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Supplemental Video

Suppl. Video: Hela cells were stained with MTG for 40 min, washed 1x with Loading Buffer

and imaged directly at a frequency of 1Hz with live N-SIM.

Supplementary Figures
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Supplementary Figure 1. Quantification of knockdown efficiency and examination of the
influence of MCU knockdown on Opa1l expression level. (A,B) Verification of knockdown
efficiency of (A) MCU and (B) Opa1 after treatment with scrambled control siRNA or siRNAs
against the specific genes. (C) Opa1 expression level analysis under conditions where MCU
was knocked out by specific siRNAs. (Left panels) quantification of mMRNA expression levels
by using qRT-PCR, (middle panels) representative Western blots, (right panels) corresponding
statistical analysis of Western blots. For gRT-PCR and Western blot the housekeeping genes

GAPDH or B-actin were used, respectively. Bars represent mean + SEM, n=3.



Supplementary Figure 2. Hela cells transfected with ER-RFP (magenta) and stained 40 min

with MTG (green) were imaged. A representative sequence of 10 frames (1 Hz) is shown as a

magnification.
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Supplementary Figure 3. HelLa cells stained with MTG and transfected with ER-RFP and
control or OPA1-specific siRNAs were imaged with N-SIM. Histamine (100 uM) was added to
induce ER Ca?* release. Form factor and aspect ratio were determined using ImageJ. Images
and analyses were obtained from at least 5 cells in each of 8 experiments. Bars represent

mean + SEM.
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Supplementary Figure 4. HelLa cells stained with MTG and transfected with ER-RFP and
control or MCU-specific siRNA were imaged with N-SIM. Histamine (100 uM) was added to
induce ER Ca?" release. Form factor and aspect ratio were determined using ImageJ. Images
and analyses were obtained from at least 5 cells in each of 8 experiments. Bars represent

mean + SEM.



Supplementary Table 1: Sequences of the specific SIRNAs used in this study

OPA1 i 5’-GUUAUCAGUCUGAGCCAGGATT-3’
MCU sil 5’-GCC AGA GAC AGA CAA UAC U dTdT-3’
MCU si2 5’-GGA AAG GGA GCU UAU UGA A dTdT-3’



