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Current data on diversity of the subfamily Typhlocybinae of the Cicadellidae (Hemiptera: Auchenorrhyncha)
in Serbia comes from the comprehensive research of Auchenorrhyncha fauna in the former Yugoslavia
documenting at least 30 typhlocybine genera with more than 100 species (Jankovi¢, 1975; Jankovi¢, 1978;
Jankovi¢ & Papovi¢, 1985). A decades-long gap in faunistic research has most likely allowed the unnoticed
intrusion of at least some of the alien Auchenorrhyncha species reported in Europe (D’Urso et al., 2019).

During 2017 and 2018, several Typhlocybinae specimens with a white-ochraceous-reddish mosaic pattern
were observed by Ivan Pancié in the city of Zrenjanin (Fig. 1A): park Sumice, 45°23'31.14" N 20°24'35.09" E,
25.10.2017; same town but in the suburb Baglja$, 45°22'46.54" N 20°22'21.06" E, 12.11.2017; same suburb
at 45°22'45.79" N 20°22'12.83" E, 23.11.2017; same suburb but at 45°22'54.26" N 20°22'5.59" E,
07.08.2018 and 13.08.2018; same suburb but at 45°22'47.46" N 20°22'6.19" E, 25.09.2018; and in the
village Melenci by Marko Séiban: Banja Rusanda, 45°31'39.87" N 20°18'20.33" E, 21.09.2018, swept from
Fraxinus excelsior. In 2019, four female individuals with the same habitus were collected by sweeping or
combining light traps and yellow sticky traps: 3 29 in Belgrade and 1 Q in the Special Nature Reserve
(SNR) Deliblatska pe$c¢ara (Fig. 1B). Sampled individuals were stored in 2 ml plastic tubes (Sarstedt,
Germany) filled with 96% ethanol and kept in a laboratory refrigerator at 4°C until further analysis. Observing
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the outer morphological characters under a Leica MZ7.5 stereomicroscope suggested its affiliation to the
genus Tautoneura Anufriev 1969. First records of this genus in Europe come from the recent findings of the
species Tautoneura polymitusa Oh & Jung 2016 in Hungary and Slovenia (Toth et al., 2017; Seljak, 2018).
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Figure 1. Tautoneura polymitusa individuals: A - T. polymitusa in obs. (Zrenjanin, 2018); B - female T. polymitusa,
swept from U. minor (Belgrade, 2019); C - male T. polymitusa, collected on hyperactinic light tube (Budapest, 2019);
D - T. polymitusa specimen after DNA extraction.

Since male-based taxonomic keys could not be used in determining the species of collected individuals, the
chosen methodology was molecular identification based on the barcoding region of the mitochondrial COI
gene, a successful tool in biodiversity research that supplements traditional taxonomy (Sheth & Thaker,
2017). Genotyping solely Serbian specimens would not be informative, since barcoding sequences of
T. polymitusa are not available in on-line genetic databases (NCBI, BOLD). In order to provide a reliable
referent molecular dataset, 13 specimens of T. polymitusa (11 33 and 2 Q%) were collected in Budapest
(HU) between September 11 and 20, 2019, on an 8W hyperactinic light tube, set on the balcony of an
8th-floor flat located in K&posztasmegyer, the type site of the species first occurrence in Europe (Fig. 1C).

Genomic DNA was isolated from 3 @@ T. polymitusa in obs. specimens (SRB) and 7 & & T. polymitusa
specimens (HU) by using a partly modified sodium dodecy! sulphate (SDS) extraction method (Kosovac et
al., 2018). All 10 specimens whose DNA content was extracted were more or less damaged during the
isolation process (Fig. 1D) and are deposited in Marko Séiban’s private entomological collection along with
the rest of the intact individuals (2 @ @ 4 33 HU). The desired COI barcoding gene region was amplified for
all 10 samples in a PCR protocol using primer pair LCO1490/HCOd (Folmer et al., 1994; Chetverikov et al.,
2015) and following the reaction conditions according to Stepanovi¢ et al. (2016). PCR products of seven
samples (2 99 SRB and 5 &3 HU) were sequenced by Macrogen Inc. (Seoul, South Korea). Obtained
sequences were edited in FinchTV v.1.4.0 (http://www.geospiza.com) and aligned in Mega v.5.2 using an
incorporated ClustalW algorithm (Thompson et al, 1994; Tamura et al., 2011). The final 596 bp-long
alignment has revealed a 100% genetic match of Serbian and Hungarian specimens, i.e. the presence of a
single haplotype, named Tp1, in all seven samples (GenBank acc. nos. MT024247-8). The lack of nucleotide
differences on the barcoding COI gene region between Hungarian male specimens and Serbian female
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individuals unequivocally confirms the presence of the Typhlocybinae species T. polymitusa in Serbia,
surmounting the scarce number of sampled individuals and male deficiency.

Examined material:

Serbia: Belgrade: Zemun, 44°49'38.5" N 20°23'11.8" E, 06.08.2019, 1 ¢, swept from Ulmus minor along the
A1 motorway (part of the European route E-75), leg. A. Kosovac and M. S¢iban, DNA isolate AK1961, COI
haplotype Tp1, GeneBank acc.no. MT024247.

Serbia: Belgrade: Zemun (Gornji Grad), 44°51'19.3" N 20°22'39.1" E, 27.08.2019, 1 @, caught on yellow
sticky trap attached to outdoor LED light, leg. A. Kosovac and M. S¢iban, DNA isolate AK2037, COI
haplotype Tp1; same locality, methodology and leg., but 03.09.2019, 1 @, DNA isolate AK2038, not
genotyped.

Serbia: SNR Deliblatska pescara: Labudovo okno, 44°50'50.8" N 21°16'44.9" E, 26.08.2019, 1 @, at light
lamp; leg. A. Kosovac and M. S¢iban. Note: physically damaged individual, by outer morphological features
and coloring pattern most probably T. polymitusa.

Hungary: Budapest: Kaposztasmegyer, 47°35'09.6" N 19°06'46.8" E, 11-20.09.2019, 1 &, at hyperactinic
light tube, leg. L. Ronkay & M. Téth, DNA isolate AK2061, COI haplotype Tp1, GeneBank acc.no. MT024248;
same locality, collecting methodology and leg., but 1 &, DNA isolate AK2062, haplotype Tp1; same but 1 &,
DNA isolate AK2063, haplotype Tp1; same but 1 &', DNA isolate AK2064, haplotype Tp1; same but 1 &,
DNA isolate AK2065, haplotype Tp1; same but 1 &', DNA isolate AK2066, not genotyped; same but 1 7,
DNA isolate AK2067, not genotyped; same but 4 33 and 2 @ 2, intact specimens.
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OTKPURE NPUCYCTBA NCTOYHOASWJCKE LINKALE
TAUTONEURA POLYMITUSA (HEMIPTERA: AUCHENORRHYNCHA:
CICADELLIDAE: TYPHLOCYBINAE) Y CPEMJA
MYTEM OHK BAPKOAMHIA

AHOPEA KocoBAL, MAPKO LUIRMBAH, BAH MAHYMT,
MAPWJA TOT, JIACNO POHKAJ 1 AHOPALL OPO3

N3Bog

HakoH npBux 3anaxara jeauHku Unkaga noacdamunmje Typhlocybinae (Hemiptera: Auchenorrhyncha:
Cicadellidae), cneundmyHe 6eno-HapaHuacTo-LUpBeHe 060jeHoCTH Y 3petsaHuHy M MeneHuuma 2017. u
2018. roguHe, 4eTUpK XeHke ucTor xabutyca cy cakynibeHe y asrycty 2019. y Beorpagy u CneuujanHom
pesepBaty npupoge [enubnatcka newdapa. AHanuse cnorballkbe Mopdororuje Ccy ykasane pa cy
HajCNYHMje MCTOYHOA3M|CKO] MHBA3MBHOj BPCTW MpucyTHOj y EBponu, Tautoneura polymitusa Oh & Jung
2016. Ycnen HepocTaTka Y30pKOBaHMX Myxjaka, NoysfaHa [JeTepMuHauMja BPCTe je 3axTeBana ynotpely
MonekynapHux metoga. C 063upom fa y 6aHkama reHa HUCY LOCTYMHE HYKNeOoTUAHE CeKBeHLe GapKoguHr
pervoHa COIl reHa Bpcte T. polymitusa, reHETUUKO] MAEHTUMKALM|W CY NMPUKTBYYEHU NPUMEPLM MyXjaka
caKkynrbeHv y byaumneluT Ha nokanuTeTy NpeOr Hanasa BpcTe y EBponu. HakoH ycnewHor yMHoXaBatba 1
cekBeHumpatsa COI  GapkoguHr pervoHa yTBpheHo je 100% reHeTMuko nogyaapawe CEKBEHLM
aHanuaupaHux xeHku u3 Cpbuje u Myxjaka 13 Mahapcke. [obujeHu pesntatu noTBphyjy NMpucCycTBO
anoxtoHe uukage T. polymitusa y Cpbuju u ykasyjy Ha 3Hauaj GapkoguHr MeTofe Koja Y KOHTEKCTy
ucTpaxuBara buoaneepauTeTa ycnewHo npeBasvnasv npobneme y3opkoBara kao LUTO Cy Manu 6poj
npumepaka unm oACcYCTBO MyXjaka.
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