Description of Additional Supplementary Files

File name: Supplementary Movie 1

Description: Expression of the mCherry-M2 x24 construct in Cos-7 cells in the presence of
200 nM TO1-Biotin and imaged at 226 ms per frame in both the green (TO1-B) and red
(mCherry) channels as described in the materials and methods. Time in min:sec format and

scale bar = 10 uym.

File name: Supplementary Movie 2

Description: Expression of the mCherry-MS2v5 x24 control construct in Cos-7 cells in the
presence of 200 nM TO1-Biotin and imaged at 226 ms per frame in both the green (TO1-B)
and red (mCherry) channels as described in the materials and methods. Time in min:sec format

and scale bars = 10 um.

File name: Supplementary Movie 3

Description: Expression of the pHAGE-CMV-CFP-MS2-SLx24 construct in HEK293T cell in
the presence of tdMCP-EGFP and imaged at 2 s per frame in the green (EGFP). Time in
min:sec format and scale bars = 10 pm.

File name: Supplementary Movie 4

Description: Expression of the M2/MS2 SL x24 construct in Cos-7 cells in the presence of 200
nM TO1-Biotin and NLS-tdMCP-mCherry. Cells imaged at 226 ms per frame in both the green
(TO1-B) and red (mCherry) channels as described in the materials and methods. Time in

min:sec format and scale bar = 10 um.

File name: Supplementary Movie 5

Description: Tracking of M2/MS2 SL x24 foci in Cos-7 cells in the presence of 200 nM TO1-
Biotin and NLS-tdMCP-mCherry. Cells imaged at 226 ms per frame in both the green (TO1-B)
and red (mCherry) channels as described in the materials and methods. Time in min:sec format

and scale bar = 2 um, blue trace represents track as computed using the TrackMate plugin.

File name: Supplementary Movie 6

Description: Depiction of both nuclear and cytosolic M2/MS2 SL x24 transcripts in Cos-7 cells
in the presence of 200 nM TO1-Biotin and NLS-tdMCP-mCherry. Cells imaged at 226 ms per
frame in both the green (TO1-B) and red (mCherry) channels as described in the materials and
methods. mCherry channel with enhanced contrast by ~4x in the middle right panel to show
presence of low intensity cytosolic single molecules. These are not able to be visualised in the
mCherry channel at low contrast settings (middle left panel). Time in min:sec format and scale

bar =10 pum.



File name: Supplementary Movie 7
Description: Visualisation of bright nuclear M2/MS2 SL x24 foci in Cos-7 cells imaged using
the NLS-tdMCP-mCherry signal. Cells imaged at 226 ms per frame. Time in min:sec format

and scale bar =5 um.



