Table S1. PCR conditions, primers and amplicon length of Branchiostoma lanceolatum genes cloned in this study. bp: base pairs.

Gene Forward primer/Reverse primer Length | Annealing temperature

5-ACAACGCCTGGAACACCGAGAACT-¥
GlyT 911bp | 54°C
5-GAAGAAGGCCAGGACCATCAGAGA-3

5-TCCCCTACCTCGCTTACCAAAATG-3
GlyT2.1 825bp | 58°C
5-AGGCGGCAGACAGGGAGTAGAAGA-3

5'-CGGCGGAGGTGCGTTTTTGAT-3'
GlyT2.2 1159 bp | 59°C
5-GAGGGGGTAGGTGCCAGCGTAAGA-3’

5 - GGTCCAGTGTTTGTACGAGGA-3’
VGAT 947 bp | 54°C
5-GATCCCACTTCAGCTTCATGT-3’

Each primer set is listed as forward primer in the first and reverse primer in the second line. Each PCR reaction was carried out with 35 thermal

cycles.



Table S2. Multiple sequence alignment of amphioxus glycine transporter proteins. Bbelcheri: Branchiostoma belcheri; Bfloridae: Branchiostoma floridae;

Blanceolatum: Branchiostoma lanceolatum.
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Bfloridae GlyT
Blanceolatum GlyT
Bbelcheri GlyTisoformX1l
Bbelcheri GlyTisoformX2
Bbelcheri GlyTisoformX3
Bfloridae GlyT2.lisoformX1l
Bfloridae GlyT2.lisoformX2
Blanceolatum GlyT2.1
Bbelcheri GlyT2.lisoformX1
Bbelcheri GlyT2.lisoformX2

1) NGDI--RDM EASIPLSVQODTDG EEFRD
1) NGDIIIKDM EASIPLSVQDEE EEFRD
1) EASIPLSVQDHE EEFRDDL.

1
1)

1)
1)

Bfloridae GlyT2.lisoformX3 1)
Bfloridae GlyT2.2 1) SYDPEPNAVSQ
Blanceolatum GlyT2.2 1) SYDPETNAVSQ
Bbelcheri GlyT2.2isoformXl1 1) SYDPEPNAVSQ
Bbelcheri GlyT2.2isoformX3 1) SYDPEPNAVSQ
Bbelcheri GlyT2.2isoformX2 1) SYDPEPNAVSQ

Bbelcheri GlyT2.2isoformX3 --N-ISDRMSP
Bbelcheri GlyT2.2isoformX2 --N-ISDRMSP

KSSGKVVYFTATEPY|
KSSGKVVYFTATEPY]

Bfloridae GlyT LVCIYYN SFTSALP CDNAWNTENCTLAAN
Blanceolatum GlyT LVCIYYN SFTSALP CDNAWNTENCTLAAN-
Bbelcheri GlyTisoformX1l LVCIYYN SFTSALP CDNPWNTENCTLAAN-
Bbelcheri GlyTisoformX2 LVCIYYN SFTSALP CDNPWNTENCTLAAN-
Bbelcheri GlyTisoformX3 LVCIYYN SFTSALP CDNPWNTENCTLAAN-—
Bfloridae GlyT2.lisoformX1 IYYN SFTSYLPWSDCNNPWNTPECATKDACQQTVNATFONITLGGEMYSMFGLYDEN
Bfloridae GlyT2.lisoformX2 IYYN SFTSYLPWSDCNNPWNTPECATK-ACQQTVNATFONITLGGEMYSMFGLYDEN
Blanceolatum GlyT2.1 IYYN SFTSYLP DCIN WNTPGCATK-ACQQTVNATFONITLGGEMYSMFGMYDEN
Bbelcheri GlyT2.lisoformX1 IYYN SFTSYLPWTDCNNPWNTPECATKDACQQTVNATFONVTLGGELYSMEFGLYDEN:
Bbelcheri GlyT2.lisoformX2 IYYN SFTSYLPWTDCNNPWNTPECATK-ACQQTVNATFONVTLGGELYSMFGLYDEN
Bfloridae GlyT2.lisoformX3 IYYN SFTSYLPWSDCNNPWNTPECATKDACQQTVNATFONITLGGEMYSMFGLYDEN
Bfloridae GlyT2.2 IYYNCII SFTSDLPWRECDNTWNTGBCVDT ---
Blanceolatum GlyT2.2 IYYNCII SFTSDLPWRECENTWNT
Bbelcheri GlyT2.2isoformX1 IYYNCII SFTSDLPWRECDNTWNTG
Bbelcheri GlyT2.2isoformX3 IYYNCII SFTSDLPWRECDNTWNTG
Bbelcheri GlyT2.2isoformX2 SETSDLPWRECDNTWNTG
231
Bfloridae GlyT —-—-HSALDENVTRISP) YWNN ‘ KSSGKVVYFTATEFPYMMTI,
Blanceolatum GlyT —-—-HSALEENVTRISP YWNN ¥ KSSGKVVYFTATFPYMMI,
Bbelcheri GlyTisoformX1l —-—-HSALEENVTRISP YWNN ¥ KSSGKVVYFTATFPYMMI,
Bbelcheri GlyTisoformX2 —-—-HSALEENVTRISP) YWNN ¥ KSSGKVVYFTATEFPYMMTI,
Bbelcheri GlyTisoformX3 —-—-HSALEENVTRISP) YWNN ‘ KSSGKVVYFTATEFPYMMTI,
Bfloridae GlyT2.lisoformX1l TYCGDKGRTSP 'YWNH Gl ¥ KSSGKVVYFTATFPYFMLMIL,
Bfloridae GlyT2.lisoformX2 TYCGDKGRTSP YWNH Gl ¥ KSSGKVVYFTATFPYFMLMIL
Blanceolatum GlyT2.1 TYCGDKMRTSP YWNH! G ¥ KSSGKVVYFTATFPYFVNLMIL
Bbelcheri GlyT2.lisoformX1l TFCGNKERKSP YWNH! G ‘ KSSGKVVYFTATFPYFVLMIL
Bbelcheri GlyT2.lisoformX2 TFCGNKERKSP 'YWNH Gl ¥ KSSGKVVYFTATFPYFMLMIL
Bfloridae Glyt2.lisoformX3 TYCGDKGRTSP YWNH Gl ¥ KSSGKVVYFTATFPYFMLMIL
Bfloridae GlyT2.2 —-—-N-LSDRVMSP Y ‘ KSSGKVVYFTATFPYMVLETIL,
Blanceolatum Glyt2.2 —-—-N-LSDRVSP ‘ KSSGKVVYFTATFPYMVLETIL,
Bbelcheri GlyT2.2isoformX1l —-—-N-ISDRNSP ¥ KSSGKVVYFTATFPYMVLETIIL,
LIBTT,
¥ LTI,




346 460

531
532

Bbelcheri GlyT2.2isoformX3
Bbelcheri GlyT2.2isoformX2

Bfloridae GlyT (289 F D FSILG D YPEALTLLPVAP
Blanceolatum GlyT (289 F| D FSILG D YPEALTLLPVAP
Bbelcheri GlyTisoformXl (285 F] D FSILG D YPEALTLLPVAP,
Bbelcheri GlyTisoformX2 (177 F D FSILG D YPEALTLLPVAP
Bbelcheri GlyTisoformX3 (175 F| D F'SILGHMAHKLD YPEALTLLPVAP
Bfloridae GlyT2.lisoformX1l (324 F D FSILGFMAKQOEG YPEALTKLPVPP;
Bfloridae GlyT2.lisoformX2 (323 F D FSTILGFMAKQEG YPEALTKLPVPP;
Blanceolatum GlyT2.1 (320 E] D FSTILGFMAKQEG YPEALTKLPVPP
Bbelcheri GlyT2.lisoformX1l (324 F D FSILGFMAKQOREG YPEALTKLPVPP
Bbelcheri GlyT2.lisoformX2 (323 F D FSILGFMAKQREG YPEALTKLPVPP
Bfloridae GlyT2.lisoformX3 (324 F D FSTILGFMAKQEG YPEALTKLPVP
Bfloridae GlyT2.2 (303 L FSILG LKLN YPEALTLLPVISP
Blanceolatum GlyT2.2 (303 L F'SILGHMALKLN: YPEALTLLPESP
Bbelcheri GlyT2.2isoformX1l (315 L FSILG N AYPEALTLLPVSP
Bbelcheri GlyT2.2isoformX3 (302 L FSILG LKLN YPEALTLLPVSP
Bbelcheri Glyt2.2isoformX2 (303 1 LKLN; L.PVE P
Bfloridae GlyT (404 G L AFE Y ISPMNLLE
Blanceolatum GlyT (404 G 1 Y| ISPMMLEF
Bbelcheri GlyTisoformX1l (400 G 1 Y| ISPMMLEF
Bbelcheri GlyTisoformX2 (292 G 1 Y| ISPMVLLFE
Bbelcheri GlyTisoformX3 (290 G L Y| ISPMVLLF
Bfloridae GlyT2.lisoformX1l (439 KIGHAGI G L Y| TWAVISPGLLEFIF
Bfloridae GlyT2.lisoformX2 (438 KIGHAGI G L Y| TWAVISPGLLEFIF
Blanceolatum GlyT2.1 (435 KIKHTGI G L Y| TWAVISPGLLEFIEF
Bbelcheri GlyT2.lisoformX1l (439 KIAHTGI G L Y| TWAVISPEGLLEFIF
Bbelcheri GlyT2.lisoformX2 (438 KIAHTGI G L Y TWAVISPGLLIFIF
Bfloridae GlyT2.lisoformX3 (439 KIGHAGI G L Y| TWAVISPGLLEFIF
Bfloridae GlyT2.2 (418 T T G L Y| NWAFIEP;
Blanceolatum GlyT2.2 (418 T G L Y| NWAFIEP;
Bbelcheri GlyT2.2isoformX1l (430 T G L Y| NWAF I@P|
Bbelcheri GlyT2.2isoformX3 (417 T G I Y| INWAFIEP
Bbelcheri GlyT2.2isoformX2 (418 T G I Y| INWAFIEP
576 678
Bfloridae GlyT (518 L F EGKGESTYISTI
Blanceolatum GlyT (518 L F EGND-NSYISTI
Bbelcheri GlyTisoformX1l (514 L F EGTG-NSYISTI
Bbelcheri GlyTisoformX2 (406 L. F
Bbelcheri GlyTisoformX3 (404 L. F.
Bfloridae GlyT2.lisoformX1l (554 F
Bfloridae GlyT2.lisoformX2 (553 F
Blanceolatum GlyT2.1 (550 H
Bbelcheri GlyT2.lisoformXl (554 F
Bbelcheri GlyT2.lisoformX2 (553 F
Bfloridae GlyT2.lisoformX3 (554 F
Bfloridae GlyT2.2 (532 ]
Blanceolatum GlyT2.2 (532 I
Bbelcheri GlyT2.2isoformX1l (544
(
(

Identical amino acid residues conserved in 100% of the sequences are shown in yellow, similar amino acid residues conserved in less than 100% but
more than 50% of the sequences are shown in light blue, and similar amino acid residues conserved in less than 50% of sequences are highlighted in

green.



