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SUPPLEMENTAL DATA

Mutation sites are

highlighted in yellow

Consensus

GFP-Rab3D_W

GFP-REb3D. qu (Reb3D-GTP)
GFP-Rab3D_N13SI (Rab3D-GDP)

Consensus

GFP-Rab3D_WT

GFP-Rab3D_QS1L (Rab3D-GTP)
GFP-Rab3D_N135I (Reb3D-GDP)

Consensus

GFP-Rab3D_WT
GFP-Rab3D_QE1L (Rab3D-GTP)
GFP-Rab3D_N135I (Rab3D-GOP)

Consensus

GFP-Rab3D_WT

GFP-Rab3D_Q81L (Rab3D-GTP)
GFP-Rab3D_N135I (Rab3D-GDP)

Consensus

GFP-R8b3D_WT

GFP-R8b3D_QE1L (Rab3D-GTP)
GFP-Rab3D_N135I (Rab3D-GDP)

Consensus

GFP-Rab3D_WT

GFP-Rab3D_QB1L (Rab3D-GTP)
GFP-Rab3D_N135I (Reb3D-GDP)

S2 Fig. Rab3D mutants’

ATCCATGGCATCCGCTAGTGAGCCCCCTECCAGCCCAAGAGACGLT CT ACCAGAACTTTGACTACATGTTCAAACTGCTCTTGATCGGGAACAGCAGCETEGGCAAGACATCCTTCCTETTCCECT
GGATCCATGGCATCCGCTAGT! T 6 TTTGACTACATGTTCAAACTGCTCTTGATCGGGAACAGCAGCGTGGGCAAGACATCCTTCCTGTTCCGCT
GO TCCAT COCAT EEOCT AGT GAGECCCET OECACECCANCAGACOCT GET CACEACAACTTT GACTACATOTT CAAACT GOT T GAT COUCAACAGCAGLET GELEAAGACAT CETTCCTOTTEERET 130
GGATCCATGGCATCCGCTAGTGAGCCCCCTGCCAGCCCAAGAGACGC TGCTGACCAGAACTTTGACTACATGTTCAAACTGCTCTTGATCGGGAACAGCAGCGTGGGCAAGACATCCTTCCTGTTCCGCT 130
GGATCCATGGCATCCGCTAGTGAGCCCCCTGCCAGECCAAGAGACGE TGE TGACCAGAACTTTGACTACATGTTCAAACTGCTCTTGATCGGGAACAGCAGCGTGGGCAAGACATCCTTCCTGTTCCGCT 130

ATGCCGATGACTCCTTCACCCCTECCTTCETCAGCACAGTEGECATCEACTTCAAGETCAAGACGGTCTACCGACATEACAAGA

ATGCCGATGACTCCTTCACCCCTGCCTTCGTGAGCACAGTGGGCATCGACTTCAAGGT TCTACCGACAT

ATCAAGCTGCAGATTTGEGACACAGCAGECC GGAGCGCTACC

ATCAAGCTGCAGATTTGGGACACAGCAGGCC GGAGCGCTACCG

ATGCCGATGACTCCTTCACCCCTGCCTTCGTGAGCACAGTGGGCATCGACT TCAAGGTCAAGACGGTCTACCGACATGACAAGAGGATCAAGC TGCAGAT T TGGGACACAGCAGGCCAGGAGCGCTACCG 260
ATGCCGATGACTCCTTCACCCCTGCCTTCGTGAGCACAGTGGGCATCGACTTCAAGGTCAAGACGGTCTACCGACATGACAAGAGGATCAAGC TGCAGAT T TGGGACACAGCAGGCCTGGAGCGCTACCG 260
ATGCCGATGACTCCTTCACCCCTGCCTTCGTGAGCACAGTGGGCATCGACTTCAAGGTCAAGACGGTCTACCGACATGACAAGAGGAT CAAGC TGCAGAT TTGGGACACAGCAGGCCAGGAGCGCTACCG 260

ACAATCACCACGGCCTACTATCECECACCTATEGETTTCCTECTCATETATGACATCGCCAACCAGGAGTCCTTCACCGCEETECAGEACTRGECTACGCAGATCAAAACCTATTCCTEGEACAATECC
GACAATCACCACGGCCTACTATCGCGGAGCTATGGGTTTCCTGCTCATGTATGACATCGCCAACCAGGAGTCCTTCACCGCGGTGCAGGACTGEGCTACGCAGATCAARACCTATTCCTGEGACAATGCC

3 6 5CTC 56, ACGCAGATCAAAACCTATTCCTGGGACAATGEC 390
ACGCAGATCAAAACCTATTCCTGGGACAATGCC 390
ACGCAGATCAAAACCTATTCCTGGGACAATGCC 390

GACAATCACCACGGCCTACTATC AGCTATGGGTTTCCTGCTCATGTATGACATCGCCAACCAGGAGTCCTTCACC!

CAGGTAATCCTCETGEEEA CAAGTETEACCTGEAAGACGAACCEETCETACCTECTGAGGATEECCEEACECTCECCEATEATCTTEETTTTEACTTCTTTCACECCAGCGCCAAGGAGARTATCAAT

cAschAvccrchcchA CAAGTGTGACCTGGAAGACGAACGGGTCGTACCTGCTGAGGATGGCCGGAGGCTCGCCGATGATCTTGGTTTTGAGTTCTTTGAGGCCAGCGCCAAGGAGAATATCAATG

T
TGAAGCAGGTGTTCGAGCGCCTGGTGGACATCATCTGTGACAAGATGAATGAATCCCT TC

TGAAGCAGGTGT TCGAG GGACATCATCTGTGACAAGAT GAATGAATCCC T GAAAAGGC
TGAAGCAGGTGTTCGAG ACATCATCTGTGACAAGAT GAATGAATCCC T GAAAAGGC
TGAAGCAGGTGTTCGAG GACATCATCTGTGACAAGATGAATGAATCCC T GAAAAGGC

CAGCTGCAGCTGTTAGGCATCC

CAGCTGCAGCTGTTAGGGATCC

CAGCTGCAGCTGTTAGGGATCC 672
CAGCTGCAGCTGTTAGGGATCC 672
CAGCTOCAGETGT TAGGOATCE 67

protein sequences alignment. Mutation sites are

highlighted in yellow

Consensus
GFP-Rab3D_WT

GFP-Rab3D_Q81L (Rab3D-GTP)
GFP-Rab3D_N135I (Rab3D-GDP)

Consensus
GFP-Rab3D_WT

GFP-Rab3D_Q81L (Rab3D-GTP)
GFP-Rab3D_N135I (Rab3D-GDP)

Consensus
GFP-Rab3D_WT

GFP-Rab3D_Q81L (Rab3D-GTP)
GFP-Rab3D_N135I (Rab3D-GDP)

Consensus
GFP-Rab3D_WT

GFP-Rab3D_Q81L (Rab3D-GTP)
GFP-Rab3D_N135I (Rab3D-GDP)

GSMASASEPPASPRDAADQNFDYMFKLLLIGNSSVGKTSFLFRYADDSFTPAFVSTVGID

GSMASASEPPASPRDAADQNFDYMFKLLLIGNSSVGKTSFLFRYADDSFTPAFVSTVGID 60
GSMASASEPPASPRDAADQNFDYMFKLLLIGNSSVGKTSFLFRYADDSFTPAFVSTVGID 60
GSMASASEPPASPRDAADQNFDYMFKLLLIGNSSVGKTSFLFRYADDSFTPAFVSTVGID 60

- |
FKVKTVYRHDKRIKLQIWDTAG ERYRTITTAYYRGAMGFLLMYDIANQESFTAVQDWAT
FKVKTVYRHDKRIKLQIWDTAGQERYRTITTAYYRGAMGFLLMYDIANQESFTAVQDWAT 120
FKVKTVYRHDKRIKLQIWDTAGLERYRTITTAYYRGAMGFLLMYDIANQESFTAVQDWAT 120
FKVKTVYRHDKRIKLQIWDTAGQERYRTITTAYYRGAMGFLLMYDIANQESFTAVQDWAT 120

& |
QIKTYSWDNAQVILVG KCDLEDERVVPAEDGRRLADDLGFEFFEASAKENINVKQVFER
QIKTYSWDNAQVILVGNKCDLEDERVVPAEDGRRLADDLGFEFFEASAKENINVKQVFER 180
QIKTYSWDNAQVILVENKCDLEDERYVPAEDGRRLADDLGFEFFEASAKENINVKQVFER 180
QIKTYSWDNAQVILVGIKCDLEDERVVPAEDGRRLADDLGFEFFEASAKENINVKQVFER 180

|
LVDIICDKMNESLEPSSSPGSNGKGPALGDTPPPQPSSCSC
LVDIICDKMNESLEPSSSPGSNGKGPALGDTPPPQPSSCSC 221
LVDIICDKMNESLEPSSSPGSNGKGPALGDTPPPQPSSCSC 221
LVDIICDKMNESLEPSSSPGSNGKGPALGDTPPPQPSSCSC 221
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