MDP

Article

Conservation of Zebrafish MicroRNA-145 and its Role during

Neural Crest Cell Development.

Tomas J Steeman 1, Juan A Rubiolo 2, Laura E Sanchez 2, Nora B Calcaterra ! and Andrea MJ Weiner »*

Supplementary Materials

- +29¥29NdNNNNNIVYIVIY -
= 29¥I9NINNNNNIVVIVIY -
++29VI9NINN9NNIVYIVIY -
<+ 29VI9N2NN9NNIVVIVIY -
+ = 29VI9NINNINNIVYIVIY -
-+ J9¥I9NINNINNIVYIVIY -
< -29¥29NINN9NNIVYIVIY -
-+ 29VI9NINN9NNIVYIVII -
<+ 29YIVNINNONNIVYIVII -
+29VIYNINNINNIVYIVII -
- VIV -

.99.
.............. YYD - - - -

............... Nvvy9999.- - - -

+ + - 9VYV99VYINIOVNINIVIIY] NJN9Y999NNIY - IN9INDININYIIND!
-+ - 9YVY9IIVINIIVYNINIVIIV| NJN9Y999NNIY - INIINININVIIND!
++ - 9YVY9IIVINIOVYNINIVIIV| N2N9Y9I99NNIY - INIINININVYIIND!
-+ - 9YVI9IVYINIOVNINIVIIV| N2N9VY999NNIY - IN9INININVIOND!
-+ 9VVY9I9VINIIVNINIVIY| N2N9VI9INNIY - INIINININVIONII| 9V9NII9VIIININDNIIINIIVIII9
-+ - 9YVYIIVINIIYNINIVIIY
-+ - 9YVYIIVINIOVYNINIVIIV]
<+ +9VYVY999INI9VNINIVIY|
<+ -9YY999IN29VNINIVIY|
-+ 9VYV9I99INIIVNINIVIIY|
-+ -9Y¥Y999INI9¥NINIVIIV|

-+ + = 9YV9IIVYINIIVNINIVIIY|
-+ - 9YVIIVINIIYNINIVIIY,
-+ - 9YVY999INIOYNINIVIIV] NJN9Y999NNIY - INDINININYIONIY| OVONDIIOVDDD: <iasis 41z s wio s 2l mé
-+ - 9YVIIVINIIYNINIVIIY] N2N9¥Y999NNIV - INIINININVIOND! OVINIDOVIDTx esmiese wie s won nze eawions
+++ - 9YV9I99INII¥YNINIVIIY NJN9YININNIY - INIINININYIONII|

++++99VY999INI9¥YNINIVIIV
++++-99¥999IND9V¥NINIVIIY|

NJ2N9VII¥I99VIIIVIIIINIIVNINIVIIY|
+ -+ 9VVY9I9VINIIVNINIYIIY|

YEE v R vy v rvrr v CrrrErr v vv )

m(u:uuu(uuu:u:o:uUuwuu(uwuu.
9V9N229VIIININ9NIIIIIVIII -
9V9NII9VYIIININ9NIIINIVINII -
9Y9NII9VYIIININ9NIIII9VINI9 -

N2N9Y9II9NNIV - INIINININVIIND!
NJN9Y999NN9Y - IN9INININVYIONIY|
N2N9Y999NNIY - ININININVIOND!
NJN9Y999NNIY - ININININYIOND!
NJN9Y9IIINNIY - INIINININVIONII| 9V9NII9VIIINININIINDID- - -
N2N9¥YII9NIIY - INIINININVIIND! 9V99339vI13I0N9 -
NJN9Y999NNIY - IN9INININYIIND! OVONDDEE S 4 8 & 9% 55 0 HR ae
NJN9Y999NN9YV - INIINININYIOND! OY9N329YIIININ9NI - I9I9VI9I9 -
N2N9Y9I99NNIY - INIINININVIIND! OVONIIOVIIINININD - - - v v v v v

9Y9NI3I9VIIININ9NIIINIIVINII -
9Y9NII9VYIIININON9IIIIHVII9 -
9V9NII9VIIINININIINDI9:- - - - -+
9Y9NII9YIIININONIINDID:- - - - - -

-+ +99VYINI9¥NINIVIOV

OVYIIIOVIIINININYD -« v vv v v v v
...... JN29vNINIVIIY| NJN9VIIINNIYV - INIINDININVIOND!
-+ +99VYINIIYNINIVIIV] N2N9Y999NNIV - INIINININVIIND! OVIDDDD ecd e wisibiis wis ot 6 it Himonp
-+ +999INJ9¥NONIVIOV NJN9YINONNIY - INDINININYIOND! OV D oo suaisie m wd i e e st
..... 92N29YNINIVIIY| N2N9Y999NNIV - INIINININVIIND!
N2N9Y9I99NIVY - INIINININVIOND!
NJN9VYI9INIVY - DNO9NDNINVIIND!
NJN9YIIINIVY - INIINININVYIONII|
N2N9VYIINNYY - IN9INININVIOND!
NJN9VNYINNIY - INIINININVIOND! 9N¥2329N29N2NdNVYIINI9NINNIIN
NJN9YININNIY - INIINININYIONII| DYV DD~ wminieie
NINIYININNIY - INDINININYIIND! OVYIIIIVIIINININY -« « - v o vv e e
9NVYI9IINIVVNINIYIIY NJN9YIYINNI9INNIININIIVANNII] DODDIDIIVI = ve meeusin mam e w0 wvinit

9VYVY999INI9VNINIVIYY| N2N9YININNIY - INIINININVYIONII| OYYIIDOVIIIMIMNDN »e e wie wice mie e
de-epL-Hiw dg-gpL-giw

444444 JN29¥YNINIVIIY
- +2NJ9VNINIVIIY|

IYVY9I99INIVNINIVIIY]

snasiupd und
sajApojbouy und
ojj1106 Djj110D
snapwbAd obuog
sualdps owoH
pyo111060] x14y10607
pRLINW DIVIDIN
sninpy sog

snaay pidn)

S3LID SIND

pJo4os sns

sninasnw sniy
snaibaniou snyaoy
snas1ib snin3a21d
sisuaaipwpf snaqurly
snasnf snaisaid3
snunbup snyduAyioyiuio
srapijiwpf sndnj siun)
snjjpgpd snnb3
ponsawop siydjapouo
sisuaulyo pipdnj
oual olung

01dip2 snuldAy
snipjound sninjpio|
1D|DS OW|DS

sadyo| sbizAi0
ypbuuny snboydorydo
SISsuauljopd sjjouy
snuliow EON\AEO&MN&
sijpaidosy sndouay

u|

H_I

1S

-143 of 30

1Irpin sequence on

-1

Figure S1. Conservation of miR-143 across vertebrate species. Sequence alignment of pre

vertebrate species using Clustal Omega, with taxonomic tree on the left and ha

the right. Asterisks represent 100% conserved bases and enclosed in gray rectangles are the seed

sequences for miR143-5p and miR143-3p.
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Figure S2. Conservation of miR-145 across vertebrate species. Sequence alignment of pre-miR-145 of 25

vertebrate species using Clustal Omega, with taxonomic tree on the left and ha

1Irpin sequence on

the right. Asterisks represent 100% conserved bases and enclosed in gray rectangles are the seed

sequences for miR145-5p.
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Figure S3. Measurement of miR-145 levels in 24 hpf treated embryos. A: Effects of metformin treatment
and miR-145-dsRED microinjection on miR-145 expression levels. (+SEM, n=3, two-tailed t-Student
test, *P=0.0026, **P=0.0006, ***P<0.0001). B: Schematic representation of miR-145 genomic wild-type
sequence (top) and CRISPR/Cas9 mutant sequence (bottom). Mature mir-145-5p and -3p in green
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Figure S4. Effects of miR-145 in the expression of different marker genes. Whole-mount in situ
hybridization of myoD (a, b, f, g), krox20 (c, h), and ntl (d, i) performed on 13 hpf miR-145-dsRED or
control-dsRED microinjected embryos. Lateral views are dorsal to right (a, ¢, d, £, h, i); dorsal views
are anterior to top (b, g). Whole-mount in situ hybridization of ntl in control-dsRED (e) or MIR-145-
dsRED (j) microinjected specimens at 24 hpf, lateral views are head to left. Scale bar 200 um in (a)

for (a-d, f-i) and in (e) for (e, j).
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