. HOKKAIDO UNIVERSITY

Title Dynamic assembly properties of nonmuscle myosin II isoforms revealed by combination of
fluorescence correlation spectroscopy and fluorescence cross-correlation spectroscopy
Author (s) Mitsuhashi, Mariko; Sakata, Hiroshi; Kinjo, Masataka et al.
Citation The Journal of Biochemistry, 149(3), 253-263
https://doi.org/10.1093/jb/mvq134
Issue Date 2011-03
Doc URL https://hdl. handle.net/2115/47493
This is a pre-copy-editing, author-produced PDF of an article accepted for publication in The
Rights Journal of Biochemistry following peer review. The definitive publisher-authenticated version,
9 J Biochem (2011) 149 (3): 253-263, is available online at:
http://jb. oxfordjournals. org/content/149/3/253
Type journal article
File Information Supplementary Data. pdf, Supplementary Data

kaido
wo¥ Uo%

Hokkaido University Collection of Scholarly and Academic Papers : HUSCAP




Supplemental Materials and Methods
Correction of fluorescence brightness in assembled fraction
To correct the ratio of assembled fraction by taking consideration of the difference in the brightness of

fluorescence between monomer and assembly, the following equations were used (38)

F _ I:assembly
ssembly
T ’ I:assembly + a2 ’ (1_ Fassembly)
(S1)
with
Cpmassembly
o=
CPMonomer
(S2)

where Fassempiy 1S an assembled fraction estimated from autocorrelation amplitude, (Fassempy iS @ real
fraction of assembly in a sample, and o is a correction factor that is the ratio of counts per molecule
(cpm) of monomic rod fragment to cpm of assembled particles. The data of assembled fraction shown

in Figs. 2 E and 2F was corrected with equations (S1) and (S2) (Figure S2).



Supplemental Figures
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Fig. S1. Fitting analysis of autocorrelation curve

The autocorrelation curve of 633-ARF at 500 mM NaCl shown in Figure 1A was fitted with
one-component model with or without triplet component (i = 1 in equation 2). The fitting curve
without the triplet component (blue line) showed an unsatisfactory fit especially between 107 and 10°
(ms). The diffusion time was 404 us. The fitting analysis with triplet component (red line) showed a
good agreement with the data. The obtained diffusion time was 493 us and the triplet time was 5.6 ps.
Since the diffusion time of Alexa Fluor 633 was 54 pus, the estimated triplet time is too fast as a

translation diffusion of free dye in this FCS apparatus.
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Fig. S2 Corrected fraction of assembly in the homo- and hetero-assembling conditions

The assembled fractions shown in Figure 2E and 2F were corrected by using equation (S1) and (S2)
with the correct factor of each data set. (A) (Fassembly OFf 633-ARF (open circle) in the homo-mixture of
633-ARF and 488-ARF (open circle), 488-BRF (closed circle) in the homo-mixture of 633-BRF and
488-BRF as a function of NaCl concentration. (B) (Fasemby Of 633-ARF (open diamond) and
488-BRF (closed diamond) in the hetero-mixture of 633-ARF and 488-BRF as a function of NaCl
concentration. Data represent mean + S. D. of three independent experiments. The tendency of
assembling properties of ARF and BRF was not changed from the original results, that is, ARF or

BRF assembled in an isoform-dependent manner, regardless of the experimental conditions.



