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Tables

Supplementary Table S1. Geographic information of Aedes japonicus sampling sites,
including collection date, sampling method, and life stage. 'NJ label' indicates labels used in the
neighbour-joining tree (Fig. 5); 'Lat.' and 'Long." indicate latitude and longitude in WGS84
coordinates.

Code Country Location NJ label Life Collection Lat. Long.  Collection method
stage date(s)
1 Austria Althofen Austria-1 Larvae 23-28/07/2021 46.87  14.47 Larval dipping
2 Weer Austria2  Adults 16230082023 4731 1165  Cegsamplingt
rearing
3 Giissing Austria-3 Adults 14-28/08/2023  47.08 1634  Lggsampling+
rearing
4 Graz Austria-3 Adults 1623/08/2023  47.08 1545  Cegsampling+
rearing
5 Deutschfeistritz ~ Austria-3 Adults 08-25/08/2023 4720 1532 fegﬁi;agmphng *
6 Linz Austria-4 Adults 1423/08/2023 4827 1428  Cegsampling+
rearing
7 Belgium Maasmechelen Belgium-1 Adults 17/07/2018 51.00  5.62 Gravid traps
8 Natoye Belgium-2  Adults 05/06/2023 5034 505  Larvaldipping +
rearing
9 Croatia Purmanec Croatia-1 Larvae 02/09/2022 46.20 15.84 Larval dipping
10 I;grl;‘t‘fe"ec’ Croatia-2 Larvae 06/08/2021 4587 1601  Larval dipping
11 Planina gornja, Croatia-2 Larvae 21/09/2022 4594 16.08  Larval dipping
Zagreb
Donyji
12 Dragonozec, Croatia-2 Larvae 25/07/2022 45.66 1595 Larval dipping
Zagreb
13 Duga Resa Croatia-3 Larvae 22/07/2021 4545 1550 Larval dipping
14 Bjelovar Croatia-4 Larvae 23/09/2021 4575  16.62 Larval dipping
15 France Steinbach France Larvae 30/09/2021 4782  7.15 Larval dipping
16 Germany Heidelberg Germany Larvae 08/2021 4941  8.69 Larval dipping
17 Hungary Szalaf6 Hungary-1 Larvae 02/09/2021 46.86  16.37 Larval dipping
18 Oriszentpéter Hungary-1 Larvae 02/09/2021 46.85  16.40 Larval dipping
. T 27/06/2021 - Egg sampling +
19 Kovacsszénaja Hungary-2 Adults 25/08/2021 46.17  18.11 rearing
20 Italy Attimis Ttaly Adults 10/06/2022 4620 1323  Larvaldipping +
rearing
21 Clauzetto Italy Larvae 08/06/2022 46.24 1291 Larval dipping
22 Travesio Italy Larvae 08/06/2022 46.19  12.87 Larval dipping
23 Japan Saga Japan-1 Adults 19/05/2018 3333 13027 z:'r‘i’ifgdlppmg *
24 Ishikawa Japan-2 Adults 09/01/2021 3655 13670 Larvaldipping +
rearing
25 Sapporo Japan-3 Adults 09/01/2021 4307 14134 Larvaldipping +
rearing
26 Serbia Sremska Serbia Aduls  06/03/2023 4519 1985  Deesampling®
Kamenica rearing
27 Slovenia Bovec Slovenia-1 Larvae 28/06/2022 46.34  13.55 Larval dipping
28 Velike Zablje Slovenia-1 Larvae 24/08/2021 4587 13.85 Larval dipping
29 Verd Slovenia-2 Larvae 04/07/2022 4597 1431 Larval dipping
30 Ilirska Bistrica Slovenia-2 Larvae 04/07/2022 4557 1424 Larval dipping
31 Olmo Slovenia-2 Larvae 30/06/2022 4553  13.72 Larval dipping
32 Kocevje Slovenia-3 Larvae 12/07/2022 45.64 1485  Larval dipping
33 Bizeljsko Slovenia-3 Larvae 25/05/2020 46.02  15.70 Larval dipping
34 Novo mesto Slovenia-3 Larvae 12/06/2020 4580 15.16 Larval dipping
35 Spain Siero Asturias Adults + 0072018 4342 570  Larvaldipping +
larvae rearing
36 Gijén Asturias Adults 28/09/2019 4354 56  Larvaldipping+
rearing
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Supplementary Table S2. Aedes japonicus/albopictus microsatellite set employed in the

present study. For each microsatellite, the repeat motif, allele size range, forward (F) and
reverse (R) primer sequences, primer concentration (Co), amplification multiplex panel (MPX)

and primer label are shown. ! Ae. japonicus microsatellites from [!; 2 Ae. albopictus

microsatellites from [I; 3Ae. albopictus microsatellites from 1. Loci Alb-tri-41 and Aealbmic13
were discarded from analyses due to poor amplification.

Primer label

Locus Repeat motif ;:l:fglz ::)Z;) Primer sequences gloM) MPX fii;:;)rescent
oJ10! (GTT)(GTG)(GTT)8 110-139 ; gggiﬁ%T%%irxr%;ﬁizec 0.2 1 6-FAM
oro CTMCTHGCTHGTD g FCSTOAMACCTORITIES ;) oy
o (STIBECTIRET™ s BCACBAAGTCTGGAAGATCTGG o,y
0J187! (CGA)11 120-164 ; ?é?;?ﬁg?:ﬁgggg;g::ég 0.2 1 VIC
0J100' (GT)5 174-202 ; igggi;ig;%%&:;:ée 0.2 1 VIC
ons (cAo orige FCATARAGCAGCAAGCACAGE () |,
0J338! (CAA)10 134-185 ; -;‘%TGC g;gé;gig%ﬁgﬁé?? G 0.2 1 PET
Abwi6  (Aco usags  AGCACOAGTACAGAATGTGC ,
peabmictts (16T oz FCTCTOCOTICCRTICTATE )
Alb-tri-33? (GGC)n 118-144 ; %igg??gi;;i;gi%gﬁii C 0.3 2 VIC
Alb-tri-467 [TTC]n 145-182 E:: ggéiééié%ﬁiéézigg 0.3 2 VIC
Abwiae (Ao otagy  FOACTOGCOCOTGTTCTIC )
Alb-tri-25? (CCAA)N 247-260 E ?i’égi?gﬁgéﬁiggﬁ?gﬁ?g 0.3 2 NED
Abiar (AT o0q  FIOATCGATITGGOAGCTICTG () )y
Aealbmics? (TGT)n 136-220 E ﬁiﬁg@;ﬁg%?égé? GATA GGAG 0.3 3 6-FAM
Aealbmic13? (GAT)GAC(GAT)n 123-171 E ;Z@ggig?ﬁgi;ﬁgg’:iiﬁg 0.3 3 VIC
Alb-tri-20? (GTG)n 145-184 E ?Egigg;g%g;%ﬁ;ﬁirfg C? c 0.3 3 NED
Aealbmic3? (AAC)n 200-239 E g%%’g??%?g?g;i??g;gg? 0.3 3 NED
Awlbmic?  (ITORATG(TTO) oz [ATAGACBGGAGTOGGTICCT (y  j
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Supplementary Figure S1. Results of Bayesian clustering analysis (STRUCTURE). (a) Results
of STRUCTURE for K = 2 microsatellite groups for Aedes japonicus. Sampled populations are
represented by pie charts highlighting the population cluster membership obtained in
STRUCTURE. Samples were grouped at the regional level to facilitate visualization (see Table
S1). Dashed lines separate the two sub-clusters found within the main red group. (b), (c) and (d)
AK values as a function of K, calculated according to ¥, for the total number of sampled sites
and for the first (light blue) and second (red) genetic clusters, respectively.
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Supplementary Figure S2. Principal Component Analysis (PCA) of a subset of Aedes
japonicus samples, based on the combination of Ae. japonicus and Ae. albopictus-specific
microsatellites as shown in Table S2. Each point represents a single individual. Samples are
coloured according to their geographic origin—by region for Spanish populations and by
country for all others.
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Supplementary Figure S3. STRUCTURE barplot showing individual membership
probabilities for K = 2 in a subset of Aedes japonicus samples, based on the combination of Ae.
japonicus and Ae. albopictus-specific microsatellites (see Table S2). Each individual is
represented by a vertical bar corresponding to the sum of assignment probabilities to the K
cluster. White dashed lines separate countries. Country/Spanish region codes: SP: Spain; NL:
The Netherlands; AUT: Austria; HU: Hungary; FR: France; IT: Italy; JPN: Japan; USA: United
States; PV: Basque Country; AS: Asturias; CT: Cantabria.
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