Supplementary material.
[bookmark: _Hlk205889057]List of specimens of the Hygrobates fluviatilis complex used for building the Neighbour-Joining (NJ) tree (Fig. 1). BINs are based on the barcode analysis from 1 March 2026. Specimens of H. lusitanicus sp. nov. are listed in Table 1.


	[bookmark: _Hlk205889083]Sequence ID
	Voucher  ID
	Country
	BIN

	Hygrobates arenarius

	GACAC002-12
	AB530276
	Germany
	BOLD:AAM2654

	GACAC003-12
	AB530277
	Germany
	

	GACAC001-12
	AB530275
	Germany
	

	NLACA1021-17
	RMNH.5070779
	The Netherlands
	

	NLACA1020-17
	RMNH.5070778
	The Netherlands
	

	NLACA1012-17
	RMNH.5070770
	The Netherlands
	

	NLACA1011-17
	RMNH.5070769
	The Netherlands
	

	NLACA241-15
	RMNH.ACA.509
	The Netherlands
	

	NLACA240-15
	RMNH.ACA.508
	The Netherlands
	

	Hygrobates corsicus

	NLACA994-17
	RMNH.5070752
	France
	BOLD:ADF8471

	NLACA995-17
	RMNH.5070753
	France
	

	NOVMB011-21
	CCDB 38559 A11
	France
	

	Hygrobates cyrnusensis

	HYDOC025-22
	CCDB 44300 C01
	France
	BOLD:AEO0837

	NOVMB038-21
	CCDB 38559 D02
	France
	

	HYDOC027-22
	CCDB 44300 C03
	France
	

	Hygrobates fluviatilis

	SEPTB077-21
	CCDB 38362 G05
	Croatia
	BOLD:ACB4846

	HYDCG161-24
	CCDB-48501-F06
	Bosnia and Herzegovina
	

	HYDCG162-24
	CCDB-48501-F0
	Bosnia and Herzegovina
	

	HYDBH032-22
	CCDB 41824 C08
	Bosnia and Herzegovina
	

	HYDBH035-22
	CCDB 41824 C1
	Bosnia and Herzegovina
	

	HYDBH009-22
	CCDB 41824 A0
	Bosnia and Herzegovina
	

	HYDMN469-24
	K74 38
	Bosnia and Herzegovina
	

	NLACA926-15
	RMNH.ACA.1513
	Germany
	

	NLACA929-15
	RMNH.ACA.1516
	Germany
	

	NLACA937-15
	RMNH.ACA.1524
	Germany
	

	NLACA930-15
	RMNH.ACA.1517
	Germany
	

	NLACA924-15
	RMNH.ACA.1511
	Germany
	

	NLACA913-15
	RMNH.ACA.1500
	Germany
	

	NLACA927-15
	RMNH.ACA.1514
	Germany
	

	NLACA933-15
	RMNH.ACA.1520
	Germany
	

	NLACA934-15
	RMNH.ACA.1521
	Germany
	

	NLACA904-15
	RMNH.ACA.1491
	Germany
	

	NLACA939-15
	RMNH.ACA.1526
	Germany
	

	NLACA938-15
	RMNH.ACA.1525
	Germany
	

	NLACA902-15
	RMNH.ACA.1489
	Germany
	

	NLACA940-15
	RMNH.ACA.1527
	Germany
	

	NLACA915-15
	RMNH.ACA.150
	Germany
	

	NLACA903-15
	RMNH.ACA.1490
	Germany
	

	NLACA925-15
	RMNH.ACA.1512
	Germany
	

	NLACA931-15
	RMNH.ACA.1518
	Germany
	

	NLACA935-15
	RMNH.ACA.1522
	Germany
	

	NLACA1114-17
	RMNH.ACA.152
	Germany
	

	NLACA1116-17
	RMNH.ACA.1531
	Germany
	

	NLACA914-15
	RMNH.ACA.1501
	Germany
	

	NLACA908-15
	RMNH.ACA.1495
	Germany
	

	HYDMN364-24
	K72 2
	Montenegro
	

	HYDMN366-24
	K72 31
	Montenegro
	

	HYDMN127-24
	K67 31
	Montenegro
	

	GBMIN117731-17
	KY609997
	Montenegro
	

	GBMIN117733-17
	KY609999
	Montenegro
	

	GBMIN117734-17
	KY610001
	Montenegro
	

	GBMIN117732-17
	KY609998
	Montenegro
	

	HYDMN354-24
	K72 19
	Montenegro
	

	GBMIN117728-17
	KY609992
	Montenegro
	

	GACAC7151-19
	KY610000
	Montenegro
	

	HYDMN049-24
	K66 1
	Montenegro
	

	HYDMN149-24
	K68 5
	Montenegro
	

	HYDMN384-24
	K73 1
	Montenegro
	

	HYDMN385-24
	K73 2
	Montenegro
	

	GBMIN117729-1
	KY609993
	Montenegro
	

	GBMIN117730-17
	KY609995
	Montenegro
	

	GACAC7149-19
	KY609994
	Montenegro
	

	GACAC7150-19
	KY609996
	Montenegro
	

	MMHYD090-19
	HYDCA224
	Norway
	

	MARBN1177-2
	MARB UIB 785
	Norway
	

	MARBN931-23
	MARB UIB 1299
	Norway
	

	MARBN924-23
	MARB UIB 1292
	Norway
	

	MARBN674-23
	MARB UIB 1137
	Norway
	

	MARBN1296-23
	MARB UIB 904
	Norway
	

	MARBN798-23
	MARB UIB 1071
	Norway
	

	MARBN913-23
	MARB UIB 1281
	Norway
	

	MARBN949-23
	MARB UIB 1317
	Norway
	

	MARBN950-23
	MARB UIB 1318
	Norway
	

	MARBN701-23
	MARB UIB 1164
	Norway
	

	MARBN883-23
	MARB UIB 1251
	Norway
	

	MARBN930-23
	MARB UIB 1298
	Norway
	

	MARBN669-23
	MARB UIB 1132
	Norway
	

	MARBN670-23
	MARB UIB 1133
	Norway
	

	MMHYD089-19
	HYDCA223
	Norway
	

	MARBN1001-23
	MARB UIB 989
	Norway
	

	MARBN947-23
	MARB UIB 1315
	Norway
	

	MARBN908-23
	MARB UIB 1276
	Norway
	

	MARBN909-23
	MARB UIB 1277
	Norway
	

	MARBN933-23
	MARB UIB 1301
	Norway
	

	MARBN695-23
	MARB UIB 1158
	Norway
	

	MARBN854-23
	|MARB UIB 1127
	Norway
	

	MARBN1297-23
	MARB UIB 905
	Norway
	

	MARBN1139-23
	MARB UIB 65
	Norway
	

	MARBN1288-23
	MARB UIB 896
	Norway
	

	MARBN762-23
	MARB UIB 1035
	Norway
	

	MARBN827-23
	MARB UIB 1100
	Norway
	

	MARBN828-23
	MARB UIB 1101
	Norway
	

	MARBN882-23
	MARB UIB 1250
	Norway
	

	MARBN860-23
	MARB UIB 1228
	Norway
	

	MARBN1067-23
	MARB UIB 580
	Norway
	

	MARBN1140-23
	MARB UIB 653
	Norway
	

	MARBN1068-23
	MARB UIB 581
	Norway
	

	MARBN675-23
	MARB UIB 113
	Norway
	

	MARBN1306-23
	MARB UIB 914
	Norway
	

	MARBN972-23
	MARB UIB 960
	Norway
	

	MARBN910-23
	MARB UIB 1278
	Norway
	

	MARBN911-23
	MARB UIB 1279
	Norway
	

	MARBN861-23
	MARB UIB 1229
	Norway
	

	MARBN855-23
	MARB UIB 1128
	Norway
	

	MARBN799-23
	MARB UIB 1072
	Norway
	

	MARBN1002-23
	|MARB UIB 990
	Norway
	

	MARBN1036-23
	|MARB UIB 1024
	Norway
	

	MARBN840-23
	MARB UIB 1113
	Norway
	

	MARBN841-23
	MARB UIB 1114
	Norway
	

	MARBN973-23
	MARB UIB 961
	Norway
	

	MARBN613-23
	MARB UIB 696
	Norway
	

	MARBN761-23
	MARB UIB 1034
	Norway
	

	MARBN605-23
	MARB UIB 688
	Norway
	

	MARBN606-23
	MARB UIB 689
	Norway
	

	MARBN612-23
	MARB UIB 695
	Norway
	

	MARBN694-23
	MARB UIB 1157
	Norway
	

	MARBN702-23
	MARB UIB 1165
	Norway
	

	MARBN906-23
	MARB UIB 1274
	Norway
	

	MARBN907-23
	MARB UIB 1275
	Norway
	

	MARBN912-23
	MARB UIB 1280
	Norway
	

	MARBN940-23
	MARB UIB 1308
	Norway
	

	MARBN941-23
	MARB UIB 1309
	Norway
	

	NLACA1115-17
	RMNH.ACA.153
	The Netherlands
	

	NLACA1046-1
	RMNH.5070804
	The Netherlands
	

	NLACA117-15
	RMNH.ACA.1253
	The Netherlands
	

	NLACA1122-17
	RMNH.ACA.1537
	The Netherlands
	

	NLACA1117-17
	RMNH.ACA.1532
	The Netherlands
	

	NLACA1123-17
	RMNH.ACA.1538
	The Netherlands
	

	NLACA409-15
	RMNH.ACA.830
	The Netherlands
	

	NLACA898-15
	RMNH.ACA.1485
	The Netherlands
	

	NLACA901-15
	RMNH.ACA.1488
	The Netherlands
	

	NLACA897-15
	RMNH.ACA.1484
	The Netherlands
	

	NLACA899-15
	RMNH.ACA.1486
	The Netherlands
	

	NLACA900-15
	RMNH.ACA.1487
	The Netherlands
	

	NLACA896-15
	RMNH.ACA.1483
	The Netherlands
	

	BSNTN864-23
	BGE 00228 A09
	Portugal
	

	BBIOP004-24
	BGE 00109 A04
	Portugal
	

	BSNTN952-23
	BGE 00227 A02
	Portugal
	

	BSNTN1001-23
	BGE 00227 E03
	Portugal
	

	BBIOP146-24
	BGE 00108 E03
	Portugal
	

	BSNTN1020-23
	BGE 00227 F10
	Portugal
	

	BBIOP4246-25
	BGE 00712 F06
	Portugal
	

	BBIOP3461-24
	BGE 00580 D05
	Portugal
	

	BBIOP3494-2
	BGE 00580 G02
	Portugal
	

	BBIOP4245-25
	BGE 00712 F05
	Portugal
	

	GACAC7153-19
	KY610007
	Romania
	

	GBMIN117742-17
	KY610011
	Romania
	

	GACAC7154-19
	KY610013
	Romania
	

	GACAC7152-19
	KY610006
	Romania
	

	GBMIN117735-17
	KY610002
	Romania
	

	GBMIN117736-17
	KY610003
	Romania
	

	GBMIN117739-17
	KY610008
	Romania
	

	GBMIN117738-17
	KY610005
	Romania
	

	GBMIN117743-17
	KY610012
	Romania
	

	GBMIN117745-17
	KY610015
	Romania
	

	GBMIN117744-17
	KY610014
	Romania
	

	GBMIN117740-17
	KY610009
	Romania
	

	GBMIN117737-17
	KY610004
	Romania
	

	GBMIN117741-17
	KY610010
	Romania
	

	SEPTA045-21
	CCDB 38363 D09
	Serbia
	

	SEPTA046-21
	CCDB 38363 D10
	Serbia
	

	SEPTA044-21
	CCDB 38363 D08
	Serbia
	

	ABHYD095-22
	1C8CSAC000 H12 EZ 196 SK25B Hygrobates fluviatilis 100
	Slovakia
	

	NLACA909-15
	RMNH.ACA.1496
	Sweden
	

	NLACA910-15
	RMNH.ACA.1497
	Sweden
	

	NLACA912-15
	RMNH.ACA.1499
	Sweden
	

	NLACA911-15
	RMNH.ACA.1498
	Sweden
	

	NLACA905-15
	RMNH.ACA.1492
	Sweden
	

	NLACA906-15
	RMNH.ACA.1493
	Sweden
	

	GBAAZ38348-24
	MW369223
	Russia
	

	Hygrobates grabowskii

	GBMNC72508-20
	MN520306
	Iran
	BOLD:AEG5071

	GBMNC72509-20
	MN520305
	Iran
	

	GBMNC72507-20
	MN520307
	Iran
	

	GBMNC72510-20
	MN520304
	Iran
	

	HYDGG022-25
	K107 40
	Georgia
	BOLD:AFH9674

	HYDGG025-25
	K107 43
	Georgia
	

	HYDGG026-25
	K107 44
	Georgia
	

	HYDGG024-25
	K107 42
	Georgia
	

	HYDGG023-25
	K107 41
	Georgia
	

	HYDGG027-25
	K107 45
	Georgia
	

	HYDGG028-25
	K107 46
	Georgia
	

	HYDGG029-25
	K107 47
	Georgia
	

	HDRIZ021-24
	CCDB 48502 B09
	Turkiye
	

	WMRIZ011-25
	ACR-11
	Turkiye
	

	Hygrobates marezaensis

	GACAC7147-19
	|KY609988
	Montenegro
	BOLD:ADK0646

	GACAC7148-19
	KY609991
	Montenegro
	

	GBMIN117727-17
	KY609990
	Montenegro
	

	GBMIN117726-17
	KY609989
	Montenegro
	

	GBMIN117725-17
	|KY609987
	Montenegro
	

	OHHKK079-23
	HMAR01 MAC19-19
	North Macedonia
	

	OHHKK080-23
	HMAR02 MAC19-19
	North Macedonia
	

	OHHKK051-23
	HFLU01 MAC19-10
	North Macedonia
	

	OHHKK081-23
	HMAR03 MAC19-19
	North Macedonia
	

	OHRBA261-22
	OA011 08 Hy
	North Macedonia
	

	OHHKK053-23
	HFLU03 MAC19-10
	North Macedonia
	

	OHHKK052-23
	HFLU02 MAC19-10
	North Macedonia
	

	OHHKK274-23
	HFLU02 OSC10B
	North Macedonia
	

	OHRBA065-22
	OA002 11 Hy
	North Macedonia
	

	OHRBA098-22
	OA002 17 Hy
	North Macedonia
	

	OHRBA142-22
	OA005 06 Hy
	North Macedonia
	

	DNAEC025-20
	21. ME2019 1 C3
	North Macedonia
	

	DNAEC026-20
	22. ME2019 1 C4
	North Macedonia
	

	OHRBA192-22
	OA006 04 Hy
	North Macedonia
	

	OHRBA124-22
	OA005 01 Hy
	North Macedonia
	

	OHRBA129-22
	OA005 02 Hy
	North Macedonia
	

	OHRBA259-22
	OA011 07 Hy
	North Macedonia
	

	OHRBA177-22
	OA006 01 Hy
	North Macedonia
	

	OHRBA182-22
	OA006 02 Hy
	North Macedonia
	

	OHRBA232-22
	OA006 15 Hy
	North Macedonia
	

	OHRBA151-22
	OA005 09 Hy
	North Macedonia
	

	OHRBA234-22
	OA006 16 Hy
	North Macedonia
	

	OHRBA243-22
	OA006 21 Hy
	North Macedonia
	

	OHHKK244-23
	HMAR04 OSC18B
	North Macedonia
	

	ABHYD065-22
	1FAASAA002 E3 EE-074 SIT59D Hygrobates mareazenzis 98
	Italy
	

	Hygrobates persicus

	CYPTU027-25
	CCDB 45908 C03
	Cyprus
	BOLD:ACB5533

	CYPTU034-25
	CCDB 45908 C10
	Cyprus
	

	CYPTU089-25
	CCDB 45908 H05
	Cyprus
	

	CYPTU031-25
	CCDB 45908 C07
	Cyprus
	

	CYPTU010-25
	CCDB 45908 A10
	Cyprus
	

	CYPTU018-25
	CCDB 45908 B06
	Cyprus
	

	GACAC016-12
	AB530290
	Iran
	

	GACAC037-12
	AB530311
	Iran
	

	GACAC015-12
	AB530289
	Iran
	

	GACAC017-12
	AB530291
	Iran
	

	GACAC012-12
	AB530286
	Iran
	

	GACAC032-12
	AB530306
	Iran
	

	HYDIR072-23
	CCDB 39399 F12
	Iran
	

	HYDIR081-23
	CCDB 39399 G09
	Iran
	

	HYDIR063-23
	CCDB 39399 F03
	Iran
	

	HYDIR062-23
	CCDB 39399 F02
	Iran
	

	HYDIR054-23
	CCDB 39399 E06
	Iran
	

	GACAC008-12
	AB530282
	Iran
	

	GACAC009-12
	AB530283
	Iran
	

	HYDIR071-23
	CCDB 39399 F11
	Iran
	

	HYDIR077-23
	CCDB 39399 G05
	Iran
	

	HYDIR078-23
	CCDB 39399 G06
	Iran
	

	HYDIR082-23
	CCDB 39399 G10
	Iran
	

	HYDIR059-23
	CCDB 39399 E11
	Iran
	

	HYDIR085-23
	CCDB 39399 H01
	Iran
	

	GACAC034-12
	AB530308
	Iran
	

	GACAC035-12
	AB530309
	Iran
	

	GACAC036-12
	AB530310
	Iran
	

	HYDIR079-23
	CCDB 39399 G07
	Iran
	

	HYDIR080-23
	CCDB 39399 G08
	Iran
	

	GACAC018-12
	AB530292
	Iran
	

	GACAC022-12
	AB530296
	Iran
	

	GACAC038-12
	AB530312
	Iran
	

	GACAC006-12
	AB530280
	Iran
	

	GACAC007-12
	AB530281
	Iran
	

	GACAC005-12
	AB530279
	Iran
	

	GACAC020-12
	AB530294
	Iran
	

	GACAC011-12
	AB530285
	Iran
	

	GACAC014-12
	AB530288
	Iran
	

	GACAC010-12
	AB530284
	Iran
	

	GACAC033-12
	AB530307
	Iran
	

	GACAC023-12
	AB530297
	Iran
	

	GACAC039-12
	AB530313
	Iran
	

	GACAC021-12
	AB530295
	Iran
	

	GACAC013-12
	AB530287
	Iran
	

	GACAC019-12
	AB530293
	Iran
	

	GACAC031-12
	AB530305
	Iran
	

	GACAC004-12
	AB530278
	Iran
	

	GACAC024-12
	AB530298
	Iran
	

	HYDCG101-24
	CCDB-48501-A06
	Turkiye
	

	HYDCG033-24
	CCDB-48498-C09
	Turkiye
	

	HYDCG036-24
	CCDB-48498-C12
	Turkiye
	

	HYDCG034-24
	CCDB-48498-C10
	Turkiye
	

	HYDCG035-24
	CCDB-48498-C11
	Turkiye
	

	HYDCG102-24
	CCDB-48501-A07
	Turkiye
	

	Hygrobates turcicus

	NOVMD045-21
	CCDB 41822 D09
	Georgia
	BOLD:AET3807

	GBMNF37307-22
	OL343027
	Russia
	

	GBMNC72506-20
	MN520308
	Bulgaria
	BOLD:ADX1364

	HYDCG164-24
	CCDB-48501-F09
	Bosnia and Herzegovina
	

	HYDOC035-22
	CCDB 44300 C11
	Turkiye
	

	WMRIZ024-25
	ACR-30
	Turkiye
	

	WMRIZ029-25
	ACR-39
	Turkiye
	

	WMRIZ037-25
	ACR-54
	Turkiye
	

	Hygrobates ulii

	GBMNC72515-20
	MN520299
	Iran
	BOLD:AEG0066

	GBMNC72516-20
	MN520298|
	Iran
	

	GBMNC72513-20
	MN520301
	Iran
	

	GBMNC72514-20
	MN520300
	Iran
	

	GBMNC72512-20
	MN520302
	Iran
	

	GBMNC72511-20
	MN520303
	Iran
	








