-
enous clock regulation. The knowledge of the temporal
structure and the underlying molecular mechanisms of the
biological clock in triatomine insects could contribute to a
better understand of their metabolic rhythms, nocturnal
activity, and dispersion. To investigate the molecular bases
of the circadian rhythms, we explored the biological central
clock at the molecular level in triatomine insects. With this
purpose, we identified functional domains in the sequences of
the clock protein PER in R. prolixus and T. infestans and ana-
lyzed the PER gene expression at mRNA level in T. infestans.
The PER mRNA level was determined in the nervous tissue of
adult specimens under different dark/light regimes. Besides, it
was investigated at sunset the presence of PER transcript in
different tissues of adult individuals and in nervous tissue of
fifth instars’ nymphs restrained under photoperiod.

MATERIALS AND METHODS

Laboratory colony. The laboratory colonies were initiated
with individuals collected from Chuia, Ischilin Department,
Coérdoba Province, Argentina (30°28' S, 64°40’ W), during May
2010. The specimens were reared at 28°C + 1°C at a relative
humidity of 60-70% and fed 60 minutes on chickens, one time
every 2 weeks after molt. Because fifth instar nymph stage,
T. infestans individuals were maintained under the different
dark/light regimes. The heads (nervous tissue), thoracic
muscles, gonads, and fat bodies were extracted between 40
and 45 days after molt from female and male specimens
pooled separately. The tissues were dissected under aseptic
conditions and stored in liquid air (-194°C). For the circadian
studies, the adult heads were excised every 4 hours over
24 hours. Three experimental groups were subjected either to
1) LD cycle, 2) constant light (LL), and 3) constant dark (DD).
The LD cycle group consists of 12 hour light and 12 hour
darkness. Time of day was reported in 24-hour zeitgeber time
(ZT) with ZT12 (20:00 hour) defined as time of lights off and ZTO
(08:00 hour) defined as end of the dawn transition under the LD
cycle. For LL and DD groups subjective day was reported
between ZT0 (08:00 hour) and ZT12 (20:00 hour).

Analysis of the clock protein PER. The deduced PER
protein sequences were obtained from the genoma of R. prolixus
(GenBank, SuperContig KQ034059: 5,280,851-5,304,066) and
from a transcriptoma of T. infestans (GenBank accession num-
ber: JAC18341.1), using the program BLAST x.v.2.1.14.2°

To identify conserved functional domains, an alignment was
carried out with the deduced PER protein sequences from
R. prolixus, T. infestans, and those from D. melanogaster (Gene-
Bank accession number: NP_525056.2), Cimex lecticularis
(GeneBank accession number: BAG07407.1), Riptortus
pedestris (GeneBank accession number: BAG07407.1),
Blatella germanica (GeneBank accession number: AAN02439.2),
Gryllus Bimaculatus (GeneBank accession number: BAG48878.1),
and Laupala paranigra (GeneBank accession number:
ADQ24377.1) using Clustal W Omega program (Analysis Tool
Web Services from the EMBL-EBI, 2013). The sequences were
analyzed with databases of GeneBank accessible on the
website of NCBI SWISSPROT.

Amplification and sequencing of per gene fragments.
Total DNA was isolated from 1 to 5 mg of R. prolixus and
T. infestans thoracic muscles. The extraction was performed

using the purification kit MasterPure™ DNA following the
manufacturer’s instructions (Complete DNA Purification
Kit, Epicentre Biotechnologies, Madison, WI). Amplification
of per gene fragments of R. prolixus and T. infestans was
carried out by polymerase chain reaction (PCR), using primers
designed from the per gene coding regions characterized
in R. prolixus (Fper1: 5'-AACGGTTACACGCACATCGG-3',
Rper1: 5'-CCGTGGTTTTCGGTTTACTGT-3’, Fper2: 5'-
CGTCTCCAGTACTTGAACCAGAA-3', Rper2: 5'-AGGTTTGG
TAATCTCGTCCATTAGA-3'). As a positive control of reaction, it
was amplified a fragment of $-actin gene with primers AF2:
5'-ATTGCCCCACGCCATCCTT-3" and AR2: 5'-AGCGGTAGC
CATTTCCTCTTCA-3'. PCR amplifications were carried outina
Thermocycler (MyCycler; Bio-Rad, Hercules, CA) in 25 uL of a
solution containing 1 uL of DNA, 0.2 uM of each specific primer,
0.5 U of Taqg Platinum DNA polymerase (Invitrogen, Carlsbad,
CA), 0.2 mM dNTPs, 1.5 mM MgCl,, and 2.5 uL of 10x PCR
Buffer minus M (Invitrogen). The PCR was performed with initial
denaturation at 94°C for 5 minutes, followed by 35 cycles at
94°C for 30 seconds, 45 seconds of annealing gradient, 72°C
for 1 minute, and a final incubation at 72°C for 7 minutes. The
PCR products (10 pL) were separated by electrophoresis on
a 10-cm 1.5% agarose gel (Tris-acetate EDTA buffer, pH 8)
containing 0.5 pg/mL of ethidium bromide. Digital images
were obtained under ultraviolet illumination with a Chemi
Doc System (Bio-Rad). After the PCR products were purified, they
were sent for direct sequencing to the Genomics Unit/Node CATG
National Genomics Platform, Institute of Biotechnology (CICVyA-
INTA’s, Buenos Aires, Argentina). Sequences were reviewed with
the software Chromas (version 1.45) and analyzed using the
resources mentioned in the section “ldentification and anal-
ysis of the sequence of PER gene in R. prolixus.”

Phylogenetic relationship. Phylogenetic analysis was
conducted to investigate evolutionary relationships among
the deduced PER protein from R. prolixus, the putative PER
protein recently identified in T. infestans (GeneBank accession
number: JAC18341.1), and other selected sequences from
R. pedestris (GeneBank accession number: BAG07407.1),
C. lectularius (GeneBank accession number: XP_014250733.1),
B. germanica (GeneBank accession number: AAN02439.2),
Pediculus humanus corporis (GeneBank accession number:
XP_002426301.1), G. bimaculatus (GeneBank accession num-
ber: BAG48878.1), L. paranigra (GeneBank accession number:
ADO24377.1), Rhyparobia maderae (GeneBank accession
number: AGA01525.1), Apis mellifera (GeneBank accession
number: NP_001011596.1), D. melanogaster (GeneBank ac-
cession number: NP_525056.2), Belgica antarctica (GeneBank
accession number: AGZ88038.1), Tribolium castaneum (Gene-
Bank accession number: XP_008194040.1), Bombyx mori
(GeneBank accession number: XP_012548895.1), Halyomorpha
halys (GeneBank accession number: XP_014285208.1), and
Apteronemobius asahinai (GeneBank accession number:
BAL72155.1). Multiple alignments of sequences was per-
formed using the multiple alignment program Clustal W in
MEGA version 6.06.2° Tree construction was performed by the
neighbor-joining method, using MEGA version 6.06 soft-
ware.?® The reliability of the trees was tested by the bootstrap
procedure with 1,000 replications.

Semiquantitative reverse transcription-PCR (RT-PCR)
analysis in T. infestans. Total RNA was isolated from pools
of insect tissues using MasterPure RNA Purification Kit (Epi-
centre Biotechnologies) according to the manufacturer’s



470 STROPPA AND OTHERS

Dm THNTKVSDSAY SNSCSNSQSQRSGS SKSRLSGSHSSGSSGYGGKPSTOASS SD-———— MIIKRNKDKSRKKKKNKGAGQGAGQAQTLISASTSL

c1 THNTKVSDSGY SNSCSNSQSQRSSGSSKSRHST -SSGSSGYCGRTSPLNINDG GAQAKRKEKEHKKKKNKNNSSASSVQOLL -

Rp MRSDVEETETQKTKASDSGYSNSCSNSQSQRSSGSSKSRHST-SSGSSGFCAHKPNQSEVEG KACGKRKDKEGKKKKEAPSTNGL---Q0P APTIE 0P
Rpr MRSDVEET )GSKRKEKDHKK LAQG TPASTEQESVTAQQTCNSIP
Ti MRSD DSGYSNSCSNSQS( GITSPALGDVN----- )GSKRKEKEHKK GTSCLTQA AQASTEQESLTVQQTCSSVP
Bg VNDG-----
Gb

Lp ----MEESDTSTHKVSDSGYSNSC-NSQSQRSSGSSKSHHSN-SSGSSGYGCHPSTLGSGTEAF POPPVTKRNKDKEHKKKKLKSTLVAATS DNHVESKNLAVS PSTAHES-~TISDNSKPIT

Dm  SGTGCVEQQICRELQDQQHGEDHSEPQATEQLQQEEEEDQSGSESEADRVEGVAKSEARQSFPIPSPLSV-TIVPPSMGGCGGVGHAAGLDSGLA-KFDKTWEAGPGKLESMTGVGARAAGTG
DTSVLPIDNDVLQI-A--ILSQTLSSMKKMKHQ-ILDESAGSP: GE--TPNLP-IID--I--NL- -DQLASGIKQ
APPGAEICKGSDTLQT-A
PSNQLDLSAEALQI-A:
PSSQLDPSTEALQI -A:
IGPAAGSGPESEAMQL-A

PEGLVSTLPEKLE--E--KE—
NECATGGIA-DPE--E--QE-

VSKTTSKSTA-KV-GVQNS
Lp KA---SSKTVCKSPS-KLAGQISS

PAS FOLD

— PAS SUPERFAMILY DOMAIN
Dm QRGERVKEDSFCCVISMHDGIVLYTTPSITDVLGYPRDMWLGRSEIDEVHLKDRATEASQITTGIPIAESRGSV-

PKDAKSTFCVMLRRYRGLKSGGFGVIGRPVSYEPFRLGLTFREAPE

Cl ---ESLEEDELKIVVSMSDGVVVET-SGLATVLDYPKEMWLGRSLIDEVOPKHRATEAGH I TTATANLRPG--SN-T--NOKNVFFCCLRMYRGLKSTGFNVSEKSVPYLPCQLSLTFQELTA
Rp ---EMTHEE ELGIVVSMDDGLVIYSTPSLTQVLGYPKDMWVGRSLIDFVHPRHRASFA(‘HIT SVIASTEAN--C-----NKRNYYSCYLRQYRGLRNSGFSVTEKWVGYLPFOLTMSFQETEG
Rpr VYT: IGRSLI LAGHITTAIANIEPG--IN- CLRK LGFGITDKKVSYLPCEMSVSFKEISN
Ti VYTTPAL: IGRSLI AGHITSVIANIEPG--QI CCLRK! LGFGITDKKVSYLPCEMSVSFKEITN

Bg EQPCPANEGEFCIVVSMODGVVVETTPNITDI IGFPKDMWLGRSFIDFVHPKDRAAET SHITSGVITPLTQTQSKGGTFPGKNSFYCCLRRYRGLKSCGFGVTEKEVS YLPFQLNMMFRELAS

Gb ISP-IQIENEFSAIVSLHDGVVMYTTTSITSVLGEPKDMWLGRSFIDEVHPKDRMAEASH I TTGVALPVEENRCKV-SLTAKESFYCCLRQYRGLKSSGYGVTEKKVTYLPXHLTXTFRDVTS

Lp EEPVPQIEDEFS[EIVSLHDGVVMYTTSTITKVLGEPKDMWLGRSEIDEVHPKDRVAEASHITTGFSLPVEENRCKV - SLTZ\KE‘SFYC(‘LRQYR(‘LKI\NGY(‘VTEKKVTYAPFHLTMTFRDVK%
Sk Sk kkk s kkkk: T : Kk : Dok ok x| v

PAS SUPERFAMILY DOMAIN
o v, 4 dut

h 4 &

DNYMVSNGTNMLLVICATPIKSSYKVPDEILSQKSPKFATRHTATGI ISHRED: 'VSRLGYLPODLIGRS) KETYETVMKKGQTAGASE®SKPYRFLIQ!
---TVAKEYLIITATPVRSAYKYPVET--NVSPKEMTRHSASCOLNHMDPERLPYFGULPODLLGRS] IKEVYEAVMKE ---QGH ISKPYRFRCONEDY
---TPTVYLVISALPIRSAYKYGDET--RMSTKEFTTRHTASSOLCHEDPERAPYFGHMLPODIIGRS KEVYEAVMKE - ISKPYRFRSONEH

-QTKIYLVITASPIISAYKVPDEM--NMSPKFITRHSANCHLC FQYLPODILGRS, - KPHRFRCQ!

QTKIYLVITATP YKYPDET--! FQYLPODILGRS, - ISKPHRFRCQ]
Bg HALSEEEKEEDKRRAACNSIFLVITAKLVTSAYKNEGEN--CMSPKFMTRHSASCKLSHEDADERMPKLGMLPHDMVGNS) KEVYQNIMKE - ISKPYRFRIHNEH
Gb EEPGIQGSFLIILASRIKPAYTHPDET--KISSKFIIRHOASCELSHBDS DMVOYLGMMPODMIGRS) KEVYEGVIKA- ISKPYRFKAQNEH

Lp EETGIQGSFLIIVATL‘/KSSYTHPEEM——KNSSKFTMGH(‘: CQL DRYVOY LGLPODMVNHS) IKEVYERVVKA- KPYRFQVQ!

ok Ko k| * okk ook koo i * FEFT IR o

Dm  |MVLLENEUTS FVNPWSRKLEFVVGHHRV FOGPKQCNVFEAAP-TCKLKISEEAQSRNTRIKEDI VKRLAETVSRPSDTVKQEVSRRCQALASFMETLMDEVSR-ADLKLELPHENE -~

c1 |¢AL FINPWSRKLEFIIGOHSVLRGPRNPDVVTPVSIPEPLOISAEVLKETK IVOEEIKCLLNETVVRTSETAKQQVSKRCKDLAAFMEN LMDE I TKPPDLKVDVPIEEQSFS - - - =
Rp [vvis FINPWSRKLEFIICOHTVLRGPPNPDVTTPVSEPEALOISEEVLKETK IVOEEIKCLLNETVVRNCETAKQQVTKRCKDLAAFMEN LMDE LTKP PNLKVDVPTEEQSFS - - - =
Rpr [va NPWTRKLEFIICQHTVLRGPTNPDVTSPVLEPEPLKISEEVLKESKIVQEETKCLLI )QVSKRCKDLAAFMENLMDE I TKPPDLKVDVPTEEQSFQ- -~ -
Ti |va NPWSRKLEFIICQHTV VTSPVLEPEPLKISEEVLKESKIVQEETKCLLNETVI VSKRCK DET DVPTEEQSFS---~
Bg |FILL NPWTKKLEEVIGOHRVLKGPDNPNVEVVPKEDDSLLISEEVLKESKIIQDEIKSVLSESVRN PAQAERQOMSKRCRDLAMFMETLMDDISK - PDLKLDLPQDEHSFS—

Gb |EVLLDWEUSAFIINPWSRKLEFI IGONRVLKGPPNPNVFVTQTSEDCLQISEEVLKESKVIQHEIENLLKETIQRTTGAAKQVASKRCKDLATFMEI LMDEVTK-PELKVDLPSEEQSFSKNI T
Lp |¥VLLDWE| "'TNPWSRKLEFVIGQNRVLKGPJ\IPDVFAFFKEADNIQI EEVLKKR\!VIEQ IEHLLNETIQRTTEAPKQL QRCKDLATFMENLMEEW—\K EELK\/DLPTEEQ:FQ
o *k s *x

FRE T R kkk . R * Kk Kk KKK Kk
Dm VqERDSV\ﬂLGEISP HDYYDJKSSTETPPQYNQLNYNENLLRFFNSKFVTFPAELDPPKTEPPEPRGTCV:GAJGDMSPVHE' SGGSC bGNFTTAbNIHMbeTNTSIAGTG TGTGTGT
Cs --ERDSVMLGEISPHHDYYDSKSSSETPPSYNQLNYNENIQRFFESKPKTTLSEESADPKNG- SAIGEGGKISPVINLSTNM SKSG
-ERDSVMLGEISPHHEYYDSKSSSETPPSYNQLNYNENLQRFFESKPKTTVSDESADSKSG- GSAGEGGKISPVVESIGITGD: SKSG
~ERDSVTLGEISPHHEY )LNYNENIQRFFDSKPKTTVSL I NSSS
~ERDSVTLGEISPHHEYYDSKSSSETPPSYNQLNYNENIQRFFDSKPKTTVSL TPIVNSSSV
EHDSVMLGEISPHHEYYDSKSSTETPPSYNQLNYNDNLQRFFESKPKTTLSDESGESKME-ANRSLMSTDEEGKSGPAANSSLGSSD KCCGSGS
Gb LQERDSVMLGEISPHHDYYDSKSSSETPPSYNQLNYNENIQRFFESKPKTTLSDESGESKTD-ANRSHNSTDEEGKSMPVADSSLNSS KCCSPVN
Lp --ERDSVMLGEISPHI HDYYDQKSSSGTDPTYNQLNYNENIQRFFESKFKTTVK)ESKME****AN RDNSTDEECKSMFVADS LDSSNRFVSDSYRKRHMRIK-ETTLRCKFKKRKCCSPIN
P . J e T .
Dm  GTGTGIGTGTGTGTGTGIGTGTGTGTGTGTGNGTNSGTGTGT ASSSKGGSAATPPYTLTESLLNKHNDEMEK FMLKKHRESRGRTGEK SKKSANDT - -~ === == LKMLEYSGPGHGT
€l GSGTS---------- PWOSTESHGNSGE---—----~ TTTN----TSNNTLOSCKPPTLTEQLLIRHNEDMEKQMVOKHREMRNKSDRDSKVKER LKDKVQDMSKGCFNTEEQLCCPSSGHHGL
Rp Q--STESSGE TTTN---GSNNNSAKNYKPATLTEQLLSRHNEDMEKKMVOKHRE SRAKSDRDLK TKERMK TS LDKN Q- —— === ===~ QEECSNNHGI
Rpr YKPPTLTEQLL KMVQKHREQRNKGDREQKGKDRLKQS FDKGY
Ti - TTTN----TSNNTTQSYKPPTLTEQLL )KHREQRNKGL YRHKQS FDKG(
Bg S 'SGCSATNTSQGSYKPPLLTEALLYRHNEDMEKKMVQKHRE LRTKGGGDRE SKAQKK --HDKDHCHGV
Gb S AGMPGS AASRGDTSATNTSHGSYKPPHLTEALLCRHNEDMEKQMVQKHRELRSKGD--SKKKMSHE --KLQEQNHGV
Lp AGMPGS AASRGDTSATNTSRGSYQPPHLTEALLCRHNE DMFKQMVQKHRFQR°KGFRDNKKK FPQE---=====—=——————— KMQEANHGV
K okkk ok kA ARE KpiKARE K *x
Dm KRGGSHSWEGEANKPKQQLTLGTDAIKG. T AGV TGVAGTPF‘"RATTT°GTGTPGGAGGGGGAGAAAAAGASS&VGSSTPCP&SVPTCTQNTNTWPPFSVG

Cl1 KRSGSHSWDGEPYKSIKASHTNNGQTQASSSE -ALP--QPSNPSKPKETNQPSLWPPFSVS

Rp KRSGSHSWEGEPYKSIKAAHNSNETAPS -APQAH EPERTTSMFPTF---
Rpr ’KATKANHINLO] LPVAEPDPNKTQPPNL
Ti ’KATKANHINLO] ITEQDPNKTQPPNLI

Bg KRSGSHSWEGEVYKASKHPHVEEGKEAAMAQC
Gb SKRGSHSWEGEPFKASKHPHVENLLASGNAVP

—--DK-QFSAAPPIFQGGTNVNLWPPFSVT
VAALG-GATQMSPMYPGSPNVNLWPPFSVT
IATMG-GAAAVPSMFPGSPNVNLWPPFSVT

Kk KKKKK: Kk
Dm  ITPPVHSTHTAMAQSSFSSA--- --GLFPTFYYIPASLTPTSPTRSPRMH
Cl LTPVQSS-R----- QDY--5G-- FASALMPM-YYVTNPRPE
Rp —----- SPQ----- PDFPTPA--------=-- FASTLMPM-YYLTNRRPD-============——ommmmm TL
Y] -YYVTNPR]
FGSTVMPM-YYVTNPRPG
Bg VTPLQHTPP-CSSHGMPSAP- HMASMFPV-YYIPTNTQQAGLGSSQGLAPQEHPGPPRMAP PGANGHSQQPFISQQVPYARALPGMLYQYPVPTPLYGGP-~~~-~PAVMYSS

Gb VTPLQSTQP-CLAENSFPGRENGKFTVSSFGQHDSCLLHP-HWVTAGQFAPS—
Ip VTPHLSSQPfCFAHSTYTGANMGGSQSPHLASﬂﬂMIPMfnyPTGSHQT,\!Lf

RLSTSGAPWXSSNRHAPAW---QAQYILSAV-HDKFIPSMLYHP—
GLTPQEHPGPPHTGMLLPG fQPQYIPSQvPVINPMPSMLYHPf

Dm MPFPGM--ANALQI PERPLGSQ§I\YNK5VYTTTPA%MTKKVPC?\FH@VTTPAQVQRPng%I\SVKTEPG SAAVSDEC--KKEVPDSSPIPSVMGDYNSDPPCS SSNPANNKKY -

Cl LTVYPSPVYPGA--NGERTTL QOTRTAAQGTSNKVEHGSQHSQMAATHOD-~~K~ ERIQVN-ARSDQKT-LDPE
Rp VTVISA

Rpr LTVFPSPGPPYQTNGGNDQET--------] M-Q-————- NLQTAQQQOKRPPS( SVASASLQ I LSPL DKONDQEA

Ti LTVFPSPGPPY( -Q ILPTAQQQC KAEPGSAMC! Q P--C ONDQEA

Bg MTMIHQPATTLLQAPGSRVGVPAACKQE---SK---SPVVLS---GNNNSPIKFQRPASQATSVKAEPGSAMGS IASASVRRGMSESSKKEKSL-~CSPGGGCTSPNASQDEEKVVKCEDKQG

Gb  VML--QP-STILPAPMSQAGLLSASSRSMMKQD---KPPNENGTPNGVGPTTKFQRPASQATSVKAEPGSAMGS TASASTKRAMSECSKKDKSL-~CSPGAQTSSPCPEEDKTKEGHGNLDFG

Lp IML**QP*STILPZ\PLSQAG[‘{LPI\TSR}\LVKQG KPMTESGTPSGVGAASKFQRPASQATSVKAEPGSAMGS IASASTKRALSECSKIDKSL-~CSPGAPTSSPGPDEEKPRE-VENIDFG
Period C Domain

Dm  TDSNGNSDDMDGSS- FSSFYSSFIKTTDGSESPf77PDTEKDPKHRKLKSMSTSESKIMEHPEEDQTQHGD

Cl1 ADSTETSVPCDDSSYHSSFY-SFLKTDKSDSSLKSSSEND-——--— EVS—————-| W————- P--TSSKPRPIRKVAPWVEDINVTPELILRYQLEERELDEVLKEDLLLLERTHQPNLVN
Rp

Rpr ADSVATSIQFDI Y-SFL RKVAP SPELILKY( I EKLTQPALV
Ti ADSVATSIQFDI Y- SFL SPELILKY( ILKEDLIALEKLSQPALV
Bg AF--SATRDVDDSS-YSSFY-SFLKTDVSDASMKSSPDMATDSKATAAEDMM— WEKTENPQP--TKSRPVLKE PPWMEDVHVTPDLVYRYQMKDQTLKDVLOADLQALEKTHQPFLVN
Gb PLREIENTTGDESS-YSSFY-SFLRTDKSDESMK:

Lp PPREVENTTGDDSS-YSSFY-SFLRTDNTDDSMNSYPRDKECLYPCKSEDMN==~==-1 KKSHNKPRPILKDPPWLEHVNVTPDLVYRYQINEKNLESVLENDLOTLKEIQQVTSLO
Dm

C1 DQLNOMYIDLELEGLSKQLTLEELSSSSELSNDE--A-K-P-TSYSAQQKKTRS YMEYDRMT ILFEEDAPMPPP—————-~

Rp

Rpr NDQLSQMYLDLE SKHL ENLAAKKKKQRNTEYDRMTILFEEDAPFPPPLAA---

Ti NDQLSOMYLL -N-PSLENVAAK DRMTILFEEDAPFPPPLIAECS

Bg DOLSQLYLDMELEGLSTKLKLEEGIT SSGEELTANPPANAPLFKHKKKRRSIEYGKLVMIFEENAPLPPP--—----=

Gb

Lp

Ficure 1. Period amino acid sequence alignment and conserved domain structure assignment. The alignment was performed using Clustal W
program. Bg = Blatella germanica; Cl = Cimex lecticularis; Dm = Drosophila melanogaster; Gb = Gryllus bimaculatus; Lp = Laupala paranigra; Rp =
Riptortus pedestris; Rpr = Rhodnius prolixus; Ti = Triatoma infestans. The conserved regions predicted by the National Center for Biotechnology
Information Conserved Domain Search are indicated 1) the PAS FOLD is shown below a black bar, 2) the PAS superfamily domains are shown as gray-
shaded regions below a black line, 3) the Period C domain is shown as gray-shaded region at the carboxy terminus, 4) the sensory box is shown with a
frame, inside the putative active site residues are shaded in black and the residues of the heme pocket (binding site) are shaded in dark gray.
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protocol. Samples from five adult females or five adult males
were pooled. Extracts were diluted 1:100 with nuclease-free
water containing 0.1% diethylpyrocarbonate.

Reverse transcription-PCR (RT-PCR) was performed from
the total RNA isolated. First-strand cDNA synthesis was per-
formed with 1 pL of Oligo-dT20 (50 pM) (Invitrogen), 3 pg of
total RNA, and 300 U of SuperScript IlI-RT (Invitrogen) in a
20 L reaction volume that was incubated at 55°C for 1 hour.
The PCR mix contained 1 pL of first-strand cDNA as template,
0.2 uM of each specific primer, 0.5 U of Taq Platinum DNA
polymerase (Invitrogen), 0.2 mM dNTPs, 1.5 mM MgCl,, and
2.5 pL of 10x PCR buffer minus M (Invitrogen) in a 25 pL
reaction. The PCR was performed in a Thermocycler
(MyCycler) with initial denaturation at 94°C for 5 minutes;
followed by 35 cycles at 94°C for 30 seconds, 60°C for 40
seconds, 72°C for 1 minute, and a final incubation at 72°C for
7 minutes. The primers Fper2 and Rper2 designed from PER
gene coding region of the R. prolixus genome resulted also
specific for T. infestans and were used for PER gene ex-
pression determination in T. infestans. The RT-PCR prod-
ucts (10 pL) were separated by electrophoresis on a 10-cm
1.5% agarose gel (Tris-acetate EDTA buffer, pH 8) con-
taining 0.5 pg/mL of ethidium bromide. Digital images were
obtained under ultraviolet illumination with a Chemi Doc
System (Bio-Rad). Semiquantification of PCR bands was
performed with the Imaged Launcher (http//imagej.1557.n6.
nabble.com/The-new-ImageJ-launcher-td370302.html) through
a graphical method that measures peak areas. The results
were expressed as aratio calculated from the integrated signal
bands over B-actin gene amplicon bands obtained with the
specific primers AF2 and AR2.

Statistical analysis. The experimental values represent
mean =+ standard deviation of two independent experiments
for each sample composed by pooled tissues from five

100

specimens. The significance of differences in PER transcript
gene levels was determined using analysis of variance. All
statistical calculations were performed using Prism 5 software
(GraphPad, San Diego, CA).

RESULTS

Analysis of the clock protein PER. The alignment of the
deduced PER amino acid sequences from R. prolixus,
T. infestans, R. pedestris, Cimex lectularis, D. melanogaster,
G. bimaculatus, B. germanica, and L. paranigra is shown in
the Figure 1. The comparative analysis of the amino acid
sequences from these species revealed 91%, 61%, 61%,
37%, 50%, 50%, and 45% of identity, respectively. Con-
served sites and domains typical of PER protein (PAS su-
perfamily domains, the sensory box, and Period C domain)
were localized in the predicted PER protein primary struc-
ture. Interspecies comparison revealed that the major region
of sequence similarity in the PER protein are the PAS do-
mains; otherwise, the -COOH end is very variable with low
sequence homology.

Phylogenetic analysis was performed based on the
complete amino acid sequences of PER protein of the hemip-
teran T. infestans, R. prolixus, C. lectularius, R. pedestris,
and H. halys, and of 11 representative species of the or-
ders Diptera, Lepidoptera, Coleoptera, Orthoptera, Blatodae,
Phthiraptera, and Hymenoptera. As expected, insect PER se-
quences from the same insect order were grouped together
with significant bootstrap support (Figure 2). Within Hemi-
ptera, T. infestans clustered with R. prolixus with high boot-
strap support (100%), as well as these two species of the
subfamily Triatominae with C. lecticularus (97% bootstrap
value). These three members clustered with strong support
with R. pedestris and H. halys (100% bootstrap value), and

100 Ij Rhodnius prolixus
97 Triatoma infestans

Cimex lecticularus

Hemiptera

4|— Riptortus pedestris
50

100

59

Halyomorpha halys

100  E— Blatella germanica
Blatodea
— Rhyparobia maderae

96

Laupala paranigra
76 100 _|
95 Apteronemobius asahinai

Gryllus bimaculatus

Orthoptera

90

Pediculus humanus ] Phthiraptera

Apis mellifera ]Hymenoptera

Tribolium castaneum ] Coleoptera

Drosophila melanogaster :|
Diptera

99

Belgica antarctica

0.05

Bombyx mori ] Lepidoptera

Ficure 2.  Neighbor-joining phylogeny of Triatoma infestans and Rhodnius prolixus PER deduced amino acid sequences, selected PERs from
other hemipteran species, and representative species of the orders Diptera, Lepidoptera, Coleoptera, Orthoptera, Blatodae, Phthiraptera, and
Hymenoptera. Bootstrap values next to nodes represent the percentage of 1,000 replicate trees that preserved the corresponding clade.



472

A
- 1.4
= %
3
= 1.2
g ot /I\\
S g // N
£ o] & { ~ { -3
= 5 ~o _ o
[T R S
S
= 0.8
g
2
0.\(! L T T T T T T
0 4 8 12 16 20 24
Zeitgeber Time (ZT)
C
- 1.4+
=
S *
= 1.2
s o
- g2 }
~ =
&g 1.0 // \\\
g = /’ . {
S% / -1
= 081 9~—-¢--~ =
z
O.U L T T L} L} L L}
0 4 8 12 16 20 24
Zeitgeber Time (ZT)
E
- 149
=
S
= 1.2
S o
= o
RE 10 o 4o /,{-N{__—i\
32 [ )
A=
= 0.8
E
S
z

Zeitgeber Time (ZT)

o]

Normalized per transcript

o

Normalized per transcript

Normalized per transcript Tl

STROPPA AND OTHERS

1.4+ .
1.2
g
=
<
'; 1.0
=
<
0.8
0.\(1 L T T T T L} T
0 4 8 12 16 20 24
Zeitgeber Time (ZT)
1.44 *
1.2
5
<
=
<
T 101
=
=
«
0.8
0.6 T T T T T T T
0 4 8 12 16 20 24
Zeitgeber Time (ZT)
1.4+
1.2
g
=
=
= 1.04 W—H
=
=
<
0.8

Zeitgeber Time (ZT)

Ficure 3. Expression profile of PER transcript in nervous tissue from male and female adults of Triatoma infestans. Abundance of PER transcript
in a panel of cDNA derived from LD (A and B), DD (C and D), and LL (E and F) groups were measured using semiquantitative reverse transcription-
polymerase chain reaction using the specific primers for PER and B-actin. Dash and continuous lines correspond to male and female groups
respectively. The error bars represent the standard deviation of mean. Statistical significance: *P < 0.01.

both species were also closely related (100% bootstrap
value).

PER gene expressionin T. infestans. The determination of
PER gene expression at the nervous tissue was performed in
groups of adult females and males of T. infestans maintained
under strict photoperiod (LD), LL, and DD. The semiquantitative
analysis of samples collected at 4-hour intervals for a period of
24 hours (ZTO corresponds to lights-on) revealed clear oscil-
lations in the abundance of PER transcript in both sexes of the
LD and DD groups (Figure 3A-D). In these groups, the tran-
script level showed a significant increase at ZT12 (P < 0.01),
and no differences were found in the remaining ZTs. Besides,
no differences in PER oscillation were detected between the
two sexes. By contrast, in the LL group, no changes were
detected in pertranscript levels at the ZTs analyzed (Figure 3E
and F). The corresponding mRNA levels remain flat in constant
light with relatively similar levels of expression in both sexes at
all examined time points, comparable with the average values
in LD and DD.

On the other hand, in adult individuals of both sexes restrained
under photoperiod 12-hour light and 12-hour dark, it was de-
tected at dusk (ZT12), the presence of PER transcript in gonads,
thoracic muscles, and fat bodies. In addition, in male and female,

fifth instar nymphs maintained in the same condition was de-
tected PER transcript expression in nervous tissue (Figure 4).

DISCUSSION

A number of behaviors within the triatomines life cycle are
controlled by the circadian clock such as egg hatching, ovi-
position, ecdysis, sensitivity to light, thermopreference, and
light/dark adaptation of compound eyes. %2748 Dyring the
day, the Chagas disease vectors R. prolixus and T. infestans
remains aggregate in dark shelters, such as holes or cracks.
During the night, they show two peaks of locomotor activity,
one at dusk to develop their activities such as finding food,
feeding, dispersal, reproduction, etc., and the second at dawn
to take shelter.'” Minoli et al.,’® demonstrated that the pho-
toperiod contributes to the synchronization of daily activity
and aggregation rhythm in T. infestans.

To further characterization of the circadian clock compo-
nents of triatomine insects, a comparative analysis of the PER
amino acid sequences from R. prolixus and T. infestans with
those from other insects was carried out. The PER deduced
amino acid sequences from R. proluxis and T. infestans pos-
sess all the important functional domains known in
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Ficure 4. Polymerase chain reaction products of PER and B-actin transcripts from Triatoma infestans under light/dark regimen: (A) female and
male adult thoracic muscles, fat bodies and gonads, and (B) female and male fifth instar nymph nervous tissue.

D. melanogaster and in other insects, including hemipteran
species. Because of the interspecific variability detected in
Drosophila, PER gene has been considered a “speciation
gene.”?”28 Comparative analysis of the amino acid sequences
of the protein PER from Drosophila species revealed the ex-
istence of variable regions in the -COOH terminal. PER se-
quence comparison between R. prolixus and T. infestans also
showed differences in the -COOH end. On the other hand, in
both species were detected conserved domains typical of
PER protein as members of the PAS superfamily, which were
previously identified in D. melanogaster and the hemipteran
R. pedestris.?*2° PAS domains were also found in the PER
protein homologues in mammals (PER 1 and PER 2), sug-
gesting the existence of conserved functions through large
phylogenetic distances.®’ Among the functions of this do-
mains are highlighted the dimerization with other similar
binding domains in transcription factors, the function as
sensors and transducers of signals of light and oxygen, and
ligands binding.®2 Particularly, in D. melanogaster has been
described with the function of the TIM protein dimerization.?°

The PER gene expression at transcriptional level varies in ner-
vous tissue with a daily rhythm in the groups maintained under
photoperiod (LD) and DD, showing a significant peak of expres-
sion at sunset (Figure 3A-D). The pattern of PER gene expression
under LD, observed in adult females and males of T. infestans,
agree with the expression profile of this canonical clock gene in
D. melanogaster. In this species has been extensively studied the
mechanism of the circadian clock and has been observed that the
clock genes are expressed in cycles close to 24 hours.® Moreover,
in R. prolixus was detected an increase of levels of PER protein in
the central clock neurons during the dark phase of the
photoperiod.?®?! Because R. prolixus and T. infestans are close
species, it could be inferred that the increased level of PER mRNA
detected in T. infestans at sunset would promote a peak of PER
protein levels at night, necessary for the function of the period/
timeless loop in the clock cells. On the other hand, also in
agreement with the observed in D. melanogaster, the pattern of
PER gene expression detected in LD persists under the DD
condition in the nervous tissue of T. infestans.® Besides, as
expected, in the nervous tissue of the group maintained in LL, no
daily increase was detected in per transcript level. The same effect
of the light was demonstrated in studies about the levels of the
PER protein in clock neurons of R. prolixus.?!

Insect clocks are classified into central and peripheral
clocks based on their anatomical locations. Peripheral circa-
dian clocks have also been shown to regulate the circadian
rhythm in the function of the tissue where they reside.®® The
PER transcript is present at sunset in flight muscles, gonads,
and fat bodies of adult individuals of T. infestans under 12:12
dark/light (LD) hours regimen. These results of the expression
at transcriptional level of this clock gene are an evidence of
activity of peripheral clocks in those tissues. The role of

peripheral circadian clocks in various rhythmic phenomena
should be examined in the future. In addition, the presence of
PER transcript at dusk in the nervous tissue of fifth instar
nymphs demonstrated the activity of the biological central
clock during this development stage of T. infestans.

As the clock is fundamentally important to every aspect of
behavior and physiology of almost all higher organisms, the
circadian analysis of insect vectors, given their epidemiological
importance, must not be undervalued by the vector community.
For example, in adult mosquito Aedes aegypti, the major vector
of dengue viruses in Taiwan, was found daily fluctuation of
insecticide resistance. Existence of a clock control over sensi-
tivity to insecticide was further indicated by reduced expres-
sion of a cytochrome P450 (CYP9M9), involved in detoxification
metabolism, and reduced mosquito resistance to insecticide
after temporal silencing of the per gene. These data provide the
evidence on the circadian control of insect resistance to in-
secticides.®* Because it was also detected that overexpression
of a cytochrome P450 (CYP4EM?) gene in a highly insecticide—
resistant strain of T. infestans, the clock gene PER could be
also involved in the circadian control of the metabolic pathways
of insecticide detoxification and resistance.®

This is the first work related to the circadian clock in
T. infestans. This kind of study would provide potentially useful
information to analyze the temporal regulation of important bi-
ological processes, such as reproduction, dispersal, insecticide
resistance, etc. The studies of circadian rhythms in Chagas
disease vectors and their molecular bases, as well as the anal-
ysis of the central clock relationship with insecticide resistance
would promote the development of new control strategies.
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