Supplementary Table S1. Codes, sampling localities, haplotypes, and accession numbers of Huigobio species and outgroup for molecular

analyses. * Haplotypes downloaded from GenBank

Code Species Locality Drainage Haplotype Accessionno.  Source
ASIZB 218745 Huigobio heterocheilus sp. nov. H1 OL321605 This study
ASIZB 218746 Huigobio heterocheilus sp. nov. ) ) H2 OL321606 This study
o _ Fish market in Guanyang T . :
ASIZB 218747 Huigobio heterocheilus sp. nov. Countv. G  7h R. Xiangjiang, middle H2 OL321607 This study
ounty, Guangxi Zhuan ) ) ,
ASIZB 218748 Huigobio heterocheilus sp. nov. Aut 4 If ] 8 Yangtze River Basin H2 OL321608 This study
utonomous Region
ASIZB 218750 Huigobio heterocheilus sp. nov. g H2 OL321609 This study
ASIZB 218816 Huigobio heterocheilus sp. nov. H2 OL321618 This study
ASIZB 218785 Huigobio exilicauda H3 OL321610 This study
ASIZB 218786 Huigobio exilicauda Shixing County, R. Beijiang, Pearl River H3 OL321611 This study
ASIZB 218787 Huigobio exilicauda Guangdong Province Basin H3 OL321612 This study
ASIZB 218788 Huigobio exilicauda H4 OL321613 This study
. L . Lianzhou City, Guangdong R. Beijiang, Pearl River
HE-LianZ Huigobio exilicauda ] ] H5*
Province Basin KX078812 He et al. 2017
ASIZB 218811 Huigobio chenhsienensis ) . Ho6 OL321615 This study
R i i Shengzhou City, Zhejiang .. . . .
ASIZB 218812 Huigobio chenhsienensis Provi Cao'ejiang River Basin H7 OL321616 This study
rovince
ASIZB 218813 Huigobio chenhsienensis H8 OL321617 This study
L . . Ningguo City, Anhui Lower Yangtze River
HC-NG Huigobio chenhsienensis ) . HO*
Province Basin KX078810 He et al. 2017
L . . Huangshan City, Anhui Qiantangjiang River
HC-HuangS Huigobio chenhsienensis ) ) HO*
Province Basin KX078811 He et al. 2017
o . ) Yantou Township, Zhejiang . . .
MCHOIJ1 Huigobio chenhsienensis ) Oujiang River Basin H10*
Province KT075097 Huang et al. 2016
MCHOIJ2 Huigobio chenhsienensis Yongjia County, Zhejiang  Oujiang River Basin HI11* KT075098 Huang et al. 2016
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Supplementary Table S2. Genetic distances of the cyt b gene computed by MEGA 6.0. amongst 9 analyzed species of Huigobio,
Microphysogobio and Platysmacheilus.

Species Intraspecific 1 2 3 4 5 6 7 8 9
1 Huigobio heterocheilus sp. nov. 0.002
2 Huigobio exilicauda 0.015 0.132
3 Huigobio chenhsienensis 0.045 0.151 0.165
4  Microphysogobio zhangi n/c 0.143  0.173  0.130
5 Microphysogobio fukiensis n/c 0.156  0.175 0.135 0.103
6 Microphysogobio tungtingensis n/c 0.156 0.172 0.131 0.100 0.016
7 Microphysogobio elongatus n/c 0.154 0.173 0.133 0.103 0.015 0.006
8 Platysmacheilus exiguus 0.008 0.161 0.184 0.151 0.128 0.134 0.126  0.128
9 Platysmacheilus longibarbatus 0.015 0.143 0.172 0.137 0.128 0.131 0.125 0.126  0.095
Outgroup 0.183 0.188 0212 0.183 0.173 0.157 0.151 0.154 0.173 0.168




