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Supplemental Figurel. Binding of biotinylated miR-222 to mRNAs
encoding STIM1 and CDK4. Right, levelsof mMRNAsinthematerialspulled
down by biotin-miR-222 after 24 htransfection asmeasured by Q-PCR analysis.
Left, levelsof total input MRNAS. Vauesarethe means+ SEM of datafrom
threesamples. * p <0.05 compared with cellstransfected with control scramble
oligomer.
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Supplemental Figure 2. The half-life of the luciferase mRNA
expressed from the pmirGLO-STIM1-3'UTR luciferase reporter construct
after transfection with the preemiR-195. Total cellular RNA wasisolated at
indicated times after administration of actinomycin D, and the remaining
luciferase and GAPDH mRNAswere measured by Q-PCR analysis. Values
were means + SE from triplicate experiments.
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Supplemental Figure3. Changesin activitiesof luciferase reporterscontai ning fragments

of Stim1 3’ -UTRin cellsoverexpressing miR-195. (A) Levelsof activitiesof Stim13'-UTR
luciferasereporters. (B) Effect of mutation of miR-195-binding site (schematic) in Stim1 3-UTR
on luciferasereporter activitiesafter ectopic miR-195 overexpression. Vauesarethemeans+
SEM of datafromthreesamples. * p<0.05 compared with cellstransfected with control scrambled

oligomer (contral).
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Supplement Figure4. miR-195 specifically associateswith the reporter mMRNA containing the
Siml 3-UTR. (A) Binding of biotinylated miR-195 to the reporter mMRNA expressed from
pmirGLO-STIM1-5' UTR, pmirGLO-STIM1-CR, or pmirGLO-STIM1-3 UTR constructs: (a)
levelsof thereporter mMRNA inthe materia spulled down by biotin-miR-195 and (b) levelsof total
input MRNAS. * p <0.05 compared with cellstransfected with control scrambleoligomer. (B)
Binding of biotinylated miR-195to thereporter mMRNA expressed thereporter congtructscontaining
thewildtype(WT) Stim1 3-UTR or the Stim1 3-UTR without the miR-195 binding Sitethrough
deletion mutation and point mutation: (a) levelsof thereporter MRNA inthe materid spulled down
by biotin-miR-195 and (b) levelsof tota input MRNAS. * p< 0.01 compared with cellstransfected
with control scrambleoligomer.
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Supplemental Figureb. HuR interactswith specific sequencesof theStim1 3-UTR. (A)
Representative HUR and CUGBPL immunaobl ots after pull-down using biotinyl ated transcripts of
different Stim1 3'-UTR fragments. Top panel, schematic representation of variousbiotinylated
transcriptsof theStim 3-UTR. (B) Changesin activitiesof luciferasereporter constructscontaining
various Stim 3 -UTR fragmentsin HuR-silenced cells. Top, schematic of plasmidsof different
chimericfirefly luciferase Stim1 3' UTR fragment reporters. Bottom, levelsof luciferasereporter
activitiesafter cellsweretransfected with sSHuR for 48 h. Valuesarethemeans+ SEM of data
fromthreesamples. * p <0.05 compared with control SRNA (contral).
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Supplement Figure6. Effect of treatment with anti-miR-195 oligomer on the stability

of the Sim1 mRNA in HuR-silenced cells. (A) Thelevelsof total Sim1 mRNA in cells co-
transfected with ssHUR and anti-miR-195 for 48 h. Values are the means + SEM of data
from three separate experiments. ** P < 0.05 compared with control SSRNA (C-siRNA) and
anti-miR-195, respectively. (B) The stability of the Sim1 mRNA in cellsdescribed in (A).
Values are the means £ SEM of data from three separate experiments.
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Supplement Figure7. Effectsof HUR, Ago2 and RCK on miR-195-induced repressonof STIM1
expression. (A)Association of Ago2withthe Stim1 mRNA inHuR-slenced cells. After cell were
transfected ssSHUR or C-siRNA for 48 h, the association of Ago2 with the Stim1 mRNA was
measured by RNP-1P using anti-Ago2 antibody (a) or 1gG (b), followed by Q-PCR analysis.
Vauesaremeans+ SEM of datafrom three separate experiments. * p < 0.05 compared with C-
siRNA. (B,C) Changesin STIM1 protein expressionin cellsoverexpressing miR-195 in the
presence or absence of Ago2 (B) or RCK (C). After cells were transfected with sSiAgo2 or
SIRCK for 24 h, they weretransfected with the pre-miR-195. Levelsof STIM1 and Ago2 or
RCK proteinswere measured 48 h after pre-miR-195 transfection.
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Supplement Figure8. Association of the MS2-Stim1 reporter mRNA with the MS2-Y FP.
Forty-eight h after cellswere co-transfected with pM S2-ST1M 1 reporter and pM S2-Y FPvector,
the association of the M S2-STIM 1 reporter mMRNA with M S2-Y FP was measured by RNP/IP
using anti-Y FPantibody or I1gG, followed by Q-PCR anaysis. Valuesarethemeans+ SEM of
datafrom three separate experiments.
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