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Figure S1. Inclusiveness of the qPCR probe assay. Eighteen sequences from different populations of B.
dorsalis, geographically distant, were retrieved from GenBank through alignments based on the in-silico
theoretical qPCR probe amplicon.
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Bactrocera dorsalis voucher HBBD9 cytochrome c oxidase subunit 1 (COX1) gene, par...
Bactrocera dorsalis voucher SDLY2 cytochrome ¢ oxidase subunit | (COX1) gene, parti
Bactrocera dorsalis isolate ms1757 cytochrome ¢ oxidase subunit 1 (COI) gene, parti.
Bactrocera dorsalis haplotype C3pMS659 cytochrome ¢ oxidase subunit 1 (COI) gene,
Bactrocera dorsalis haplotype 60 cytochrome ¢ oxidase subunit 1 (COl) gene, partial c...
Bactrocera dorsalis haplotype 23 cytochrome c oxidase subunit 1 (COl) gene, partial c...
Bactrocera dorsalis clone ZQ_40 cytochrome oxidase subunit 1 (COI) gene, partial cds;...
Bactrocera dorsalis clone KZN_6 cytochrome oxidase subunit | (COI) gene, partial cds,
Bactrocera dorsalis clone FZ_17 cytochrome oxidase subunit | (COI) gene, partial cds; ...
Bactrocera dorsalis isolate HN2 cytochrome ¢ oxidase subunit | (COX1) gene, partial c...
Bactrocera dorsalis haplotype 39 cytochrome ¢ oxidase subunit 1(COl) gene, partial c... cAcc
Bactrocera dorsalis voucher HANHKS cytochrome ¢ oxidase subunit 1 (COX1) gene, p...  cacca

Bactrocera dorsalis haplotype C3pMS545 cytochrome ¢ oxidase subunit 1 (COI) gene,...
Bactrocera dorsalis isolate SD9 cytochrome ¢ oxidase subunit | (COX1) gene, partial c...
Bactrocera dorsalis clone MM_40 cytochrome oxidase subunit | (COI) gene, partial cd...
Bactrocera dorsalis clone BD_1 cytochrome oxidase subunit | (COI) gene, partial cds; ...
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Figure S2. Alignments resulting from the in silico theoretical Probe amplicon and sequences of the related
organisms present in GenBank. More than 200 different Bactrocera specimens present and detected in different
source areas were compared through the sequence alignments in the network.
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_1. OPO36621.1 extraction (Bactroce...
2. Bactrocera occipitalis x Bactrocer...
3. Bactrocera (Javadacus) sp. 1 F-2..
4. Bactrocera abdonigella voucher -
5. Bactrocera abdonigella voucher ..
6. Bactrocera albistrigata isolate BL...
7. Bactrocera melanotus isolate FF1...
8. Bactrocera tuberculata isolate BT.
9. Bactrocera barringtoniae vouche
10. Bactrocera trivialis voucher ww..
11. Bactrocera nr. trivialis FFP108 c.
12. Bactrocera breviaculeus vouche.
13. Bactrocera tryoni voucher Btr6 ..
14. Bactrocera kraussi voucher FFP.
15. Bactrocera mutabilis voucher M.
16. Bactrocera rufescens voucher R.
17. Bactrocera quadrisetosa isolate...
18. Bactrocera passifiorae isolate B.
19. Bactrocera vargasi voucher UHI.
20. Bactrocera minuta isolate FF108...
21. Bactrocera cacuminata voucher.
22. Bactrocera opiliae voucher ww2...
23. Bactrocera cognata isolate FF10,
24. Bactrocera makilingensis isola
25. Bactrocera raiensis isolate Int2.
26. Bactrocera verbascifoliae isolat.
27. Bactrocera paraverbascifoliae v.
28. MW403044.1 (Bactrocera dorsa
29. Bactrocera carambolae isolate ...
30. Bactrocera ruiliensis isolate HN..
31. Bactrocera occipitalis isolate BX.
32. Bactrocera kandiensis voucher ..

35, Bactrocera arecae isolate FF766.
36. Bactrocera neocognata voucher...
37. Bactrocera nigrotibialis isolate P.
38. Bactrocera thistletoni voucher T.
39, Bactrocera correcta isolate PCO...
40. Bactrocera zonata vaucher IPM..
41. Bactrocera endiandrae voucher.
42 Bactrocera yorkensis voucher Y.
43. Bactrocera aeroginosa voucher ..
44, Bactrocera alwoodi voucher AL
45. Bactrocera vishnu voucher RO-|
46. Bactrocera silvicola voucher SL..
47. Bactrocera limbifera isolate 2
48. Bactrocera syzygii voucher FRFO...
49. Bactrocera calophylli voucher F.
50. Bactrocera ebenea voucher EBE...
51. Bactrocera unirufa voucher Bun...
52. Bactrocera symplocos isolate
53. Bactrocera latifrons isolate BL_3...
54. Bactrocera simulata voucher
55. Bactrocera phaleriae voucher P.
56. Bactrocera anfracta voucher AN...
57 Bactrocera quasienachra vouch
58. Bactrocera rubi §ma cytochrome...
59. Bactrocera amplexa isolate R

60. Bactrocera mesumelas voucher.
61. Bactrocera biguttula isolate Big...
62. Bactrocera biguttula isolate RM.
63. Bactrocera montyanus isolate R
64. Bactrocera munroi cytochrome
65. Bactrocera oleae voucher IOM2 ...
66. Bactrocera nigrivenata isolate R.
67. Bactrocera neoxanthodes voucl
68. Bactrocera paraxanthodes vouc
69. Bactrocera minax voucher Dip3..
70. Bactrocera seguyi voucher SEG..
71. Bactrocera brunnea voucher BR...

73. Bactrocera al
74. Bactrocera hyalina isolate ms44.
75. Bactrocera cheesmanae vouche...
76. Bactrocera neocheesmanae vo.
77. Bactrocera visenda voucher VIS,
78. Bactrocera xanthodes voucher ..
79.
80. Bactrocera tigrina voucher TIGO.
81. Bactrocera abscondita voucher
82. Bactrocera abscondita voucher
83. Bactrocera consectorata vouch...
84. Bactrocera allwoodi isolate 16 c..
85, Bactrocera albistrigata voucher ..
86. Bactrocera caledoniensis vouch...
87. Bactrocera tri
88. Bactrocera trilineola voucher TR...
89. Bactrocera tsuneonis voucher T.
90. Bactrocera psidii voucher UHIM
91. Bactrocera frauenfeldi voucher
92. Bactrocera kirki voucher UHIM.
93. Bactrocera bhutaniae isolate m..
94. Bactrocera laithieuiae isolate m
95. Bactrocera latilineola voucher L.
96. Bactrocera cacuminata voucher.
97. Bactrocera lateritaenia isolate ...
98. Bactrocera thailandica isolate m...
99, Bactrocera selenophora isolate
100. Bactrocera pyrifoliae cytochro...
101. Bactrocera caryeae isolate Go...
102. Bactrocera caryeae isolate Go..
103. Bactrocera caryeae isolate Go.
104, Bactrocera perigrapha isolate .
105. Bactrocera musae voucher M...
106. Bactrocera recurrens voucher
107. Bactrocera usitata isolate ms1
108, Bactrocera unifasciata vouche,
. Bactrocera aquilonis voucher .
110. Bactrocera curvipennis vouche...
111. Bactrocera erubescentis vouch...
112. Bactrocera melas voucher ME...
113, Bactrocera ustulata voucher U
114. Bactrocera peninsularis vouch.
115. Bactrocera rufofuscula vouche.
116. Bactrocera terminaliae vouche.
117. Bactrocera carbonaria vouche.
118. Bactrocera umbrosa voucher .
119. Bactrocera lineata voucher LIN...
120. Bactrocera quasiinfulata isolat.
121. Bactrocera halfordiae voucher ...
122. Bactrocera parabarringtoniae .
123. Bactrocera speewahensis vouc...
124. Bactrocera curreyi voucher CU.
125. Bactrocera fagraea voucher F...
126. Bactrocera russeola veucher
127. Bactrocera manskii voucher M
128. Bactrocera nigrifacia isolate m.
129. Bactrocera sembaliensis isolat.
130. Bactrocera sp. PK-7 eytochrom...
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IAGIA ~ CARAG T A TA TGGT. T EEAGTHGATCTRGCT
AGHAACAAGTATAGT GACEEGGT. TT CH A G THIGRT CTRGCT
GIIA GG TA TRG T WTGGT TT GGAGCHEAGT TCTHGCT
AGIA A CERAGTATAG ITGGT. TT G TEGATCTEGCT
JAGIA - CABG TATAG TGGT TT AR W G TRGA T TRGCT
GG G TATHRG TGGT, TT G THGA TR TEGCT
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IAGHIA . CRAG TA TH ITGGT. T G TEGETCTEGCT
IAGIA/ GG TATAG WTGGT. TT SAGGAGCENNEAG TIGAT CTRGCT
IAGHIA A CIAG TA TRG TGGT. T G THGR T CTIRGCT
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(GIIA A GG A TR TGGT. TTARE NemC TIGAT CTAGCT
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CHCCAGECATATTETGAGCANTEGGGTTGTA
CHCCAGENATABTATGAGCABTAGGRTTEGTA
CHCCGGEBATATTRTGAGCANTAGGATTEGTA
CHCCGGEBATATTRTGAGCANTAGGET TEGTA
CHCCAGECATARTRTGAGCANTAGGGTTGTA
CGCCAGHCARARTRTGAGCECTAGGETTTGTA
CGCCHGEAATATTRTGAGCHTAGGRTTTGTA
CGCCEGEAATATTRTGAGCEMTAGGETTTGTA
CACCAGEMATARTETGAGCCCTAGGETTTGTA
TABTBTGAGCCCTAGGETTTGTA
CECCAGEMATABTBTGAGCCCTAGGETTTGTA
CHCCAGEEATARTRTGGGCCCTAGGETTTGTA
CECCAGECATATTMTGAGCCCTAGGETTTGTA
CECCAGECATATTRTGAGCCCTAGGETTTGTA
CHCCAGECATATTMTGAGCCCTAGGRTTTGTA
CHCCAGECATATTBTGAGCCCTAGGETTTGTA
CECCAGECATATTRTGAGCCCTAGGEMTTTGTA
CECCAGECATATTRTGAGCCCTAGGETTTGTA
CBCCAGECATATTRTGAGCCCTAGGATTTGTA
CECCAGECATARTGTGAGCCCTAGGRTTTGTA
CECCAGERATABTGTGAGCCCTAGGGTTTGTG
CECCAGECATGTTGTGAGCCHTAGGETTTGTA
CHCCAGECATETTGTGAGCCHTAGGETTTGTA
CACCAGECATABTGTGAGCCCTAGGRTTTGTA
CACCAGEATATTGTGAGCIICTAGGBTTTGTA
CACCAGEBATATTGTGAGCCCTAGGETTTGTA
CACCAGEATATTGTGAGCCCTAGGETTTGTA
CACCAGEMATATTGTGAGCCCTAGGRTTTGTA
CACCAGEMAT ABTETGEGCCCTAGGETTTGTA
CACCAGEMATABTRTGEGCCCTAGGRTTTGTA
CACCAGEATABTRTGGGCCCTAGGETTTGTA
CACCAGEEATABTRTGEGCCCTAGGATTTGTA
CACCAGECATATTGTGAGCCCTAGGETTTGTA
CACCAGECATABTETGAGCCCTAGGETTTGTA
CACCAGECATABTRTGAGCCCTAGGRTTTGTG
CACCAGECATATTMTGBGCCCTAGGETTTGTA
CECCAGEEATANTRTGAGCCCTAGGGTTTGTA
CHCCAGECATABTBTGAGCCCTAGGGTTTGTA
CHCCAGEEATABTBTGAGCCCTAGGGTTTGTA
CECCAGEEATABTRTGAGCCCTAGGGTTTGTA
CECCAGEEATABTRTGAGCCCTAGGGTTTGTA
CECCAGECATARTRTGEGCCCTAGGGTTTGTA
CHCCAGECATABTETGEGCCCTAGGGTTTGTA
CHECCAGEMATG TTRTGEGCCCTAGGETTEGTA
CECCAGEMATG T TRTGGGCCCTAGGATTGTA
CECCAGEATG T TRTGGGCCCTAGGATTEGTA
CECCAGEEATET TRTGEGCCCTAGGAT TG TA
CRCCAGEATATTETGAGCCCTAGGETTTGTA
CECCAGECATABTRTGEGCEMCTAGGGTTTGTA
CECCAGEBATATTRTGGGCCCTMGGATTTGTI
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CHCCAGECATGTTRTGAGCCCTAGGRTTTGTA
CHCEAGECATG T TRTGAGCCCTAGGRTTTGTA

TTERTATTEACAGTAGGAGGANTAACEGGAGTIIGTECTEGCT
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TTEETATTTACEGTAGGAGGATTAACEGGAG THIGT THTRGCT
TTEETATTTACEGTAGGAGGATTAACHIGGAG TEG T THITEGCT
TTEETAT TEACEGTAGGAGGATTAACHIGGAGTEG T TRITRGCT
TTERTATTTACEGTEGCAGART TAACAGGAGTAGTRIBTGCT
TTEETAT TEACEGTAGGGGGNTTAACHGGAGTAG TRCTRGCE
TTEETATTHACEGTAGGGG AT TAACHGGAGTAG TRCTRGCE
TTCHTATTEACAGTEGGAGGANTAACAGGAG TIIGTTCTTGCT
TTCRTATTRACAGTEIGGAGGATAACAGGAGTIIGTTCTTGCT
TTARTATTEACAGTEGGAGGABTAACAGGAGTIIGTTCTTGCT
TTARTATTTACAGTEGGAGGARTAACAGGAGTEIGTTCTTGCT
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TTARTATTTACHIGTAGGGGGATTAACAGGAGTIGTTCTTGCT
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TTCCTATTTACAGTAGGAGGATTAACAGGAGTAGTTCTTGCE
TTCCTATTTACAGTAGGAGGATTAACAGGAGTAGTTCTTGOR
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TTARTATTTACAGTAGGAGGGTTAACEIGGAGTAGTTCTTGCT
TTCAMTATTTACAGTAGGAGGAT TAACBGGAGTAGTTCTTGCT
TTARTATTTACAGTAGGAGGAT TAACBGGAGTAGTTCTTGCT
TTEBTATTTACAGTAGGAGGATTAACBGGGGTAGTTCTTGCT
TTORTATTRACAGTGBGGEGGATTAACAGGAGTAGTRCTTGCE
TTANTATTEACAGTEGGEGGATTAACAGGAGTAGTECTTGCE
TTARTATTEACAGTGGGAGGATTGACIGGAGTAGTBCTTGCT
TTARTATTEACAGTGGGAGGATTGACGGAGTAGTRCTTGCT
TTCMTATTBACAGTGGGAGGAT TGACBGGAGTAGTRCTTGCT
TTARTATTHACAGTGGGGGGAT TGACHGGAGTAGTRCTTGCT
TTARTATTTACAGTAGGAGGATTAACEIGGAGTAGTECTIGCT
TTCCTRTTEACAGTAGGAGGATTAACEGGAGTAGTECTTGCT
TTCETATTEACAGTAGGAGGANTGACEGGGGTAGTTCTTGCT
TTORTATTEACAGTAGGAGGATTAACIGGAGTAGTTCTTGCT
TTCRTATTTACAGTAGGAGGATTAACEGGAGTEGTTCTTGCT
TTARTATTEACAGTAGGAGGAT TAACBIGGAGTIIGTTCTTGCT
TTARTATTEACAGTAGGAGGATTAACEGGAGTEIGTTCTTGCT
TTCOMTATTBACAGTAGGAGGATTAACEGGAG TG TRCTTGCT
TTCETATTTACAGTERGGAGGARTAACAGGAG TG TRCTRGCT
TTCRTATTTACAGTIIGGAGGATAACAGGAGTIIGTECTEGCT
TTARTATTTACAGTEGGAGGABTAACAGGAGGIIGTTCTRGCT
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131. Bactrocera bancroftii voucher
132. Bactrocera amarambalensis is..
133. Bactrocera digressa isolate ms
134. Bactrocera gombokensis isolat.
135. Bactrocera lombokensis vouch.

139. Bactrocera quadrata voucher .
140. Bactrocera melanathoracica v..
141. Bactrocera nr. quadrata NQDO.
142. Bactrocera paradiospyri isolat
143, Bactrocera ochrosiae isolate

144, Bactrocera ceylanica isolate m.
145. Bactrocera bidentata voucher
146. Bactrocera decurtans voucher
147. Bactrocera kanchanaburi isola...

157. Bactrocera fusi
158. Bactrocera propinqua voucher ...
159. Bactrocera melastomatos vou..
160. Bactrocera wuzhishana isolate.
161. Bactrocera tinomiscii voucher ...
162. Bactrocera vulgaris voucher V...
163. Bactrocera furvilineata vouche...
164. Bactrocera dorsalcides isolate ...
165. Bactrocera laticaudus voucher ...
166, Bactrocera nr. quadrata NQDO.
167. Bactrocera illusioscutellaris iso.
168. Bactrocera eurycosta isolate ...
169. Bactrocera sp. n. 1 MDSJ-2015
170. Bactrocera ritsemai isolate ms...
171. Bactrocera amplexiseta vouch...
172. Bactrocera absidata voucher A.

174. Bactrocera alyxiae voucher AL.
175. Bactrocera batemani voucher
176. Bactrocera antigone voucher A...
177. Bactrocera dongnaiae isolate
178. Bactrocera moluccensis vouch.
179. Bactrocera aethriobasis isolat.
180. Bactrocera facialis voucher FA.
181. Bactrocera mucronis voucher .
182. Bactrocera peneobscura vouc...
183. Bactrocera aurantiaca voucher.

184. Bactrocera morabiensis vouch..

186. Bactrocera allodistincta vouch.
187. Bactrocera distincta voucher D.
188, Bactrocera unitaeniola vouche.

191. Bactrocera pepisalae voucher
192. Bactrocera tenuifascia vouche.
193. Bactrocera fulvicauda voucher
194. Bactrocera redunca voucher A.
195. Bactrocera resima voucher RE..
196. Bactrocera romigae voucher R.
197. Bactrocera murrayi voucher M.
198. Bactrocera aurea voucher AEA...
199. Bactrocera clarifemur voucher.
200. Bactrocera nigra voucher NIGO...
201. Bactrocera trilineata isolate m..
202. Bactrocera nigrescentis vouch..
203. Bactrocera lampabilis voucher
204. Bactrocera ernesti voucher UH...
205. Bactrocera continua isolate ms...
06. Bactrocera geminosimulata vo.
207. Bactrocera absidata voucher A.
208. Bactrocera mayi voucher DMY..
209. Bactrocera coninecta voucher .
210. Bactrocera viscenda NADH de.
211. Bactrocera brunnea voucher B.
212. Bactrocera dyscrita voucher D.
213. Bactrocera enochra voucher B.
214. Bactrocera unistriata voucher
215. Bactrocera speculifera vouche.

CECCHGECATATTMTGAGCEICTAGGGTTTGTG
CHCCAGEEATANTBTGAGCECTAGGGTTTGTA
CHCCAGEEATANTMTGAGCCETAGGGTTTGTA
CHCCAGEEATAT TRTGAGC
CHCCAGEBATATTRTGAGCCEMTAGGRTTTGTA
CHCCAGEEATABTGTGAGCCCTAGGETTTGTA
CHCCAGEEATANTITGAGCCCTAGGGTTTGTA
CECCAGEEATABTGTGAGCCCTAGGGTTTGTA
CHCCAGEBATATTRTGGGCEICTAGGRTTTGTA
CHCCAGECATARTMTGANCECTAGGATTTGTA
CHCCAGECATARTETGANCECTAGGATTTGTA
CHCCAGEEATARTGTGAGCEICTAGGGTTTGTA
CHCCAGEEATATTRTGAGCCTAGGRTTTGTE
CACCAGEMATATTMTGEGCCCTAGGRTTTGTA
CHCCAGEBATATTMTGAGCMCTAGGRTTTGTA
CHCCAGEBATATTMTGAGCMCTAGGRTTTGTA
CBCCAGEEETATTRTGARCCCTAGGRTTTGTA
CHCCAGEEATARTRTGAGCEICTAGGGTTHGTA
CBCCAGECETATTMTGGGCCCTAGGRTTRGTA
CACCAGECATATTGTGEGCHCTAGGRTTTGTA
CECCAGECATATTMTGGGCEICTAGGGTTTGTA
CRICCAGEYATABTBMTGRRCYCTAGGRTTTGTA
CECCAGEEATABTGTGAGCBCTAGGGTTTGTA
CHCCAGEMATABTGTGAGCMCTAGGGTTTGTA
CHCCAGENATABTRTGAGCEGCTAGGGTTTGTA
CECCGGECATGT TMTGGGCCCTAGGRTTTGTG
CECCAGEBATATTGTGEGCCCTAGGGTTTGTA
CBCCAGEBATATTRTGEGCCCTAGGGTTTGTE
CHCCAGEBATATTGTGAGCCCTAGGHTTEGTA
CHCCAGECATARTITGARCECTAGGRTTTGTA
CECCMGECATATTMTGAGCCCTAGGRTTRGTA
CHCCHGEEATATTMTGAGCCCTAGGGTTTGTA
CBCCAGECATANTMTGAGCCEITAGGRT

CBCCAGENATABTGTGAGCCCTAGGRTTTGTA
CEICCAGEEATABTITGAGCCCTAGGGTTTGTA
CECCAGERATABTRTGEGCCCTAGGGTTTGTA
CHCCHGECATATTRTGAGCICTAGGATTTGTA
CECCAGEBATARTETGAGCCHMTAGGRATTTGTG
CBCCAGEEATARTRTGAGCCEMTAGGGTTTGTE
CECCAGECATARTRTGGGCCEMTAGGRTTTGTA
CECCAGEEATATTMTGAGCCCTAGGRTTTGTA
CHCCHGEEATARTRTGASCCCTAGGRTTTGTE
CHCCHGENATARTRTGAGCCCTAGGATTTGTE
CEICCAGEEATRETBTGAGCCCTAGGRTTTGTA
CHCCAGECATATTRTGGGCCMTAGGRTTTGTE
CECCAGEBATATTRTGASCBCTAGGRTTTGTA
CHCCAGECATATTMTGARCCETAGGGTTTGTA
CHCCGGEEATATTRTGGGCHC TAGGRTTTGTA
CECCGGEMATATTGTGGGCCCTAGGRT
CHCCAGENATATTRTGAGCCCTAGGRTTTGTA
CHCCAGEEATATTRTGAGCIICTAGGGTTTGTA
CHCCAGEEATABTRTGAGCEC TBGGATTTGTG
CRICCAGECATATTRTGABCEICTAGGRTTTGTA
CHCCHGECATARTETGAGCCCTAGGRTTTGTA
CHCCHEMCATABTBTGAGCCCTAGGRTTTGTE
CBCCAGEBATGTTTGEGCCCTRGGGTTTGTA
CCCMGECATATTRTGAGCHTAGGGTTGTA
CBCCGGECATATTMTGAGCEMTAGGGTTTGTA
CHCCAGEBATATTRTGGGCECTAGGATTGTG
CBCCGGECATARTGTGGGCCCTGGGATTTGTA
CECCAGECATARTGTGAGCCETAGGRTTTGTA
CHCCAGEEATABTRTGAGCCCTAGGRTTGTG
CECCGGECATABTGTGAGCCMTAGGRTTTGTA
CHCCAGEEATANTGTGAGCECTGGGGTTTGTA
CHCCHGECATABTGTGAGCCCTAGGGTTTGTA
CHCCAGENATATTRTGANCERTAGGATTTGTE
CBCCAGEEATABTGTGAGCBCTAGGGTTHGTA
CECCAGEBATATTMTGAGCMCTAGGGTTTGTA
CECCHMGERATATTRTGAGCEC TAGGRTTTGTE
CECCHGENATARTETGAGCECTAGGRATTTGTE
CBCCAGENATARTRTGAGCCHMTAGGATTEGTA
CECCEGEBATATTMTGAGCCCTAGGRTTTGTA
CECCAGEEATARTRTGAGCCETAGGAT THGTA
CACCAGEEATANTRTGAGCECTAGGATTTGTA
CBCCHGEGATABTGTGAGCEICTAGGATTGTA
CHCCAGECATARTRTGAGCCHTAGGGTTTGTA
CHCCAGEBATARTGTGAGCIICTAGGRTTKGTA
ATEETRTGAGCECTAGGATTTGTA
CHCCEGECATARTRTGGGCCMTAGGATTTGTE

T
CABCANTGATATT GAREAT

CACCANTGATART GANNA T

CARCANTGATATTCRAGENACGARBA T

TTERTATTEACAGTAGGAGGAT TGACGGAGTEG TEBTIGCT AATTCATCTGTEGATATTATTCTTCATGANAC
TTERTATTEACAGTEGGAGGATTAACAGGAGTEIGTTCTTGCT AANTCATCTGTAGATATTATTCTTCATGARAC
TTEETATTACAGTAGGAGGATTAACAGGAGTEGTMCTTGCT AATTCATCTGTAGANATTATTCTHCATGANAC

TTEETAT

ACAGTAGGAGGATTGACAGGAGTIG THIC
TTERTATTEACAGTAGGAGGARTAACAGGAGTEIGTTC

AANTCATCTGTAGABATTATTCTTCATGACAC
AATTCATCTGTMGATATTATEICTTCATGABAC

TTAMTATTTACAGTGGGAGGATTAACAGGAGTIIGTIICTTGCT AATTCATCTGTAGATATTATTC TRCANGANAC
TTOTATTMACAGTGGGAGGATTAACAGGAGTEIGTTCTGCT AAMTCATCTGTAGATATTATTCTTCATGANAC
TTOMTATTTACAGTAGGAGGABTAACGGGAGTIGTTCTRGCT AABTCATCTGTAGAMATTATTCTTCATGACAC
TTARTATTEACAGTAGGAGGARTAACAGGAGTEIGTCTRGCE AANTCATCTGTAGANATEATTCTTCATGANAC
TTERTATTTACAGTAGGAGGATTAACAGGAGTEIGTEICTTGCT AATTCATCTGTAGAMATTATTCTTCATGACAC
TTYBTATTYACAGTAGGAGGAT TAACAGGAGTEIGTEICTTGCT AATTCATCTGTAGAMATTATTCTTCATGACAC
TTABTATTTACAGTAGGAGGATTAACAGGAGTIIGTTCTTGCT AATTCATCTGTAGANATTATECTTCATGANAC
TTARTATTACAGTAGGAGGATTAACAGGAGTIIGTTTGCT AATTCATCMGTAGATATEATTCTTCATGACAC
TTCCTATTTACAGTAGGAGGGETAACAGGAGTIGTTCTTGCE AANTCATCTGTAGATATTATTCTTCARGANAC
TTCHTATTMACAGTAGGAGGAMTAACAGGAGTEIGTTCTWGCT AANTCATCMGTAGATATTATTCTTCATGAYAC

TTCRTAT

ACAGTAGGAGGATTAACAGGAGTEIGTTC

TGCT AANTCATCTGTAGATATTATTCTTCATGANAC

TTARTATTHACAGTAGGAGGATTAACAGGAGTIIGTTCTTIICT AATTCATCTGTAGABATTATTCTTCATGACAC
TTARTATTTACAGTAGGAGGATTAACAGGAGTIRIGTEICTTGCT AATTCATCTGTAGATATEATTCTTCANGARAC
TTEETATTTACAGTAGGAGGATTAACAGGEGTEGTTCTTGCT AATTCATCTGTAGATATTATTCTTCATGANAC
TTEBTATTTACAGTAGGEBGGATTBACAGGAGTEIGTTCTTGCE AATTCATCTGTAGATATTATECTTCATGABAC

TTERTATTEACAGTAGGAGGATTAACAGGAGTIIGTRICTIGCT AATTCATCTGTAGATATTAT

TTCABGACAC

TTCBTATTYACMGTAGGAGGATTAACAGGAGTIGTTCTTGCT AAYTCATCWGTAGATATTATTCTTCATGAYAC
TTARTATTMACAGTAGGBEGGET TEACAGGAGTIIGTTCTTGAM AATTCATCTGTAGATATTATTCTTCATGANAC
TTARTATTACAGTAGGEGGET TGACAGGAGTIIGTTCTTGON AATTCATCTGTAGATATTATTCTTCATGARAC
TTAMTATTMACAGTAGGAGGGT TGACAGGAGTIGTTCTTGCM AATTCGTCTGTAGATATTATTCTRCANGACAC
TTEETATTHACAGTAGGEGGATTAACAGGAGTIIGTTCTTGCT AANTCATCTGTEGATATTATTCTTCATGACAC

TTOETATTTACAGTAGG

GABTAACAGGAGTEIGTTCTTGCT AA

CATCTGTAGATATTATTCTTCATGACAC

TTANTATTTACAGTAGGEGGANMTAACAGGAGTEIGTTCTTGCT AAMTCATCTGTAGATATTATTCTTCATGACAC
TTORTATTTACAGTEGGAGGAT TAACAGGAGTIGTTCTIGCT AATTCATCTGTAGATATTATECTTCABGACAC
TTAMTATTTACAGTAGGAGGATTAACAGGAGTEIGTTCTTGCT AATTCATCTGTAGATATTATMC THCATGABAC
TTEMTATTTACAGTAGGAGGANTAACAGGAGTIIGTECTTGCT AATTCATCMGTAGATATTATTCTTCABGACAC
TTCHTATTTACAGTAGGAGGATTAACAGGAGTEIGTTCTTGCT AAMTCATCTGTAGATATEATTCTTCATGACAC
TTEETATTEACAGTAGGAGGARTAACAGGAGTEIGTTCTTGCT AATYCATCTGTAGATATTATTCTECARGACAC
TTARTATTEACAGTIGGAGGATTAACAGGAGTIIGTICTTGCT AATTCEMTCTGTAGATATTATTCTTCATGACAC
TTARTATTEACAGTAGGAGGABTAACAGGAGTIIGTTCTTGCT AATTCETCTGTAGATATTATTCTTCAMGACAC

TTCETATTMACAGTAGGAGGATTAACAGGAGTIIGTTC

TGCT AATTCETCTGTAGATATTATTCTTCAMGACAC

TTCETATTTACAGTEGGAGGANTAACAGGAGTEIGTTCTEGCT AATTCATCTGTAGABATTATTCTTCATGACAC
TTERTATTRACAGTAGGEGGATTAACAGGAGTIIGTTCTTGCT AATTCATCTGTAGATATEATECTTCANGANAC
TTEBTATTACAGTAGGEGGATTAACAGGAGTIIGTIICTTGCT AATTCATCHGTAGATATTATEICTTCARGANAC
TTCBTATTMACAGTEGGGEGGAMTAACAGGAGTIGTTCTTGCT AATTCATCEGTAGATATTATTCTTCATGABAC

TTAMTATTTACAGTAGGAGGATTAACAGGAGTIIGTTC

AANTCATCTGTAGATATMATEC TTCATGACAC

TTAMTETTTACAGTAGGAGGATTAASGGGAGTEGTTSTTGCT AATTCHTCTGWAGABATTATTCTTCARGANAC
TTARTETTTACAGTAGGAGGATTAACGGGAGTIIGTTCTTGCT AATTCETCTGTAGANATTATTCTTCARGANAC

TTABTATTTACAGTAGGAGGATTAACAGGAGTIG TRC

TGCT AATTCATCTGTAGANATEATTCTTCABGACAC

TTEETATTEACAGTAGGEIGGATTAACGGGAGTEIGTTCTTGCT AANTCATCTGTAGATATTATTCTTCARGAAC
TTEBTATTTACAGTAGGAGGANTMACAGGEGTEIGTTCTTGCE AATTCATCEMTMGATATTATTC TRCANGACAC

TTCETATTRACAGTAGGEGGATTAACAGGAGTIGTTCTTGCR

CATCTGTAGATATTATTCTTCATGACAC

TTCMTATTTACAGTAGGAGGARTAACAGGAGTEIGTTCTTGCT AANTCATCTGTAGATATTATTCTECATGACAC

TTARTATTTACAGTAGGAGGATTBACBGGAGTEIGTTC

TGCT AABTCATCTGTAGATATTATTCTTCATGABAC

TTARTATTTACAGTAGGAGGARTACAGGAGTEIGTTCTTGC AATTCATCTGTHGANATTATTCTTCATGANAC
TTARTATTRACAGTAGGAGGGRTEACAGGAGTEIGTTCTTGCE AMBTCATCTGTEGATATTAT TEITECATGABAC

TTABTATTTACAGKGGGAGGGE TACAGGAGTEGTTC
TTORTATTRACAGKBGGAGGATTAACAGGEGTERGT TR TIREC

GOl AABTCATCTGTEGATATTATTCTTCATGACAC
AATTCATCTGTARATATTGTTCTTCATGACAC

TTORTATTTACAGTAGGAGGATTAACAGGAGTIIGTECTEGCT AANTCETCTGTAGATATTATTCTTCATGACAC
TTARTATTACAGTEGGAGGATTAACAGGAGTIIGTICTBGCT AANTCATCTGTAGAATTATTCTTCATGANAC

TTARTATTRACAGTAGGGGGARTEACAGGEGTAGTTCTRGCE

AARTCATCEGTAGABATTATTCTTCARGACAC

TTETATTBACAGTAGGAGGAT TAACAGGAGTARTTCTTGCT AATTCATCTGTAGATATTATTCTTCATGARAC
TTEETATTEACAGTGGGAGGAT TAACAGGGGTARTTCTTGCE AATTCATCTGTEGATATTATTCTTCANGANAC
TTEBTATTTACAGTAGGEGGATTAACAGGAGTIIGTTCTTGCT AANTCGTCTGTAGATATEATTCTTCATGACAC
TTOETATTEACAGTGGGEGGANTAACGGGAGTIIGTTCTTGCT AANTCATCTGTAGANMATTATTCTBCATGACAC

TTEETATTRACAGTAGGI

GATTAACAGGAGTEGTTCTTGCT

CATCHGTAGARATTATTCTTCABGACAC

TTARTATTMACGGTAGGAGGAT TAACAGGAGTIIGTTCTTGCT AATTCATCTGTAGATATEATTCTTCATGACAC
TTAMTATTTACAGTAGGAGGGETEACAGGEGTRGTTCTEGCT AATTCATCTGTAGATATEATECTTCATGACAC

TTCETATTTAC

TAGGAGGATTAACAGGAGTEIGTECTTGOE AATTCGTCEGTAGATATTAT

CABGACAC

TTHCTATTRACEGTAGGAGGATTAACAGGGGTEIGTHCTTGCE AATTCGTCTGTAGATATTATEC TRCARGABAC
TTETATTTACAGTEGGAGGTTAACAGGAGTIIGTTCTTGCT AATTCATCTGTAGATATTATTCTTCATGACAC
TTATATTTACAGTAGGAGGATTAACAGGAGTIGTTEITEGCT AATTCATCMGTBGATATTATTCTTCATGACAC
TTEETATTTACAGTAGGAGGABTAACAGGEG TG TRCTRGCT AANTCETCTGTAGARATTATTETECATGANAC
TTCMTATTTACAGTEGGEGET TAACAGGAGTIG TRCTTGON AATTCMTCHGTAGATATEAT TRTRCABGACAC
TTARTATTRACAGTAGGGGARTTAACAGGAGTIRGTECTTGCON AATTCETCTGTAGATATTATTETRCATGARAC
TTCCTATTMACAGTAGGAGGATTAACAGGAGTAGTIMETEGCT AATTCMTCHGTAGATATTATTCTTCATGACAC

TTCCTATTRACEGTAGGEGGATTAACEGGAGTAGTIRCTIRGCE AATTCATCTGTAGATATTATEN
TTEBTATTTACAGTAGGAGGAT TAACHIGGWG T AG TINE
TTEMTATTTACBGTAGGAGGAT TAACHGGARTEGTTC

CATGABAC
AAYTCATCHMGTAGATATTATTCTRICATGABAC
AATTCATCEGTEGATATTATETRCATGABAC

TTCCTATTTACAGTAGGAGGATMACAGGAGTAGTIMETRGCT AANTCETCAGTEGATATTAT TMITRCARGACAC
TTCARTATTEACAGTGGGAGGAT TAACAGGAGTIIGTTCTGCT AATTCATCTGTAGATATTATTCTTCARGANAC
TTCRTATTTACBGTAGGAGGATTAACGGGAGTIIGTTCTYGCE AATTCATCTGTAGATATEATTC TRCANGAAC

TTCCTATTTACAGTEGGAGGET TAAC

GGAGTAGTTCTRGCT AATTCETCRGTAGARATTATIEET

ATGACAC

TTEETATTTACAGTAGGAGGARTMACEGGAGTAGTTETIGCE AANTCATCTGTAGATATTATTETRCATGAAC
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Table S1. Target and non-target list with indication of Cqs detected in single gene amplification reactions
with the qPCR probe

Species

Sample code

Concentration Cq

Anastrepha fraterculus (Wiedemann, 1830)

MR 000752

10 ng/uL n/a

MR 000795

10 ng/uL n/a

Anastrepha leptozona Hendel 1914

MR 000817

10 ng/pL n/a

MR 000823

10 ng/pL n/a

MR 001658

10 ng/uL n/a

Anastrepha ludens (Loew, 1873)

MR 000753

10 ng/uL n/a

MR 000820

10 ng/uL n/a

MR 001659

10 ng/uL n/a

MR 001710

10 ng/pL n/a

MR 001721

10 ng/pL n/a

Anastrepha obliqgua (Macquart, 1835)

MR 000821

10 ng/pL n/a

MR 001715

10 ng/uL n/a

Anastrepha serpentina (Wiedemann, 1830)

MR 000283

10 ng/uL n/a

MR 000822

10 ng/uL n/a



MR 001701 10 ng/uL n/a
MR 001689 10 ng/uL n/a
MR 001722 10 ng/uL n/a

MR 001712 10 ng/uL 22.78

MR 001720 10 ng/uL 21.36

MR 001709 10 ng/uL 21.40

MR 001718 10 ng/uL 21.26

MR 001716 10 ng/uL 21.16

MR 000814 10 ng/uL 21.12

MR 001563 10 ng/uL 20.98

MR 001713 10 ng/uL 21.10

MR 001638 10 ng/uL 20.87

, MR 001714 10 ng/uL 21.45

Bactrocera dorsalis (Hendel, 1912) MR 001717 10 ng/uiL 2108

MR 001711 10 ng/uL 17.56

MR 001719 10 ng/uL 16.52

MR 000801 10 ng/uL 17.24

MR 001683 10 ng/uL 16.87

MR 001684 10 ng/uL 17.45

MR 000239 10 ng/uL 17.25

MR 001697 10 ng/uL 16.98

MR 001747 10 ng/uL 17.28

MR 000764 10 ng/uL 17.19
. MR 000752 10 ng/pL n/a
Bactrocera latifrons (Hendel, 1915) MR 000823 10 ng/ul. /a
Bactrocera oleae (Rossi, 1790) MR 001658 10 ng/uL n/a
Bactrocera zonata (Saunders, 1842) MR 000753 10 ng/uL n/a
MR 000820 10 ng/uL n/a
Ceratitis capitata (Wiedemann, 1824) ﬁlli 88822; 18 Egﬁt E;Z
MR 000822 10 ng/pL n/a
. . MR 000259 10 ng/uL n/a
Cydia pomonella (Linnaeus, 1758) MR 000790 10 ng/uiL n/a
Grapholita molesta (Busck, 1916) MR 001617 10 ng/uL n/a
Rhagoletis cerasi(Linnaeus, 1758) MR 001618 10 ng/uL n/a
Rhagoletis completa(Cresson, 1929) xi 38124112 18 EZEII: E;Z
MR 001678 10 ng/pL n/a
Thaumatotibia leucotreta(Meyrick, 1913) MR 001620 10 ng/uL n/a
MR 001621 10 ng/pL n/a



