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Intramembrane charge movement in VSP-negative  
and VSP-positive fibers
Membrane currents were measured in response to 100-
ms-long depolarizing pulses of increasing amplitude. 
The holding potential was set to 0 mV to annihilate or 
at least limit the contribution of currents caused by volt-
age-gated ion channels (including the DHPR voltage-
sensing and Ca2+-conducting activities) that otherwise 
would have completely precluded detection of intra-
membrane charge movement at the large depolarizing 
levels necessary to activate the VSPs. Although we are 
aware that taking measurements from fibers held at 0 
mV may somewhat negatively shift the voltage depen-
dence of VSP charge as compared with a standard 80-
mV holding potential (see Villalba-Galea et al., 2008), 
there was hardly any alternative way this could be 
achieved in this preparation.

Fig. S1 (A–C) shows examples of membrane current 
traces, processed as described in Materials and methods 
to extract charge movement, from a VSP-negative fiber, 
a Ci-VSP–positive fiber, and a Dr-VSP–positive fiber, 
respectively. The inset in each panel shows the corre-
sponding voltage dependence of the amount of on and 
off charge normalized to cell capacitance. Fig. S1 A il-
lustrates the fact that VSP-negative fibers yielded small 
nonlinear transient currents at the onset and termina-
tion of the pulse. Similar transient changes were pres-
ent in previously published records of membrane 
current from depolarized levels in muscle fibers (e.g., 
Fahlke and Rüdel, 1995; DiFranco et al., 2011). These 
currents were of opposite polarity from those antici-
pated from VSP function, and the amount of charge in 
the on component always exceeded the one in the off. 
These currents were not the result of erroneous sub-
traction of gating charge in the control pulses, as these 
were made positive to avoid contamination from charge 
2 (Brum and Rios, 1987). The origin and properties of 
these currents were not further explored, but because 
they had to also be present in the VSP-expressing fibers, 
they contaminated, to some extent, detection of the 
VSP charge movement. Despite this limitation, Ci-VSP– 
and Dr-VSP–expressing fibers clearly yielded specific 
nonlinear currents, respectively positive and negative in 
terms of the onset and termination of the depolarizing 
pulses. Fig. S1 D shows the voltage dependence of the 
mean amount of off charge measured in VSP-negative 
fibers (n = 6), Dr-VSP–positive fibers (n = 4), and Ci-
VSP–positive fibers (n = 5). For quantification, the off 
was preferred because of the lower amount of contami-

nating current inferred from measurements in VSP-
negative fibers. The dependence of charge versus 
voltage was more positive and the maximum amount of 
charge was larger in Dr-VSP fibers than in Ci-VSP fibers. 
Fitting the voltage dependence of charge movement in 
each fiber with a Boltzmann function gave mean values 
for Qmax (maximal available charge), V0.5 (voltage of 
equal charge distribution), and k (steepness) of 19.3 ± 
4.3 nC/µF, 59.6 ± 6.2 mV, and 15.7 ± 2.5 mV in Ci-VSP–
expressing fibers and 85.4 ± 4.9 nC/µF, 89.4 ± 4.2 mV, 
and 15.6 ± 0.6 mV in Dr-VSP–expressing fibers, respec-
tively. These results are consistent with the voltage-sens-
ing domain of the VSPs being active in the transverse 
tubule membrane of the transfected muscle fibers. In-
terestingly, the voltage dependence of Ci-VSP and Dr-
VSP gating currents found here is similar to the one 
reported previously in standard expression systems. For 
instance, the average mid-activation voltage for Ci-VSP 
and Dr-VSP was 59.6 and 89.4 mV in the muscle fibers as 
compared with either 62.9 and 94.3 mV (Hossain et al., 
2008) or 55 and 100 mV (Falkenburger et al., 2010) in 
tsA201 cells, respectively. Furthermore, gating current 
kinetics were slower in fibers expressing Dr-VSP as com-
pared with fibers expressing Ci-VSP, consistent with pre-
viously reported features of the VSPs in tsA201 cells 
(Hossain et al., 2008). Also interestingly similar was the 
more robust charge movement detected in Dr-VSP– 
than in Ci-VSP–expressing cells, by a factor of 2 in the 
tsA201 cells (Falkenburger et al., 2010) and by a factor 
of 4 here in the muscle fibers. The codon usage index 
(CAI) in mammalian cells was found to be higher for 
Dr-VSP than for Ci-VSP mRNA (CAI = 0.78 vs. 0.69, cal-
culated using mouse codon usage table: Puigbò et al., 
2008), which may contribute to the more robust expres-
sion of Dr-VSP in mammalian cells. In terms of absolute 
density, assuming 1.5 charge moving per voltage sensor, 
the mean maximal amount of charge moved at depolar-
ized voltages would correspond to 800 and 3,600 
molecules of Ci-VSp and Dr-VSP per µm2 of transverse 
tubule membrane. Although this is less than the corre-
sponding levels reported in tsA201 cells (four and seven 
times, respectively; Falkenburger et al., 2010), it is 
within the order of magnitude or larger than the previ-
ously reported density of PtdIns(4,5)P2 in the transverse 
tubule membrane of skeletal muscle (435 molecules 
per µm2; Milting et al., 1994). Thus, it seems more than 
reasonable to anticipate that substantial depletion of 
the transverse tubule PtdIns(4,5)P2 pool does occur 
upon VSP activation in this system.
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Estimation of the changes in transverse tubule membrane 
voltage from measurements of di-8-anepps fluorescence
In the silicone voltage-clamp condition, previous mea-
surements with microelectrodes in the silicone-free 
fiber extremity established that in response to depolar-
izing or hyperpolarizing pulses of 20–40 mV the mem-
brane voltage reached 90–95% of the command pulse 
value (Collet et al., 1999). In the present work, in re-
sponse to large pulses to 100 or 120 mV, the membrane 
potential could not be expected to stay so close to the 
command voltage because of large outward potassium 
currents. To check for the actual membrane voltage 
reached, we measured the changes in the fluorescence 
of di-8-anepps in fibers voltage clamped under the same 
conditions as used in the VSP-expressing fibers. Di-8-
anepps fluorescence transients in differentiated muscle 
fibers are known to arise mostly from the transverse tu-
bule membrane and should thus provide a reliable esti-
mate of the voltage changes experienced by the VSP. 
Fig. S2 shows the results from these measurements. Fig. 
S2 (B and D) shows changes in membrane current and 
in di-8-anepps fluorescence recorded from a fiber stim-
ulated by successive transient voltage-clamp pulses of 
500-ms duration from 80 to 60, 40, 20, 0, 40, 80, 

and 120 mV (Fig. S2 A). Fig. S2 C shows the line-scan 
image collected in response to the pulse from 80 to 20 
mV. As expected, depolarizing pulses produced a tran-
sient decrease in fluorescence, the amplitude of which 
increased with the pulse amplitude. The inset in Fig. S2 
D presents the percent change in di-8-anepps fluores-
cence measured near the end of the pulse versus the 
command voltage. The line superimposed to the data 
points corresponds to the result from fitting a linear re-
lationship to the first three data points (command volt-
age to 60, 40, and 20 mV for which little, if any, 
voltage-dependent calcium or potassium conductance 
was activated). The measured changes in di-8-anepps 
fluorescence for the largest pulses clearly escaped from 
this linear relationship. Assuming the transverse tubule 
membrane voltage being reasonably close to the com-
mand voltage for values between 80 and 20 mV, we 
used the linear relationship to estimate the actual mem-
brane voltage reached at each depolarizing level. Fig. 
S2 E shows corresponding mean values for the esti-
mated transverse tubule membrane voltage (estimated 
V) versus the command voltage from measurements 
taken in four fibers. According to this analysis, in re-
sponse to the pulse to 120 mV, the actual membrane 

Figure S1.  Intramembrane charge movement in VSP-expressing fibers. (A–C) Charge movement traces from a VSP-negative fiber, a Ci-
VSP–positive fiber, and a Dr-VSP–positive fiber, respectively. In the three fibers, membrane voltage was stepped from a holding level of 
0 mV to the values indicated in A. Insets show the corresponding voltage dependence of the amount of on and off charge. (D) voltage 
dependence of the mean amount of off charge measured in VSP-negative fibers (n = 6), Dr-VSP–positive fibers (n = 4), and Ci-VSP–posi-
tive fibers (n = 5). Error bars represent ± SEM.
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potential was close to 60 mV. This indicates that under 
these conditions, Ci-VSP was likely not fully activated, 
and thus the effect we see on Ca2+ release may actually 
be underestimated. This also likely contributes to the 
fact that Dr-VSP, which exhibits a more positive voltage 
dependence than Ci-VSP, appeared less effective in de-
pressing Ca2+ release.

In a few fibers we also checked how fast the mem-
brane gets depolarized by measuring di-8-anepps fluo-
rescence transients in response to short (20-ms-long) 
depolarizing pulses using the spot detection mode of 
the microscope (32-kHz acquisition frequency). Fig. S2 

F shows the time course of the command voltage (nega-
tively scaled) and of the di-8-anepps response normal-
ized to the same maximal amplitude. The command 
pulse was from 80 to 20 V. The di-8-anepps trace cor-
responds to the average of 10 successive records. The 
superimposed red portions of traces show the result 
from fitting a single-exponential function to the decay-
ing and rising phase of the di-8-anepps transient. From 
similar measurements and analysis taken in seven fibers, 
mean values for the time constant of decay and of rise 
of the fluorescence were 0.67 ± 0.33 ms and 0.77 ± 0.4 
ms, respectively.

Figure S2.  Changes in transverse tubule membrane voltage measured with di-8-anepps in response to voltage-clamp depolarizing pulses. 
(A) Command voltage pulses applied to the fiber. (B) Corresponding changes in membrane current. (C) Line-scan image of di-8-anepps 
fluorescence recorded while the command pulse from 80 to 20 mV was applied. (D) Time course of the relative changes in di-8-anepps 
fluorescence elicited by the pulses shown in A; fluorescence was integrated over the entire image width. In D, the inset shows the percent 
change in fluorescence measured near the end of the pulses versus the command voltage; a linear function was fitted through the first 
three data points (superimposed line). (E) Estimated membrane voltage versus applied command voltage (see text for details). Error 
bars represent ± SEM. (F) Normalized time course of change in di-8-anepps fluorescence recorded at high temporal resolution (noisy 
trace) in response to a 20-ms-long depolarizing pulse (clean trace). The red portions of lines correspond to the result from an exponen-
tial fit to the rising and decaying phase of the fluorescence transient.
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DHPR Ca2+ current in VSP-negative and VSP-positive fibers
Membrane currents were measured in response to 1-s-
long depolarizing pulses of increasing amplitude from a 
holding voltage of 80 mV. Fig. S3 A shows examples of 
membrane current traces corrected for the linear resis-
tive component from a VSP-negative fiber, a Ci-VSP–
positive fiber, and a Dr-VSP–positive fiber. Fig. S2 (B–D) 
shows mean values for the peak amplitude, time to peak, 
and time constant of decay of the current in VSP-nega-
tive, Ci-VSP–positive, and Dr-VSP–positive fibers. There 
was no statistically significant difference in any parame-
ter between VSP-negative fibers and either Ci-VSP– or 
Dr-VSP–expressing fibers.

Figure S3.  DHPR Ca2+ current in VSP-expressing fibers. (A) Ca2+ current traces from a VSP-negative fiber, a Ci-VSP–positive fiber, and 
a Dr-VSP–positive fiber in response to depolarizing pulses to 20, 10, 0, 10, and 20 mV. Membrane current was acquired at a lower 
sampling rate in the VSP-negative fiber. (B–D) Mean voltage dependence of the peak amplitude, time to peak, and time constant of 
decay of the Ca2+ current in VSP-negative fibers (n = 9), Ci-VSP–positive fibers (n = 4), and Dr-VSP–positive fibers (n = 6). Error bars 
represent ± SEM.
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Video 1.  Successive confocal images of the mRFP fluorescence from a skeletal muscle fiber expressing Ci-VSP 
and PLC1PH-mRFP. The fiber was depolarized from 80 mV to the indicated levels. Frames were collected 
every 1.97 s and are displayed at a rate of four frames per second. Frame side size is 25.5 µm.

Video 2.  Successive confocal images of the mRFP fluorescence from a skeletal muscle fiber expressing Ci-VSP 
and PLC1PH-mRFP. The fiber was depolarized from 80 to 50 mV approximately between frame number 10 
and frame number 12. Frames were collected every 2.35 s and are displayed at a rate of four frames per second. 
Frame side size is 51 µm.


