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Table S1. Primer and their combinations for amplification of mitochondrial genomes

Primer Sequence (5'to 3") Reference
AmphL.109 ATTCGNGCNGAAYTNTCNCAGCC ref. 1
AmphH1325 TCNGAATAYCGNCGWGGTATNCC ref. 1
AmphLLAL1076-cox1 CTGTAGGTGGGTTAACAGGAATTGTATTAGC ref. 2
EmLAL1076-cox1 CCGTGGGTGGTTTAACGGGAATTGTATTAGC this study
EcLAL1076-cox1 CTGTGGGGGGTTTAACTGGAATCGTGCTAGC this study
AmphLLAH12317-rrnLL CTAGGAATCTTGATCCAACATCGAGGTCGC ref. 2
AmphLAL11918-rrnL GACTGTGCAAAGGTAGCATAATCACTTGCCC ref. 2
AmphLLAH916-cox 1 CCTGTTGGTACAGCAATTACTATAGTAGCAGC ref. 2
AILAH916-cox1 CCTGTGGGGACGGCAATAACTATAGTTGCAGC this study
EcLAH916-cox1 CCGGTAGGTACAGCAATTACCATCGTAGCCGC this study

Species

Fragment 1 (coxI - 125 rRNA)

Fragment 2 (12 rRNA -coxI)

Asymmetron lucayanum

Epigonichthys maldivensis

Epigonichthys cultellus

AmphLAL1076-cox1 / AmphLAH12317-rrnL.
EmLAL1076-cox1 / AmphLAH12317-rrnL
EcLAL1076-cox1 / AmphLLAH12317-rrnLL

AmphLAL11918-rrnL / AILAH916-cox1
AmphLAL11918-rrnLL / AmphLLAH916-cox1
AmphLLAL11918-rrnLL / EcLAH916-cox1




Table S2. Samples and accession numbers of mitochondrial genomes used in this study

Species Locality Accession Reference
number
Asymmetron inferum off Cape Nomamisaki, Kagoshima, Japan AP009352 ref. 2
formerly Asymmetron lucayanum off Kuroshima Island, Okinawa, Japan AB110092 ref. 3
Castle Harbour, Bamuda AP009354 ref. 2
Nanwan Bay, Taiwan AP015017 this study
Nanwan Bay, Taiwan APO15018 this study
Nanwan Bay, Taiwan APO015019 this study
Nanwan Bay, Taiwan AP015020 this study
Nanwan Bay, Taiwan AP015021 this study
Nanwan Bay, Taiwan AP015022 this study
Bimini Lagoon, the Bahamas AP015023 this study
Epigonichthys cultellus off eastern Guandong, China KC896827 ref. 4
Hakata Bay, Fukuoka, Japan AP015024 this study
Epigonichthys maldivensis off Kuroshima Island, Okinawa, Japan AB110093 ref. 3
Nanwan Bay, Taiwan AP015025 this study
Nanwan Bay, Taiwan AP015026 this study
Nanwan Bay, Taiwan AP015027 this study
Nanwan Bay, Taiwan AP015028 this study
Branchiostoma belcheri Xiamen waters, China AY 932825 ref. 5
Branchiostoma japonicum Hakata Bay, Fukuoka, Japan ABO083383 ref. 6
Branchiostoma lanceolatum Helgoland, Germany AB194383 ref. 3
Branchiostoma floridae Tampa Bay, USA AB478574 ref. 6
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Figure S1. Map of collecting localities for newly collected Asymmetron and

Epigonichthys specimens. The map was drawn based on free online map
(http://gpscycling.net/fland/map/pj/07_ecker.gif) with Adobe Photoshop ver. 13.0.6 x64 and
lllustrator ver. 11.0.4.
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Figure S2. Divergence time estimates based on mitogenomic nucleotide sequences in
amphioxus lineage with geological calibration points. BEAST 1.8.2 with the random local
clock model was used with two calibration points (completion of Panama Isthmus at 2.06+0.1
Ma 7 and Arabia-Eurasia collision at 14+4.0 Ma 8.) Numerals at nodes denote estimated split
time in Ma. Blue bars denote 95% confidence interval. The age of the Indo-Asia collision is
from refs. *'°.
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