Supplementary Figure 1: (a) Phylogenetic tree from Clustal Omega alignments of Human
and C. elegans class 1 myosins. (b) Clustal Omega alignments of class 1d & 1e myosins
from S. pombe, C. elegans, and humans.
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Myo1e TH1 domain highlighted in grey. Conserved TH1 phosphoserine bold red text.

Motor domain
————————————————————————————— MSYG-GHDPNGYGVEDLVLLSTIDLKSVVQN
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Motor domain
NGGDDGLLRQFGLTKDAKQYYFLNQGOSHKVASINDSRDFAEVQTALRSIHTEFDKQDVES
OGGSEQMLRSLHLQKSLSSYNYIHVGAQLK-SSINDAAEFRVVADAMK-VIGFKPEEIQT
KSAPQKYRDTYGIQ-GPENYVYTSACQCLSVDGISDEKDFQGTMNAMK-VIGITEPEQDE
AGADKNLRSTFGIG-ELQYYNYLNMSGVFKADDTDDGKEFESTLHAMK-VVGVNDQDQLE
EGASAEQKHSLGIT-SMDYYYYLSLSGSYKVDDIDDRREFQETLHAMN-VIGIFAEEQTL
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Motor domain
MWSVIAGLTHLGNVRFIDGENSSGAVHIAEKAALQONAARCLNVTPDELAKSLSSQVVAA-
VYKILAAILHLGNLKFVVDGDTPL---IENGKVVSITAELLSTKTDMVEKALLYRTVAT-
IFRMLSITILWLGNIQFQEGQDGGS—-VISDKSITEFLGYLIGVPVAAIERALTIRIMQTQ
VLRIVATVLHIGNITFTEENNFAA---VSGKDYLEYPAFLLGLTSADIEAKLTGRKMESK
VLQIVAGILHLGNISFKEVGNYAA---VESEEFLAFPAYLLGINQDRLKEKLTSRQMDSK
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Motor domain
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Motor domain
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Motor domam
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Motor domam

GLLENVRVRRAGFAHRMPYDRFVNRYKLICAST----WPNPRRGQQLKDSCMQILESAGL
GLLENVRVRRAGFAFRQTYEKFLHRYKMISEFT----WPNHDLPSD-KEAVKKLIERCGF
GLQENIRIRRAGFAYRQAFDTFAQRFAVLSGKTSYAGEYTWQ--GDDKSACEQILKDTNI
GLRENIRVRRAGFAYRRAFDKFAQRYAIVSPQT----WPCFQ--GDQQRACEIICDSVHM
GLKENIRVRRAGYAYRRIFQKFLQRYAILTKAT————WPSWQ——GEEKQGVLHLLQSVNM
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Motor domain Neck region
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Neck region
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Percentage identity matrix of myosins 1d & 1e from C. elegans, H. sapiens & S. pombe
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C.elegans Humb
H.sapiens Myold 49.70
S.pombe Myol

C.elegans Huml
H.sapiens Myole 39.55 39.04 41.81 57.84

1. 2. 3. 4. 5.
100.00 49.70 37.36 37.46 39.55
100.00 36.95 37.16 39.04
37.36 36.95 100.00 40.56 41.81
37.46 37.16 40.56 100.00 57.84
100.00

Percentage identity matrix of C. elegans, H. sapiens & S. pombe myosin 1e TH1 domains

1:
2:
3:

S.pombe Myol
C.elegans Huml
H.sapiens Myole

1. 2. 3.
100.00 28.81 31.21
28.81 100.00 51.30
31.21 51.30 100.00
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Supplementary Figure 2: Densitometric analysis of anti-mNeongreen western blots of PIP
strips incubated with either wild type (white) or S782D phosphomimetic (grey) mNeongreen-
HUM1-TH1 domain fusion proteins (shown in Figure 4F).
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