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Abstract L-type calcium-channel mutations causing hypo-
kalemic periodic paralysis type 1 (HypoPP-1) have
pronounced “loss-of-function” features and stabilize the
less-selective second open state O2, as we demonstrated in
the companion paper. Here, we compared the effects of the
L-type calcium-channel activator (±)BayK 8644 (BayK) on
the heterologously expressed wild-type (WT) calcium
channel, rabbit Cav1.2 HypoPP-1 analogs, and two double
mutants (R650H/R1362H, R650H/R1362G). Our goal was
to elucidate (1) whether the “loss-of-function” in HypoPP-1
can be compensated by BayK application, (2) how the less-
selective open state is affected by BayK in WT and
HypoPP-1 mutants, as well as (3) to gain an insight into
BayK mechanism of action. Ionic currents were examined
by whole-cell patch-clamp and analyzed by the global-
fitting procedure. Our results imply that (1) BayK promotes
channel activation, but equalized the differences among the
WT and mutants, thus attenuating HypoPP-related effects
on activation and deactivation; (2) BayK binds to the first
open state O1, and then serves as a catalyst for O2

formation; (3) binding of BayK is impaired in the HypoPP
mutants, thus affecting the formation of the less-selective
second open state; (4) BayK affects cooperativity between
the single HypoPP-1 mutations at all stages of the channel

gating; and (5) BayK favoring of O2 lowers calcium-
channel selectivity.
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Introduction

L-type calcium channel mutations causing hypokalemic
periodic paralysis type 1 (HypoPP-1) have pronounced
“loss-of-function” features, as we demonstrated in the
companion paper [11]. Here, we compared (±)BayK 8644
(BayK) effects on the wild-type (WT) calcium channel and
on the HypoPP-1 mutant channels. BayK is the dihydro-
pyridine agonist that enhances calcium-channel current in
voltage-gated dihydropyridine-sensitive Ca2+ channels by
promoting the rare calcium-channel gating mode, which
suggests an existence of the second open state, O2, and is
characterized by long-lasting openings and very brief
closings [2, 3, 5–8, 13, 17, 22]. As BayK works as a
calcium-channel activator, it was of great interest to
elucidate whether the function of the HypoPP-1 mutant
calcium channels can be positively influenced or even
restored by BayK application.

In the companion paper, we revealed that the HypoPP-1
histidine mutants shift the distribution of the open states
towards the second open state [11]. The second open state
in the L-type calcium channels was suggested to have a low
selectivity for divalent cations, so that monovalent cations,
such as Na+, K+, and Cs+, can extensively pass through the
channel [9, 11]. Thus, the open-state distribution is a
putative determinant of calcium-channel selectivity and is
of a high physiological importance in HypoPP, because the
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membrane depolarization, the cause of paralytic attacks in
HypoPP muscle, is the result of shifts in transmembrane
gradients of electrolytes [16, 19, 20]. As the fraction of the
second open state in the calcium channels is small, the
HypoPP-related changes of the open-state distribution are
difficult to resolve [11]. To increase the O2 fraction, we
applied BayK. Thus, the second question we addressed in
our work was how the distribution of the open states is
affected in the HypoPP-1 analogs upon BayK application.
Finally, by comparing the BayK effects on WT and HypoPP-
1 mutants, we wanted to gain an insight into BayK
mechanism of action in the voltage-gated L-type calcium
channels.

In this study, we employed the whole-cell patch-clamp and
the global-fitting method to examine gating processes in the
WT and mutant calcium channels, with or without BayK.
Furthermore, two double mutants were constructed to
investigate the additivity of BayK effects. We demonstrated
that BayK effects on the mutant channels are profoundly
different from their impact on the wild type. These mutant-
specific effects lead to the instability of the less-selective
second open state in the HypoPP-1 mutants upon BayK
application, the opposite to the HypoPP effects without BayK,
suggesting an impaired BayK binding in the HypoPPmutants,
which affects the formation of the second open state.

Materials and methods

Experimental setup

In our experiments, we used the cardiac isoform of the L-
type calcium channel (Cav1.2). HypoPP-1 mutation analo-
gous to R528H, R1239H, and R1239G were introduced
into rabbit cardiac calcium channel in pcDNA3 at the
corresponding positions: R650H, R1362H, and R1362G.
Two double mutations, R650H/R1362H (HH) and R650H/
R1362G (HG) were constructed by exchanging fragments
from the three single mutations (encoding R650H, R1362H,
and R1362G). Transfection was performed in the human
embryonic kidney 293 (HEK-293) cell line using the
standard calcium phosphate method, as described previous-
ly [11]. The rationale for using the cardiac isoform, the
particular calcium-channel subunit composition, and the
expression system is extensively discussed in the companion
paper [11].

Standard whole-cell recording technique [4] was applied
for recording calcium-channel currents. All recordings were
performed using an Axopatch 200A patch-clamp amplifier
linked to a personal computer with installed pCLAMP
program (Axon Instruments, Foster City, CA). Internal
solutions contained (in mM), 142 CsCl, 1 MgCl2, 1 Mg
adenosine triphosphate (ATP), 10 ethylene glycol bis(2-

aminoethyl ether)-N,N,N′N′-tetraacetic acid (EGTA), 5 4-(2-
hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES);
pH 7.4. The extracellular solution contained (in mM), 103
N-methyl-D-glucamine (NMG), 5 CsCl, 1 MgCl2, 10
HEPES, 20 BaCl2; pH 7.4. CsOH was used to change pH
values. For studying BayK effects on WT and mutants,
1 μM BayK was freshly prepared and was added to the
extracellular solution before experiment. All whole-cell
recordings were performed at room temperature (20–22°C)
with barium as charge carrier instead of calcium to avoid
calcium-induced inactivation [11]. Leak subtraction was not
applied. Sampling interval was 120 μs. Series resistance
errors were <4 mV. Excel (Microsoft), pCLAMP, and
ORIGIN (Microcal Software, Northampton, MA) programs
were used for displaying and analyzing the recordings. For
each measurement, data were fit to theoretical functions of
choice and were presented as mean±standard error of the
mean. Student’s t test was applied for statistical evaluation;
the significance level was set at P<0.05.

Kinetic simulations

For kinetic modelling, we used a IonFit© program [11] for
global simultaneous fit of current traces. We fitted seven
current traces elicited by steps from a holding potential of
−90 mV to the test potentials from −10 to +50 mV (without
BayK) or, because of the shifts of reversal potential, −20 to
+40 mV (with BayK) in 10-mV steps for each cell to the
kinetic model presented on the Fig. 1. The voltage-
dependent forward α and backward β transition rates
between various states were assumed to be single expo-
nential functions of voltage [21] and are given by

an Vð Þ ¼ a
0
n exp

zxanFV

RT

� �
;

bn Vð Þ ¼ b
0
n exp

�zxbnFV

RT

� �
;

where n=1 for the activation, n=2 for the transitions
between the open states O1 and O2, and n=3 for the
inactivation, as assigned in the model (Fig. 1). For more
details, please refer to the companion paper [11]. The fitted
parameters were: a

0
1; b

0
1; a

0
2; b

0
2; a

0
3; b

0
3; for the transition

rate constants including enthalpic and entropic factors; and
zxα1, zxβ1, zxα2, zxβ2, zxα3, zxβ3 for the valences of the
corresponding forward and backward transitions [11].
Goodness of fit was estimated from χ2 values. To simplify
the “Results” and to separate conformational factors from
voltage-dependent deviations, we took α′ and β′ values
(rate constants at 0 mV). Further parameters were: V, the
membrane potential; F, the Faraday constant; R, the gas
constant; and T, the absolute temperature. Additionally,
based on our results, we estimated the basic channel
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parameters. We calculated the mean channel dwell time τ in
each open state, the fractions of long and short openings ξ,
the probability P to be in any of the open states in
equilibrium, and the fractions of open time p spent in a
particular open state using the equations from our previous
work [11].

Double-mutant cycle analysis

HypoPP-1 mutations are located in the functionally
important parts of the Cav1.2 channel: R650H—in the
voltage sensor S4 of the second domain (D2/S4), and
R1362H, R1362G mutations—in the voltage sensor S4 of
the fourth domain (D4/S4). For estimation of cooperativity
of the HypoPP-1 D2/S4 and D4/S4 mutations in all the
transitions in Ca2+ channel gating, we used a thermody-
namic description of mutant-specific effects. We applied the
double-mutant cycle analysis and calculated coupling
energy between the corresponding mutations in equilibrium

(ΔGcoupling), as well as in the forward ΔGα
z coupling

� �
and

backward transitions ΔGβ

z coupling

� �
at all stages of the

channel gating according to the method we previously
described [11]. For simplicity, in the “Results”, we present
the coupling energy values calculated at 0 mV. Data are
presented as mean±standard error of the mean, the latter is
calculated by error propagation.

Results

Macroscopic analysis of the WT and HypoPP-1 mutations
in the presence of BayK

We investigated three L-type cardiac calcium-channel
mutations homologous to the HypoPP-1 mutations:
R650H in D2/S4, R1362H and R1362G in D4/S4.
Considering the localization of the HypoPP-1 mutations in
different parts of the channel, we studied cooperative
effects in two double mutations HH and HG. We obtained
current traces elicited by a series of 100-ms depolarizing
pulses from a holding potential of −90 mV to the test
voltage from −60 to +60 mV in 10-mV steps in the
presence or absence of BayK. Superimposed original
current traces elicited by a selected test pulse of +10 mV
are presented on Fig. 2a,b. Similar to the companion work
[11], we applied the depolarizing pulses of a short 100-ms
duration to prevent the current run-down and to minimize
the fluctuations of the electric parameters (cell capacitance,
pipette resistance) during the experiment, as the resulting
current amplitude and kinetics changes would substantially
compromise the global-fitting procedure. Therefore, inacti-
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Fig. 2 a, b Superimposed rep-
resentative barium current traces
elicited by a pulse of 100-ms
depolarization from a −90-mV
holding potential to +10 mV in
WT and the mutants in the
absence (a) or presence (b) of
BayK. c, d Current–voltage
(I–V) relationships. Barium cur-
rents without BayK (c) or upon
BayK application (d) were eli-
cited by a series of 100-ms
depolarizations from −90 mV to
the voltages listed. Current
amplitudes were then normal-
ized to cell capacitance, plotted
against test voltages, and fit to a
sigmoid function. Number of
cells is given in Table 1
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Fig. 1 Sequential simplified model used for kinetic simulations. C1–
C4 are the closed states, O1 and O2 are the open states, I1 and I2 are the
inactivated states, reached from O1 and O2, respectively, α1, α2, α3,
and β1, β2, β3 are the voltage-dependent transition rates between the
states, as indicated in the model
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vation rate constants could not be determined precisely and
are not discussed in this study.

To reveal BayK effects on the steady-state parameters of
activation, we normalized the current amplitudes and
plotted the means against the voltages tested (current–
voltage [I–V] curve, Fig. 2c,d). Consequently, the curves
for each cell were fit to a sigmoid function from −60 to
+50 mV. The Vrev values were obtained by a linear
extrapolation of the fit on the V-axis. Additionally, we
determined the current densities by normalizing current
amplitudes by cell capacitance. The fit parameters and
current densities Imax are presented in Table 1.

The main effects of BayK on the steady-state parameters
were the left shifts of the I–V curves and increase in slope
in all the clones (Table 1). The left shifts were (in mV) 19±
1 (WT), 12±3 (R650H), 22±2 (R1362H), 23±1 (R1362G),
36±3 (HH), and 26±4 (HG). Thus, the largest shifts were
observed in the D4/S4 as well as in the double mutants. The
effect of the mutants (except R650H), to shift the I–V
curves to the right and to decrease the slope, was preserved
upon BayK application. However, the spread of V1/2 values
shrank from 32 (without BayK) to 10 mV (with BayK),
indicating the difference between the WT and mutants to
substantially decrease.

Additionally, BayK application caused left shifts of the
reversal potentialsVrev (Table 1), the shifts were (in mV) 9±1
(WT), 5±2 (R650H), 13±2 (R1362H), 14±5 (R1362G),
11±2 (HH), and 10±6 (HG). Strong left shifts of Vrev
suggest that BayK decreased calcium-channel selectivity.
The HypoPP-related effects on channel selectivity were
modest upon BayK application and therefore were difficult
to detect by reversal potential changes, as different voltage
dependences of I–V curves could mildly affect the Vrev

extrapolation and thus mask the effects of the HypoPP
mutants. Finally, to examine BayK effects on current density,
we determined current-density values from at least three
different transfections for each channel type to account for a
transfection-dependent variation. BayK led to an increase in
current density Imax in all the clones (Table 1), it was ranging
from 2.2±0.2 times (HH) to 6.0±1.9 times (R1362G).

BayK favors the activation pathway

To better resolve the site- and mutant-specific effects of
BayK on channel gating, we performed a simultaneous fit
of current traces at different potentials to the model
presented on the Fig. 1. For the WT and mutants without
BayK, we described the selection of the Cav1.2 gating
model in the companion paper [11]. Upon BayK applica-
tion, the model on the Fig. 1 also yielded the best-fit quality
(data not shown), implying that BayK does not change the
basic gating model but alters proportions between the
states. Fit results are given in Table 2.

BayK prominently slowed transition rates of activation
(α1) and deactivation (β1) for all the clones (Table 2).
However, BayK effects on the activation and deactivation
rates were not equal; BayK-induced decrease in β1 rates
(1.9–8.5 times) was higher than that of α1 rates (1.3–3.6
times), leading to an increased α1/β1 relation between the
states in the C1↔C2↔C3↔C4↔O1 pathway. Thus, BayK
displaced the equilibrium to the product states. Macro-
scopically, these changes were reflected in a slower
activation, as α1 and β1 transition rates were decreased;
however, because of an increased α1/β1, the channels
activated at more negative potentials, displacing the I–V
curves to the left (Fig. 2; Tables 1, 2).

Table 1 Parameters of the I–V curves and current density

WT R650H R1362H R1362G HH HG

V1/2 (mV) −BK 8.4±0.8 2.7±2.9* 22.2±1.7*** 21.2±1.2*** 34.3±3.4*** 25.0±4.4***
+BK −10.4±0.5### −9.2±1.8## 0:0�0:7���### �2:2�0:7���### �1:8�0:6���### �0:6�0:8���###

k −BK −7.7±0.3 −9.6±1.0* −9.9±0.9* −12.7±1.7*** −12.7±0.8*** −15.0±1.0***
+BK −4.4±0.1### �6:9�0:3���# �5:3�0:1���### �6:3�0:2���### �6:4�0:1���### �8:1�0:3���###

Vrev −BK 63.4±0.7 66.2±1.6 68.8±1.7** 69.5±4.7 66.2±1.9 65.5±5.6
+BK 54.2±1.1### 61.4±1.7** 55.4±1.0### 55.6±0.9### 55.5±1.4### 55.5±1.6

Imax (pA/pF) −BK −25.6±1.2 −15.6±2.6 −12.8±4.8 −9.0±2.6 −10.7±0.6 −4.2±0.5
+BK −65.9±10.6## −34.9±4.3## −29.8±4.3# −53.8±6.5## −23.3±1.6### −14.9±1.5###

N −BK 10 5 6 4 6 5
+BK 10 8 10 11 14 8

Fit parameters of the I–V curves presented in Fig. 2c,d and current density Imax.
The sigmoid fit function was I Vð Þ ¼ gmax V�Vrevð Þ

1þexp
V�V1=2

k

� � ; where gmax is conductance, V−test voltage, Vrev−reversal potential, V1/2−half-maximal voltage
of activation, and k−slope factor.
For the current densities, only significance of BayK effects is shown.
−BK−no BayK extracellularly (data are taken as controls from the companion paper [11]); +BK−with BayK; N−number of cells
Significance levels are: *P<0.05; **P<0.01; ***P<0.001, for comparisons WT versus mutants; and # P<0.05; ## P<0.01; ### P<0.001, for
comparisons “+BK” vs “−BK”.
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Correlation of BayK effects with initial kinetic parameters

Although BayK effects on activation and deactivation of
the WT and HypoPP-1 mutants went in the same direction,
the extent of these effects was different. To estimate the
BayK impact on the different Cav1.2 clones, we calculated
the relative rate constants determined as the rate constants
in the absence of BayK divided by the corresponding rate
constants in the presence of BayK. For our estimations, all
rate constants were calculated at 0 mV to avoid voltage-
dependent deviations. All clones activated at 0 mV, this
potential was close to the overall average of V1/2 values in
the current–voltage relationships for all the clones, with or
without BayK.

There was a suggested correlation between the BayK
impact (relative rate constants) and the activation rate
constants α1 in the absence of BayK (R=0.75). The faster
the activation of the mutant, the stronger it was slowed by
BayK (Fig. 3a; Table 2). A similar correlation existed also
for deactivation rate constants β1 (R=0.84; Fig. 3b). In
Table 2, we see that the distribution of the transition rates
over the clones (α1, from 1363±96 to 4148±302 s−1; β1,
from 1256±238 to 5939±332 s−1) became more narrow
upon BayK application (α1, from 645±15 to 1572±48 s−1;
β1, from 598±44 to 1203±53 s−1). This leads to a BayK-
related attenuation of HypoPP effects on activation and
deactivation. We conclude that BayK does not bind to the

channel in the resting (early closed) state but binds at the
later stages of the activation pathway, presumably to the
first open state (O1). In contrast, there is no such correlation
either for the O1→O2 transitions (R=0.30; Fig. 3c) or for
the O2→O1 transitions (R=0.35; Fig. 3d), suggesting that
BayK does not bind to the second open state (O2).

BayK strongly favors the second open state O2

Another BayK effect was an increase in O1→O2 rate
constants α2, suggesting faster transitions to the second
open state, observed in all the clones except for R1362G
(α2, 56–144 s−1 [without BayK] vs 87–525 s−1 [with
BayK]). At the same time, the backward transition O2→O1

was strongly suppressed (β2, 78–804 s−1 [without BayK] vs
19–133 s−1 [with BayK], Table 2). Moreover, presumably
because of a conformational change, BayK increased
effective transition charge zxb2 in all HypoPP-1 and double
mutants except for R650H (Table 2), additionally suppress-
ing the backward transition at positive potentials and
slightly attenuating the effect of reduced β2 at weak
negative voltages. For the WT, the zxa2 and zxb2 values
were mildly decreased upon BayK application (Table 2).

Therefore, the second open state was strongly favored
upon BayK application in all the clones. This favoring was
even more enforced at positive potentials in the mutants but
attenuated in the WT, pointing at interference of HypoPP-

Table 2 Global fitting results—activation and O1–O2 transitions

Parameters WT R650H R1362H R1362G HH HG

a
0
1 (s−1) −BK 1,998±103 1,363±96** 1,665±190 4,148±302*** 2,478±198* 3,072±149***

+BK 1,046±39### 1,056±45## 645�15���### 1140±51### 918�35�### 1; 572�48���###

b
0
1 (s−1) −BK 1,934±126 1,256±238* 2,885±290** 5,939±332*** 4,783±122*** 4,185±125***

+BK 598±44### 657±63# 736�41�### 696±40### 1; 203�53���### 1; 085�66���###

zxa1 −BK 0.17±0.04 0.17±0.04 0.24±0.08 0.19±0.04 0.04±0.01* 0.18±0.05
+BK 0.54±0.03### 0.46±0.04### 0.54±0.05## 0.52±0.02### 0:32�0:03���### 0.45±0.05##

zxb1 −BK 0.92±0.07 0.77±0.19 0.46±0.09** 0.50±0.12* 0.51±0.03** 0.36±0.07***
+BK 1.07±0.05 0.69±0.05*** 0.35±0.09*** 0:82�0:05��# 0:12�0:03���### 0.53±0.09***

a
0
2 (s−1) −BK 122±7 56±12*** 144±20 119±13 99±10 100±10

+BK 164±11## 87�5���# 209�13�# 118±8** 525�31���### 181±17##
b

0
2 (s−1) −BK 405±42 78±10*** 142±10*** 294±45 116±15*** 804±213*

+BK 19±2### 39�5���### 38�3���### 94�10���### 41�3���### 133�11���##

zxa2 −BK 0.21±0.06 0.20±0.18 0.75±0.39 0.35±0.16 0.63±0.08** 0.12±0.05
+BK 0.08±0.05 0.26±0.12 1.22±0.42* 0.44±0.10** 2:56�0:27���### 0:76�0:17���###

zxb2 −BK 2.6±0.1 0.7±0.2*** 0.8±0.3*** 0.3±0.1*** 0.2±0.2*** 0.6±0.4***
+BK 1.7±0.2### 0.7±0.2** 2:5�0:3�## 2:9�0:3��### 1:2�0:2�## 1.8±0.3#

Fit parameters obtained by global fitting of whole-cell currents to the kinetic model on the Fig. 1. Parameters α′ and β′ were the forward and
backward rate constants at 0 mVand are dependent on entropy and enthalpy of the system. Parameters zx were the valences of the corresponding
transitions and reflect voltage dependence of transition rates.
Number of cells used in the global fitting: without BayK: WT—10, R650H—5, R1362H—6, R1362G—3, HH—5, HG—5; with BayK: WT—10,
R650H—7, R1362H—10, R1362G—10, HH—14, HG—7
−BK−no BayK extracellularly (data are taken as controls from the companion paper [11]); +BK−with BayK
Significance levels are: *P<0.05; **P<0.01; ***P<0.001, for comparisons WT versus mutants; and # P<0.05; ## P<0.01; ### P<0.001, for
comparisons “+BK” versus “ BK”.
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specific and BayK-induced conformational changes in the
protein structure.

BayK magnifies ionic currents by increasing O2

open probability

Using our global fitting parameters, we calculated the mean
channel dwell time τ in each open state, the fractions of
long and short openings ξ, the probability P to be in any of
the open states in equilibrium, and the fractions of open
time p spent in a particular open state (Fig. 4). Our results
on the open state parameters for WT Cav1.2 channels, with
and without BayK, correspond well to the values obtained
previously by single-channel measurements and fitting the
obtained open-time histograms [1, 2, 10], supporting the
reliability of our approach.

Mean open times in O1 and especially in O2, τ(O1) and
τ(O2), were significantly increased in all the clones upon
BayK application (Fig. 4a,b). However, BayK strongly
increased the fraction of long openings ξ(long) (Fig. 4c).
Consequently, the ratio of both open states in equilibrium,
p(O1):p(O2), is drastically shifted to O2. BayK increased the
fraction of open time spent in O2, p(O2), from 24 to 89%
in WT, from 41 to 70% in R650H, from 49 to 84% in
R1362H, from 30 to 56% in R1362G, from 47 to 92% in
HH, and from 18 to 57% in HG.

To make a conclusion on the channel function, however,
we need to know the open probabilities P that represent
time spent in the open states as a fraction of a total
observation time. Effects on the open probability P(O1)

were diverse in the WT and mutants: P(O1) was reduced in
WT, unchanged in R650H and HH, and increased in
R1362H, R1362G, and HG mutants. Oppositely, BayK
affected the O2 open probabilities similarly: P(O2) were
immensely increased in all the clones (Fig. 4d). As a result,
the total open probability P(O) was also increased. For
example, upon BayK application, P(O) in WT rose from 27
to 89%. It means, that channels were open 89% of the total
time if measuring with BayK.

Thus, we observed that BayK shifted the distribution of
the open states towards O2. Open probability of the second
open state was drastically increased, leading to a very high
(60–90%) total open probability and, thus, to higher current
amplitudes upon BayK application.

Mutant-specific effects of BayK on the open state
parameters

Another important point is an effect of HypoPP-1 mutations
on the open state parameters. Mean open time τ(O1) was
decreased in all the mutants except R650H, with or without
BayK application (Fig. 4a). However, mean open time
τ(O2) was increased in almost all mutants without BayK
and significantly decreased in all the mutants upon BayK
application, compared with WT (Fig. 4b), pointing at
mutant-specific BayK effects on the channel O2 open
times. BayK also differently affected the distributions of
the opening probabilities ξ. Whereas, without BayK
application, the relative probability of long openings was
reduced in R1362G, HH, and HG mutants; it was increased

a b

c d

BK
BK

BK
BK

BK S

BK S BK S

BK
BK

BK
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BK S

Fig. 3 Correlation of BayK
effects with initial kinetic
parameters. BayK effects are
numbered as the relative rate
constants determined as the rate
constants in the absence of
BayK (−BK) divided by the
corresponding rate constants in
the presence of BayK (+BK).
Correlation plots for α1 (a), β1
(b), α2 (c), and β2 (d) rate
constants at 0 mV. Values R are
the correlation coefficients.
Number of cells is given in the
legend to Table 2
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in HH and reduced in R650H, R1362G, and HG mutants
under BayK application (Fig. 4c).

These effects resulted in changes in open probabilities P.
Without BayK, R650H exhibited similar P(O1) and even
mildly increased P(O2), compared with WT. In all the other
mutants, primarily O1 open probability P(O1) was reduced.
P(O1) was approximately two times reduced in R1362G
and HG, four times in R1362H, and six times in HH, in the
absence of BayK. P(O2) was reduced only in the double
mutants. Oppositely, upon BayK application, P(O1) in
R650H, R1362G, and HG was higher than in the WT.
Open probability P(O2) was reduced in all the mutants
upon BayK application, compared with WT (Fig. 4d).

As a result, in both conditions, with or without BayK
application, the total open probability P(O) was reduced in
the mutants, compared with WT (Fig. 4d). The reduced
total open time in the HypoPP-1 mutants suggests a “loss-
of-function” mechanism of pathogenesis. However, this
impairment of channel function was differently realized.
Without BayK, increased deactivation rates disfavor the
activation pathway in the HypoPP mutants, reducing the
open probability of the first open state O1. With BayK,
HypoPP mutations interfere with BayK-induced conforma-
tional changes and impair the formation of the second open
state, resulting in the reduced O2 open probability.
Therefore, the loss of calcium-channel selectivity because
of an increased O2 fraction in HypoPP could take place
only in natural conditions, i.e., without BayK, and is not
present upon BayK application because of the HypoPP-
induced O2 instability.

Effects of BayK on cooperativity between the D2/S4
and D4/S4 mutations in the activation pathway

For an estimation of cooperativity between the D2/S4 and
D4/S4 HypoPP-1 mutations, we performed double-mutant
cycle analyses. For both HH and HG mutants, no coupling
in the C1↔C2↔C3↔C4↔O1 pathway was observed, with
or without BayK (data not shown), suggesting that the
effects of single mutations were additive in the double
mutants. However, for the HH mutant, there was a
negative coupling energy ΔGzcoupling in activation α1 and
deactivation β1 rate constants (in kcal/mol, −0.47±0.11
[for α1], −0.61±0.17 [for β1], without BayK), suggesting
an enhanced barrier-height decrease and thus a dispropor-
tional acceleration of kinetics in the HH mutant. BayK
clearly reduced this cooperativity in HH, as ΔGzcoupling
became less negative (in kcal/mol, −0.20±0.05 [for α1],
−0.23±0.10 [for β1], with BayK). On the opposite,
BayK tendentiously enhanced cooperativity in the
C1↔C2↔C3↔C4↔O1 pathway in the HG mutant, as the
ΔGzcoupling values became more negative (in kcal/mol; for
α1, −0.05±0.09 [without BayK] vs −0.18±0.06 [with
BayK]; for β1, −0.09±0.17 [without BayK] vs −0.21±
0.10 [with BayK]).

The effects of BayK on the O1↔O2 transitions were
similar in the HH and HG double mutants. In the O1↔O2

transitions, there was a positive coupling energy ΔGcoupling

in the double mutants in equilibrium (in kcal/mol, 0.50±
0.22 [HH], 1.01±0.36 [HG], without BayK), suggesting the
mutual attenuation of the effects of the single mutants.
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Fig. 4 Characteristics of the
open states. a Mean dwell time
τ in O1; b mean dwell time τ in
O2; c fraction of long openings
ξ(long) in percent of all open-
ings; d probability P to be in a
particular open state (given in
parentheses) in equilibrium,
reflecting fraction of total ob-
servation time spent in this open
state. P(O) is a total open prob-
ability calculated as the sum of
P(O1) and P(O2). Calculations
were done at 0 mV in equilibri-
um. Number of cells is given in
the legend to Table 2. Signifi-
cance levels are: * P<0.05;
** P<0.01; *** P<0.001, for
comparisons WT versus
mutants; and # P<0.05; ## P<
0.01; ### P<0.001, for compar-
isons “+BK” versus “−BK”
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However, BayK turned the coupling energy ΔGcoupling

negative, implying enhanced cooperativity upon BayK
application (in kcal/mol, −1.28±0.18 [HH], −0.82±0.18
[HG], with BayK). In both double mutants, BayK increased
coupling in the O1→O2 transitions, as ΔGa

z coupling
became

more negative (in kcal/mol; HH, −0.32±0.19 [without
BayK] vs −0.89±0.10 [with BayK]; HG, −0.39±0.17
[without BayK] vs −0.61±0.11 [with BayK]), so that
mutations work more mutually enhancingly on the
O1→O2 transition upon BayK application. On the opposite,
BayK changed the sign of ΔGb

z coupling
; so that without

BayK, mutations affected O2→O1 in a mutually enhancing
manner (in kcal/mol, −0.82±0.15 [HH], −1.40±0.29 [HG]),
and with BayK, mutations affected O2→O1 in a mutually
suppressing way (in kcal/mol,: 0.39±0.18 [HH], 0.21±0.18
[HG]). Our results suggest that BayK increased the
cooperativity of the D2/S4 and D4/S4 voltage sensors in
the formation of the second open state, reflected in an
increased dominance of the effects of the D4/S4 voltage-
sensor mutations on the kinetics of the double mutants.

Discussion

BayK attenuates HypoPP-related effects in the activation
pathway

One prominent effect of BayK is the shift in the activation
pathway C1↔C2↔C3↔C4↔O1 to the product states. It is
reflected in the left shifts of the I–V curves, demonstrating
higher steady-state levels in equilibrium. Both, channel
activation and deactivation were slowed, resulting in a
slower kinetics. However, the slowing of deactivation was
more prominent than that of activation, thus displacing the
equilibrium.

The BayK impact on the WT and mutants was not equal,
it correlated with the initial parameters of activation and
deactivation. Without BayK, mutants revealed clearly
distinct kinetics, whereas upon BayK application, the
activation and deactivation kinetics were more similar
among the clones. Consistent with our results, another
group demonstrated a smaller difference in V1/2 values
among WT and HypoPP-1 mutants upon BayK application
[14], although this BayK-induced neutralization of
HypoPP-related effects was less pronounced compared
with our work. The reason is that the equalization of
HypoPP-related differences cannot be clearly detected from
the macroscopic parameters, such as V1/2, as the macro-
scopic activation contains transitions to both open states,
and the equalization pertains only transitions to O1 (see
correlation results, Fig. 3). However, if both components of
activation are separated, the effect is evident. Therefore,
BayK equalized the differences among the WT and mutants

and thus attenuated the HypoPP-related effects on activa-
tion and deactivation.

In spite of this, an important question is the validity of
conclusions on HypoPP-1 pathogenesis drawn from studies
where BayKwas used to boost calcium-channel currents [14].
As BayK equalized the HypoPP-related differences in
activation and deactivation, as well as affected the balance
between the open states in a mutant-specific way, studies
describing the HypoPP-related effects using BayK-amplified
calcium-channel currents should be considered inappropriate
from the physiological point of view. Therefore, as the
currents through the skeletal muscle calcium channel are
small, so that the effects of HypoPP-1 mutants are difficult to
resolve, the more appropriate choice to amplify the currents
is to use the cardiac calcium-channel isoform, as we did in
our study. Because of the high homology of the mutated S4
segments, previous results on the HypoPP-1 mutations were
similar in the skeletal muscle [15] and cardiac [12] isoforms,
confirming the reliability of our approach [11].

BayK increases currents but lowers channel selectivity
by elevating P(O2)

As we observed, BayK redistributed the open states
towards O2 in all the clones. The mean fraction of O2

increased from 35 to 75% across the clones. Importantly,
also the O2 open probability was immensely increased (in
average, from 6 to 50%), leading to an increased total open
probability (in average, from 18 to 66%) and to bigger ionic
currents. An ionic current increase upon BayK application
has previously been suggested to be caused by favoring the
second gating mode [5, 7, 17], thus supporting our results.
Thus, BayK-induced increase in ionic currents is due to an
increase in open probability of the second open state O2,
which is caused, in turn, by a longer O2 mean open time
and a higher O2 opening probability.

The second open state O2 has been previously suggested
to be less selective for divalent cations [9]. It explains the
strong left shift of reversal potential upon BayK applica-
tion, as the O2 fraction is increased and monovalent cations,
in our case cesium [22], may pass through the calcium
channel.

Cooperativity in the activation pathway is affected
upon BayK application

We evaluated the coupling between R650H and R1362H
and between R650H and R1362G by applying double-
mutant cycle analysis for each step in the gating pathway.
In the C1↔C2↔C3↔C4↔O1 pathway, cooperative effects
between 650 and 1362 positions were dependent of the
amino acid at position 1362. Without BayK, we revealed
the positive coupling between H650 and H1362 in the
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activation pathway, and no coupling between H650 and
G1362, suggesting conformational factors playing a role.
BayK evened out these effects by reducing the coupling
between H650 and H1362 and increasing between H650
and G1362. Thus, upon BayK treatment, the cooperative
effects between the positions 650 and 1362 are independent
of the amino acid residues at position 1362. Based on our
results, we suggest that (1) D2/S4 and D4/S4 voltage
sensors in voltage-gated calcium channels move coopera-
tively upon depolarization; (2) cooperative effects are
dependent on amino acid residues at position 1362,
presumably because of conformational factors; and (3)
BayK affects the cooperativity in the activation pathway
and turns it independent of an amino-acid residue at
position 1362, seemingly initiating conformational changes
involving this position.

BayK enhances cooperative effects in the O2 formation

BayK also changed cooperative effects of the D2/S4 and
D4/S4 mutants on the O1↔O2 equilibrium. Without BayK,
effects of the single mutants were mutually suppressed in
the double mutants, indicating that the equilibrium shifts to
O2 are not as pronounced in the double mutants as in the
single mutants. Contrarily, with BayK, we obtained mutual
enhancing of the effects, demonstrating that in the double
mutants the equilibrium was disproportionally shifted to the
second open state O2, compared with impact of each single
mutant. BayK enhanced cooperativity between the 650 and
1362 positions in O1→O2 transitions and suppressed in the
opposite O2→O1 direction, giving origin to the effects on
the equilibrium. Our results indicate that (1) both positions
are important for the O2 formation; (2) D2/S4 and D4/S4
segments interact in formation of O2; (3) BayK changes the
sign of cooperativity between 650 and 1362 positions from
negative to positive; and (4) contrarily to the effects on the
activation pathway, the cooperativity, with or without
BayK, was not dependent on the amino acid residue at
position 1362, suggesting mutant-unspecific character of
BayK effects.

Implications for channel structure

We observed that transitions between the open states O1

and O2 are strongly voltage-dependent, consistently with
the previous results [18]. However, it is still puzzling which
channel structures serve as a voltage sensor for these
transitions. As the total effective charge moving from O1 to
O2 is reduced from about 2.8e0 in the WT to 0.7e0–1.6e0 in
the mutants, we imply an important role of the S4 sensors
in formation of the second open state. We hypothesize that
after undergoing the relatively rapid transitions leading to
the first open state O1, the S4 voltage sensors undergo

subsequent slower movements in response to ongoing
depolarization resulting in the formation of the second
open state O2.

BayK affected the channels in a mutant-specific way. The
backward O2→O1 transition rates were significantly de-
creased in all the clones, as a result of BayK application.
However, BayK reduced the β2 rates 21-fold in the WT and
only two- to sixfold in the mutants, resulting in the
comparatively higher β2 rates in the HypoPP mutants. Thus,
the backward O2→O1 transition is facilitated in the HypoPP
mutants, compared with the WT, leading to the shorter mean
dwell times in O2 and thus in relatively unstable O2 state.
Additionally, BayK decreased the effective charge needed to
be displaced in the forward O1→O2 transition in the WT and
increased it in the mutants. Thus, for the HypoPP mutants, in
the O2 formation step, S4 segments must move further
outward passing a larger part of the electric field. As a
consequence, the O1→O2 transition is hindered, and the
second open state O2 is further destabilized. Thus, two factors
contribute to the HypoPP-induced O2 instability upon BayK
application: (1) the changed protein conformation promotes
backward O2→O1 transitions because of a decreased height
of the O2→O1 energy barrier, (2) a greater charge needed to
be moved to overcome the O1→O2 barrier. The instability of
the second open state is reflected in the lower open
probability values of the HypoPP mutants. Based on our
correlation data, we propose that BayK binds to the late
closed or to the first open state O1 and then serves as a
catalyst for O2 formation. Because of conformational
changes, the binding of BayK is impaired in the HypoPP
mutants, thus affecting the formation of the second open state.

Acknowledgments We thank Frank Lehmann-Horn for helpful
discussion and Simone Schatlowski for technical assistance. This
work was supported by the German Research Foundation (DFG-
JU470/1) and the IHP network on EC-coupling and calcium signaling
in health and disease funded by the European Community.

References

1. Erxleben C, Gomez-Alegria C, Darden T, Mori Y, Birnbaumer L,
Armstrong DL (2003) Modulation of cardiac Ca(V)1.2 channels by
dihydropyridine and phosphatase inhibitor requires Ser-1142 in the
domain III pore loop. Proc Natl Acad Sci USA 100:2929–2934

2. Fass DM, Levitan ES (1996) L-type Ca2+ channels access
multiple open states to produce two components of Bay K 8644-
dependent current in GH3 cells. J Gen Physiol 108:13–26

3. Fleig A, Takeshima H, Penner R (1996) Absence of Ca2+ current
facilitation in skeletal muscle of transgenic mice lacking the type
1 ryanodine receptor. J Physiol 496:339–345

4. Hamill OP, Marty A, Neher E, Sakmann B, Sigworth FJ (1981)
Improved patch-clamp techniques for high-resolution current
recording from cells and cell-free membrane patches. Pflugers
Arch 391:85–100

Pflugers Arch - Eur J Physiol (2007) 454:605–614 613



5. Hess P, Lansman JB, Tsien RW (1984) Different modes of Ca
channel gating behaviour favoured by dihydropyridine Ca
agonists and antagonists. Nature 311:538–544

6. Hivert B, Luvisetto S, Navangione A, Tottene A, Pietrobon D
(1999) Anomalous L-type calcium channels of rat spinal
motoneurons. J Gen Physiol 113:679–694

7. Hoshi T, Smith SJ (1987) Large depolarization induces long
openings of voltage-dependent calcium channels in adrenal
chromaffin cells. J Neurosci 7:571–580

8. Hui K, Gardzinski P, Sun HS, Backx PH, Feng ZP (2005)
Permeable ions differentially affect gating kinetics and unitary
conductance of L-type calcium channels. Biochem Biophys Res
Commun 338:783–792

9. Josephson IR, Guia A, Lakatta EG, Stern MD (2002) Modulation
of the conductance of unitary cardiac L-type Ca(2+) channels by
conditioning voltage and divalent ions. Biophys J 83:2587–2594

10. Josephson IR, Guia A, Lakatta EG, Stern MD (2002) Modulation
of the gating of unitary cardiac L-type Ca(2+) channels by
conditioning voltage and divalent ions. Biophys J 83:2575–2586

11. Kuzmenkin A, Hang C, Kuzmenkina E, Jurkat-Rott K (2007)
Gating of the HypoPP-1 mutations: I. Mutant-specific effects and
cooperativity. Pflügers Arch

12. Lerche H, Klugbauer N, Lehmann-Horn F, Hofmann F, Melzer W
(1996) Expression and functional characterization of the cardiac
L-type calcium channel carrying a skeletal muscle DHP-receptor
mutation causing hypokalaemic periodic paralysis. Pflugers Arch
431:461–463

13. McFarlane MB (1997) Depolarization-induced slowing of Ca2+
channel deactivation in squid neurons. Biophys J 72:1607–1621

14. Morrill JA, Cannon SC (1999) Effects of mutations causing
hypokalaemic periodic paralysis on the skeletal muscle L-type
Ca2+ channel expressed in Xenopus laevis oocytes. J Physiol
520:321–336

15. Morrill JA, Brown RH Jr, Cannon SC (1998) Gating of the L-type
Ca channel in human skeletal myotubes: an activation defect
caused by the hypokalemic periodic paralysis mutation R528H. J
Neurosci 18:10320–10334

16. Niall JF, Pak Poy RK (1966) Studies in familial hypokalaemic
periodic paralysis. Australas Ann Med 15:352–358

17. Nowycky MC, Fox AP, Tsien RW (1985) Long-opening mode of
gating of neuronal calcium channels and its promotion by the
dihydropyridine calcium agonist Bay K 8644. Proc Natl Acad Sci
USA 82:2178–2182

18. Pietrobon D, Hess P (1990) Novel mechanism of voltage-
dependent gating in L-type calcium channels. Nature 346:
651–655

19. Ruff RL, Gordon AM (1986) Disorders of muscle. The periodic
paralyses. In: Andreoli TE, Hoffman JF, Fanestil DD, Schultz SG
(eds) Physiology of membrane disorders, 2nd edn. Plenum, New
York, NY, pp 825–839

20. Shy GM, Wanko T, Rowley PT, Engel AG (1961) Studies in
familial periodic paralysis. Exp Neurol 3:53–121

21. Stevens CF (1978) Interactions between intrinsic membrane
protein and electric field. An approach to studying nerve
excitability. Biophys J 22:295–306

22. Sun L, Fan JS, Clark JW, Palade PT (2000) A model of the L-type
Ca2+ channel in rat ventricular myocytes: ion selectivity and
inactivation mechanisms. J Physiol 529:139–158

614 Pflugers Arch - Eur J Physiol (2007) 454:605–614


	Gating of the HypoPP-1 mutations: II. Effects of a calcium-channel agonist BayK 8644
	Abstract
	Introduction
	Materials and methods
	Experimental setup
	Kinetic simulations
	Double-mutant cycle analysis

	Results
	Macroscopic analysis of the WT and HypoPP-1 mutations in the presence of BayK
	BayK favors the activation pathway
	Correlation of BayK effects with initial kinetic parameters
	BayK strongly favors the second open state O2
	BayK magnifies ionic currents by increasing O2 open probability
	Mutant-specific effects of BayK on the open state parameters
	Effects of BayK on cooperativity between the D2/S4 and D4/S4 mutations in the activation pathway

	Discussion
	BayK attenuates HypoPP-related effects in the activation pathway
	BayK increases currents but lowers channel selectivity by elevating P(O2)
	Cooperativity in the activation pathway is affected upon BayK application
	BayK enhances cooperative effects in the O2 formation
	Implications for channel structure

	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AardvarkPSMT
    /AceBinghamSH
    /AddisonLibbySH
    /AGaramond-Italic
    /AGaramond-Regular
    /AkbarPlain
    /Albertus-Bold
    /AlbertusExtraBold-Regular
    /AlbertusMedium-Italic
    /AlbertusMedium-Regular
    /AlfonsoWhiteheadSH
    /Algerian
    /AllegroBT-Regular
    /AmarilloUSAF
    /AmazoneBT-Regular
    /AmeliaBT-Regular
    /AmerigoBT-BoldA
    /AmerTypewriterITCbyBT-Medium
    /AndaleMono
    /AndyMacarthurSH
    /Animals
    /AnneBoleynSH
    /Annifont
    /AntiqueOlive-Bold
    /AntiqueOliveCompact-Regular
    /AntiqueOlive-Italic
    /AntiqueOlive-Regular
    /AntonioMountbattenSH
    /ArabiaPSMT
    /AradLevelVI
    /ArchitecturePlain
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialMTBlack-Regular
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeLight
    /ArialUnicodeLight-Bold
    /ArialUnicodeLight-BoldItalic
    /ArialUnicodeLight-Italic
    /ArrowsAPlentySH
    /ArrusBT-Bold
    /ArrusBT-BoldItalic
    /ArrusBT-Italic
    /ArrusBT-Roman
    /Asiana
    /AssadSadatSH
    /AvalonPSMT
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Demi
    /AvantGardeITCbyBT-DemiOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /BankGothicBT-Light
    /BankGothicBT-Medium
    /Baskerville-Bold
    /Baskerville-Normal
    /Baskerville-Normal-Italic
    /BaskOldFace
    /Bauhaus93
    /Bavand
    /BazookaRegular
    /BeauTerrySH
    /BECROSS
    /BedrockPlain
    /BeeskneesITC
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BenguiatITCbyBT-Bold
    /BenguiatITCbyBT-BoldItalic
    /BenguiatITCbyBT-Book
    /BenguiatITCbyBT-BookItalic
    /BennieGoetheSH
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BernhardBoldCondensedBT-Regular
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BernhardModernBT-Italic
    /BernhardModernBT-Roman
    /Bethel
    /BibiGodivaSH
    /BibiNehruSH
    /BKenwood-Regular
    /BlackadderITC-Regular
    /BlondieBurtonSH
    /BodoniBlack-Regular
    /Bodoni-Bold
    /Bodoni-BoldItalic
    /BodoniBT-Bold
    /BodoniBT-BoldItalic
    /BodoniBT-Italic
    /BodoniBT-Roman
    /Bodoni-Italic
    /BodoniMTPosterCompressed
    /Bodoni-Regular
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolFive
    /BookshelfSymbolFour
    /BookshelfSymbolOne-Regular
    /BookshelfSymbolThree-Regular
    /BookshelfSymbolTwo-Regular
    /BookwomanDemiItalicSH
    /BookwomanDemiSH
    /BookwomanExptLightSH
    /BookwomanLightItalicSH
    /BookwomanLightSH
    /BookwomanMonoLightSH
    /BookwomanSwashDemiSH
    /BookwomanSwashLightSH
    /BoulderRegular
    /BradleyHandITC
    /Braggadocio
    /BrailleSH
    /BRectangular
    /BremenBT-Bold
    /BritannicBold
    /Broadview
    /Broadway
    /BroadwayBT-Regular
    /BRubber
    /Brush445BT-Regular
    /BrushScriptMT
    /BSorbonna
    /BStranger
    /BTriumph
    /BuckyMerlinSH
    /BusoramaITCbyBT-Medium
    /Caesar
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-Italic
    /CalligrapherRegular
    /CameronStendahlSH
    /Candy
    /CandyCaneUnregistered
    /CankerSore
    /CarlTellerSH
    /CarrieCattSH
    /CaslonOpenfaceBT-Regular
    /CassTaylorSH
    /CDOT
    /Centaur
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturyOldStyle-BoldItalic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Cezanne
    /CGOmega-Bold
    /CGOmega-BoldItalic
    /CGOmega-Italic
    /CGOmega-Regular
    /CGTimes-Bold
    /CGTimes-BoldItalic
    /CGTimes-Italic
    /CGTimes-Regular
    /Charting
    /ChartreuseParsonsSH
    /ChaseCallasSH
    /ChasThirdSH
    /ChaucerRegular
    /CheltenhamITCbyBT-Bold
    /CheltenhamITCbyBT-BoldItalic
    /CheltenhamITCbyBT-Book
    /CheltenhamITCbyBT-BookItalic
    /ChildBonaparteSH
    /Chiller-Regular
    /ChuckWarrenChiselSH
    /ChuckWarrenDesignSH
    /CityBlueprint
    /Clarendon-Bold
    /Clarendon-Book
    /ClarendonCondensedBold
    /ClarendonCondensed-Bold
    /ClarendonExtended-Bold
    /ClassicalGaramondBT-Bold
    /ClassicalGaramondBT-BoldItalic
    /ClassicalGaramondBT-Italic
    /ClassicalGaramondBT-Roman
    /ClaudeCaesarSH
    /CLI
    /Clocks
    /ClosetoMe
    /CluKennedySH
    /CMBX10
    /CMBX5
    /CMBX7
    /CMEX10
    /CMMI10
    /CMMI5
    /CMMI7
    /CMMIB10
    /CMR10
    /CMR5
    /CMR7
    /CMSL10
    /CMSY10
    /CMSY5
    /CMSY7
    /CMTI10
    /CMTT10
    /CoffeeCamusInitialsSH
    /ColetteColeridgeSH
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CommercialPiBT-Regular
    /CommercialScriptBT-Regular
    /Complex
    /CooperBlack
    /CooperBT-BlackHeadline
    /CooperBT-BlackItalic
    /CooperBT-Bold
    /CooperBT-BoldItalic
    /CooperBT-Medium
    /CooperBT-MediumItalic
    /CooperPlanck2LightSH
    /CooperPlanck4SH
    /CooperPlanck6BoldSH
    /CopperplateGothicBT-Bold
    /CopperplateGothicBT-Roman
    /CopperplateGothicBT-RomanCond
    /CopticLS
    /Cornerstone
    /Coronet
    /CoronetItalic
    /Cotillion
    /CountryBlueprint
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CSSubscript
    /CSSubscriptBold
    /CSSubscriptItalic
    /CSSuperscript
    /CSSuperscriptBold
    /Cuckoo
    /CurlzMT
    /CybilListzSH
    /CzarBold
    /CzarBoldItalic
    /CzarItalic
    /CzarNormal
    /DauphinPlain
    /DawnCastleBold
    /DawnCastlePlain
    /Dekker
    /DellaRobbiaBT-Bold
    /DellaRobbiaBT-Roman
    /Denmark
    /Desdemona
    /Diploma
    /DizzyDomingoSH
    /DizzyFeiningerSH
    /DocTermanBoldSH
    /DodgenburnA
    /DodoCasalsSH
    /DodoDiogenesSH
    /DomCasualBT-Regular
    /Durian-Republik
    /Dutch801BT-Bold
    /Dutch801BT-BoldItalic
    /Dutch801BT-ExtraBold
    /Dutch801BT-Italic
    /Dutch801BT-Roman
    /EBT's-cmbx10
    /EBT's-cmex10
    /EBT's-cmmi10
    /EBT's-cmmi5
    /EBT's-cmmi7
    /EBT's-cmr10
    /EBT's-cmr5
    /EBT's-cmr7
    /EBT's-cmsy10
    /EBT's-cmsy5
    /EBT's-cmsy7
    /EdithDaySH
    /Elephant-Italic
    /Elephant-Regular
    /EmGravesSH
    /EngelEinsteinSH
    /English111VivaceBT-Regular
    /English157BT-Regular
    /EngraversGothicBT-Regular
    /EngraversOldEnglishBT-Bold
    /EngraversOldEnglishBT-Regular
    /EngraversRomanBT-Bold
    /EngraversRomanBT-Regular
    /EnviroD
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /ErasITC-Ultra
    /ErnestBlochSH
    /EstrangeloEdessa
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /EuroRoman
    /EuroRomanOblique
    /ExxPresleySH
    /FencesPlain
    /Fences-Regular
    /FifthAvenue
    /FigurineCrrCB
    /FigurineCrrCBBold
    /FigurineCrrCBBoldItalic
    /FigurineCrrCBItalic
    /FigurineTmsCB
    /FigurineTmsCBBold
    /FigurineTmsCBBoldItalic
    /FigurineTmsCBItalic
    /FillmoreRegular
    /Fitzgerald
    /Flareserif821BT-Roman
    /FleurFordSH
    /Fontdinerdotcom
    /FontdinerdotcomSparkly
    /FootlightMTLight
    /ForefrontBookObliqueSH
    /ForefrontBookSH
    /ForefrontDemiObliqueSH
    /ForefrontDemiSH
    /Fortress
    /FractionsAPlentySH
    /FrakturPlain
    /Franciscan
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /FranklinUnic
    /FredFlahertySH
    /Freehand575BT-RegularB
    /Freehand591BT-RegularA
    /FreestyleScript-Regular
    /Frutiger-Roman
    /FTPMultinational
    /FTPMultinational-Bold
    /FujiyamaPSMT
    /FuturaBlackBT-Regular
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Light
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /GabbyGauguinSH
    /GalliardITCbyBT-Bold
    /GalliardITCbyBT-BoldItalic
    /GalliardITCbyBT-Italic
    /GalliardITCbyBT-Roman
    /Garamond
    /Garamond-Antiqua
    /Garamond-Bold
    /Garamond-Halbfett
    /Garamond-Italic
    /Garamond-Kursiv
    /Garamond-KursivHalbfett
    /Garcia
    /GarryMondrian3LightItalicSH
    /GarryMondrian3LightSH
    /GarryMondrian4BookItalicSH
    /GarryMondrian4BookSH
    /GarryMondrian5SBldItalicSH
    /GarryMondrian5SBldSH
    /GarryMondrian6BoldItalicSH
    /GarryMondrian6BoldSH
    /GarryMondrian7ExtraBoldSH
    /GarryMondrian8UltraSH
    /GarryMondrianCond3LightSH
    /GarryMondrianCond4BookSH
    /GarryMondrianCond5SBldSH
    /GarryMondrianCond6BoldSH
    /GarryMondrianCond7ExtraBoldSH
    /GarryMondrianCond8UltraSH
    /GarryMondrianExpt3LightSH
    /GarryMondrianExpt4BookSH
    /GarryMondrianExpt5SBldSH
    /GarryMondrianExpt6BoldSH
    /GarryMondrianSwashSH
    /Gaslight
    /GatineauPSMT
    /Gautami
    /GDT
    /Geometric231BT-BoldC
    /Geometric231BT-LightC
    /Geometric231BT-RomanC
    /GeometricSlab703BT-Bold
    /GeometricSlab703BT-BoldCond
    /GeometricSlab703BT-BoldItalic
    /GeometricSlab703BT-Light
    /GeometricSlab703BT-LightItalic
    /GeometricSlab703BT-Medium
    /GeometricSlab703BT-MediumCond
    /GeometricSlab703BT-MediumItalic
    /GeometricSlab703BT-XtraBold
    /GeorgeMelvilleSH
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansBC
    /GillSans-Bold
    /GillSans-BoldItalic
    /GillSansCondensed-Bold
    /GillSansCondensed-Regular
    /GillSansExtraBold-Regular
    /GillSans-Italic
    /GillSansLight-Italic
    /GillSansLight-Regular
    /GillSans-Regular
    /GoldMinePlain
    /Gonzo
    /GothicE
    /GothicG
    /GothicI
    /GoudyHandtooledBT-Regular
    /GoudyOldStyle-Bold
    /GoudyOldStyle-BoldItalic
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleExtrabold-Regular
    /GoudyOldStyle-Italic
    /GoudyOldStyle-Regular
    /GoudySansITCbyBT-Bold
    /GoudySansITCbyBT-BoldItalic
    /GoudySansITCbyBT-Medium
    /GoudySansITCbyBT-MediumItalic
    /GraceAdonisSH
    /Graeca
    /Graeca-Bold
    /Graeca-BoldItalic
    /Graeca-Italic
    /Graphos-Bold
    /Graphos-BoldItalic
    /Graphos-Italic
    /Graphos-Regular
    /GreekC
    /GreekS
    /GreekSans
    /GreekSans-Bold
    /GreekSans-BoldOblique
    /GreekSans-Oblique
    /Griffin
    /GrungeUpdate
    /Haettenschweiler
    /HankKhrushchevSH
    /HarlowSolid
    /HarpoonPlain
    /Harrington
    /HeatherRegular
    /Hebraica
    /HeleneHissBlackSH
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Narrow
    /Helvetica-Narrow-Bold
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Narrow-Oblique
    /Helvetica-Oblique
    /HenryPatrickSH
    /Herald
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HogBold-HMK
    /HogBook-HMK
    /HomePlanning
    /HomePlanning2
    /HomewardBoundPSMT
    /Humanist521BT-Bold
    /Humanist521BT-BoldCondensed
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Light
    /Humanist521BT-LightItalic
    /Humanist521BT-Roman
    /Humanist521BT-RomanCondensed
    /IBMPCDOS
    /IceAgeD
    /Impact
    /Incised901BT-Bold
    /Incised901BT-Light
    /Incised901BT-Roman
    /Industrial736BT-Italic
    /Informal011BT-Roman
    /InformalRoman-Regular
    /Intrepid
    /IntrepidBold
    /IntrepidOblique
    /Invitation
    /IPAExtras
    /IPAExtras-Bold
    /IPAHighLow
    /IPAHighLow-Bold
    /IPAKiel
    /IPAKiel-Bold
    /IPAKielSeven
    /IPAKielSeven-Bold
    /IPAsans
    /ISOCP
    /ISOCP2
    /ISOCP3
    /ISOCT
    /ISOCT2
    /ISOCT3
    /Italic
    /ItalicC
    /ItalicT
    /JesterRegular
    /Jokerman-Regular
    /JotMedium-HMK
    /JuiceITC-Regular
    /JupiterPSMT
    /KabelITCbyBT-Book
    /KabelITCbyBT-Ultra
    /KarlaJohnson5CursiveSH
    /KarlaJohnson5RegularSH
    /KarlaJohnson6BoldCursiveSH
    /KarlaJohnson6BoldSH
    /KarlaJohnson7ExtraBoldCursiveSH
    /KarlaJohnson7ExtraBoldSH
    /KarlKhayyamSH
    /Karnack
    /Kartika
    /Kashmir
    /KaufmannBT-Bold
    /KaufmannBT-Regular
    /KeplerStd-Black
    /KeplerStd-BlackIt
    /KeplerStd-Bold
    /KeplerStd-BoldIt
    /KeplerStd-Italic
    /KeplerStd-Light
    /KeplerStd-LightIt
    /KeplerStd-Medium
    /KeplerStd-MediumIt
    /KeplerStd-Regular
    /KeplerStd-Semibold
    /KeplerStd-SemiboldIt
    /KeystrokeNormal
    /Kidnap
    /KidsPlain
    /Kindergarten
    /KinoMT
    /KissMeKissMeKissMe
    /KoalaPSMT
    /KorinnaITCbyBT-Bold
    /KorinnaITCbyBT-KursivBold
    /KorinnaITCbyBT-KursivRegular
    /KorinnaITCbyBT-Regular
    /KristenITC-Regular
    /Kristin
    /KunstlerScript
    /KyotoSong
    /LainieDaySH
    /LandscapePlanning
    /Lapidary333BT-Bold
    /Lapidary333BT-BoldItalic
    /Lapidary333BT-Italic
    /Lapidary333BT-Roman
    /Latha
    /LatinoPal3LightItalicSH
    /LatinoPal3LightSH
    /LatinoPal4ItalicSH
    /LatinoPal4RomanSH
    /LatinoPal5DemiItalicSH
    /LatinoPal5DemiSH
    /LatinoPal6BoldItalicSH
    /LatinoPal6BoldSH
    /LatinoPal7ExtraBoldSH
    /LatinoPal8BlackSH
    /LatinoPalCond4RomanSH
    /LatinoPalCond5DemiSH
    /LatinoPalCond6BoldSH
    /LatinoPalExptRomanSH
    /LatinoPalSwashSH
    /LatinWidD
    /LatinWide
    /LeeToscanini3LightSH
    /LeeToscanini5RegularSH
    /LeeToscanini7BoldSH
    /LeeToscanini9BlackSH
    /LeeToscaniniInlineSH
    /LetterGothic12PitchBT-Bold
    /LetterGothic12PitchBT-BoldItal
    /LetterGothic12PitchBT-Italic
    /LetterGothic12PitchBT-Roman
    /LetterGothic-Bold
    /LetterGothic-BoldItalic
    /LetterGothic-Italic
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LetterGothic-Regular
    /LibrarianRegular
    /LinusPSMT
    /Lithograph-Bold
    /LithographLight
    /LongIsland
    /LubalinGraphMdITCTT
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSansUnicode
    /LydianCursiveBT-Regular
    /Magneto-Bold
    /Mangal-Regular
    /Map-Symbols
    /MarcusHobbesSH
    /Mariah
    /Marigold
    /MaritaMedium-HMK
    /MaritaScript-HMK
    /Market
    /MartinMaxxieSH
    /MathTypeMed
    /MatisseITC-Regular
    /MaturaMTScriptCapitals
    /MaudeMeadSH
    /MemorandumPSMT
    /Metro
    /Metrostyle-Bold
    /MetrostyleExtended-Bold
    /MetrostyleExtended-Regular
    /Metrostyle-Regular
    /MicrogrammaD-BoldExte
    /MicrosoftSansSerif
    /MikePicassoSH
    /MiniPicsLilEdibles
    /MiniPicsLilFolks
    /MiniPicsLilStuff
    /MischstabPopanz
    /MisterEarlBT-Regular
    /Mistral
    /ModerneDemi
    /ModerneDemiOblique
    /ModerneOblique
    /ModerneRegular
    /Modern-Regular
    /MonaLisaRecutITC-Normal
    /Monospace821BT-Bold
    /Monospace821BT-BoldItalic
    /Monospace821BT-Italic
    /Monospace821BT-Roman
    /Monotxt
    /MonotypeCorsiva
    /MonotypeSorts
    /MorrisonMedium
    /MorseCode
    /MotorPSMT
    /MSAM10
    /MSLineDrawPSMT
    /MS-Mincho
    /MSOutlook
    /MSReference1
    /MSReference2
    /MTEX
    /MTEXB
    /MTEXH
    /MT-Extra
    /MTGU
    /MTGUB
    /MTLS
    /MTLSB
    /MTMI
    /MTMIB
    /MTMIH
    /MTMS
    /MTMSB
    /MTMUB
    /MTMUH
    /MTSY
    /MTSYB
    /MTSYH
    /MT-Symbol
    /MTSYN
    /Music
    /MVBoli
    /MysticalPSMT
    /NagHammadiLS
    /NealCurieRuledSH
    /NealCurieSH
    /NebraskaPSMT
    /Neuropol-Medium
    /NevisonCasD
    /NewMilleniumSchlbkBoldItalicSH
    /NewMilleniumSchlbkBoldSH
    /NewMilleniumSchlbkExptSH
    /NewMilleniumSchlbkItalicSH
    /NewMilleniumSchlbkRomanSH
    /News702BT-Bold
    /News702BT-Italic
    /News702BT-Roman
    /Newton
    /NewZuricaBold
    /NewZuricaItalic
    /NewZuricaRegular
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NigelSadeSH
    /Nirvana
    /NuptialBT-Regular
    /OCRAbyBT-Regular
    /OfficePlanning
    /OldCentury
    /OldEnglishTextMT
    /Onyx
    /OnyxBT-Regular
    /OpenSymbol
    /OttawaPSMT
    /OttoMasonSH
    /OzHandicraftBT-Roman
    /OzzieBlack-Italic
    /OzzieBlack-Regular
    /PalatiaBold
    /PalatiaItalic
    /PalatiaRegular
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /PalmSpringsPSMT
    /Pamela
    /PanRoman
    /ParadisePSMT
    /ParagonPSMT
    /ParamountBold
    /ParamountItalic
    /ParamountRegular
    /Parchment-Regular
    /ParisianBT-Regular
    /ParkAvenueBT-Regular
    /Patrick
    /Patriot
    /PaulPutnamSH
    /PcEncodingLowerSH
    /PcEncodingSH
    /Pegasus
    /PenguinLightPSMT
    /PennSilvaSH
    /Percival
    /PerfectRegular
    /Pfn2BlackItalic
    /Phantom
    /PhilSimmonsSH
    /Pickwick
    /PipelinePlain
    /Playbill
    /PoorRichard-Regular
    /Poster
    /PosterBodoniBT-Italic
    /PosterBodoniBT-Roman
    /Pristina-Regular
    /Proxy1
    /Proxy2
    /Proxy3
    /Proxy4
    /Proxy5
    /Proxy6
    /Proxy7
    /Proxy8
    /Proxy9
    /Prx1
    /Prx2
    /Prx3
    /Prx4
    /Prx5
    /Prx6
    /Prx7
    /Prx8
    /Prx9
    /Pythagoras
    /Raavi
    /Ranegund
    /Ravie
    /Ribbon131BT-Bold
    /RMTMI
    /RMTMIB
    /RMTMIH
    /RMTMUB
    /RMTMUH
    /RobWebsterExtraBoldSH
    /Rockwell
    /Rockwell-Bold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RomanC
    /RomanD
    /RomanS
    /RomanT
    /Romantic
    /RomanticBold
    /RomanticItalic
    /Sahara
    /SalTintorettoSH
    /SamBarberInitialsSH
    /SamPlimsollSH
    /SansSerif
    /SansSerifBold
    /SansSerifBoldOblique
    /SansSerifOblique
    /Sceptre
    /ScribbleRegular
    /ScriptC
    /ScriptHebrew
    /ScriptS
    /Semaphore
    /SerifaBT-Black
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /Sfn2Bold
    /Sfn3Italic
    /ShelleyAllegroBT-Regular
    /ShelleyVolanteBT-Regular
    /ShellyMarisSH
    /SherwoodRegular
    /ShlomoAleichemSH
    /ShotgunBT-Regular
    /ShowcardGothic-Reg
    /Shruti
    /SignatureRegular
    /Signboard
    /SignetRoundhandATT-Italic
    /SignetRoundhand-Italic
    /SignLanguage
    /Signs
    /Simplex
    /SissyRomeoSH
    /SlimStravinskySH
    /SnapITC-Regular
    /SnellBT-Bold
    /Socket
    /Sonate
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /SpruceByingtonSH
    /SPSFont1Medium
    /SPSFont2Medium
    /SPSFont3Medium
    /SpsFont4Medium
    /SPSFont4Medium
    /SPSFont5Normal
    /SPSScript
    /SRegular
    /Staccato222BT-Regular
    /StageCoachRegular
    /StandoutRegular
    /StarTrekNextBT-ExtraBold
    /StarTrekNextPiBT-Regular
    /SteamerRegular
    /Stencil
    /StencilBT-Regular
    /Stewardson
    /Stonehenge
    /StopD
    /Storybook
    /Strict
    /Strider-Regular
    /StuyvesantBT-Regular
    /StylusBT
    /StylusRegular
    /SubwayRegular
    /SueVermeer4LightItalicSH
    /SueVermeer4LightSH
    /SueVermeer5MedItalicSH
    /SueVermeer5MediumSH
    /SueVermeer6DemiItalicSH
    /SueVermeer6DemiSH
    /SueVermeer7BoldItalicSH
    /SueVermeer7BoldSH
    /SunYatsenSH
    /SuperFrench
    /SuzanneQuillSH
    /Swiss721-BlackObliqueSWA
    /Swiss721-BlackSWA
    /Swiss721BT-Black
    /Swiss721BT-BlackCondensed
    /Swiss721BT-BlackCondensedItalic
    /Swiss721BT-BlackExtended
    /Swiss721BT-BlackItalic
    /Swiss721BT-BlackOutline
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldCondensedOutline
    /Swiss721BT-BoldExtended
    /Swiss721BT-BoldItalic
    /Swiss721BT-BoldOutline
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightCondensed
    /Swiss721BT-LightCondensedItalic
    /Swiss721BT-LightExtended
    /Swiss721BT-LightItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /Swiss721BT-RomanExtended
    /Swiss721BT-Thin
    /Swiss721-LightObliqueSWA
    /Swiss721-LightSWA
    /Swiss911BT-ExtraCompressed
    /Swiss921BT-RegularA
    /Syastro
    /Sylfaen
    /Symap
    /Symath
    /SymbolGreek
    /SymbolGreek-Bold
    /SymbolGreek-BoldItalic
    /SymbolGreek-Italic
    /SymbolGreekP
    /SymbolGreekP-Bold
    /SymbolGreekP-BoldItalic
    /SymbolGreekP-Italic
    /SymbolGreekPMono
    /SymbolMT
    /SymbolProportionalBT-Regular
    /SymbolsAPlentySH
    /Symeteo
    /Symusic
    /Tahoma
    /Tahoma-Bold
    /TahomaItalic
    /TamFlanahanSH
    /Technic
    /TechnicalItalic
    /TechnicalPlain
    /TechnicBold
    /TechnicLite
    /Tekton-Bold
    /Teletype
    /TempsExptBoldSH
    /TempsExptItalicSH
    /TempsExptRomanSH
    /TempsSwashSH
    /TempusSansITC
    /TessHoustonSH
    /TexCatlinObliqueSH
    /TexCatlinSH
    /Thrust
    /Times-Bold
    /Times-BoldItalic
    /Times-BoldOblique
    /Times-ExtraBold
    /Times-Italic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Oblique
    /Times-Roman
    /Times-Semibold
    /Times-SemiboldItalic
    /TimesUnic-Bold
    /TimesUnic-BoldItalic
    /TimesUnic-Italic
    /TimesUnic-Regular
    /TonyWhiteSH
    /TransCyrillic
    /TransCyrillic-Bold
    /TransCyrillic-BoldItalic
    /TransCyrillic-Italic
    /Transistor
    /Transitional521BT-BoldA
    /Transitional521BT-CursiveA
    /Transitional521BT-RomanA
    /TranslitLS
    /TranslitLS-Bold
    /TranslitLS-BoldItalic
    /TranslitLS-Italic
    /TransRoman
    /TransRoman-Bold
    /TransRoman-BoldItalic
    /TransRoman-Italic
    /TransSlavic
    /TransSlavic-Bold
    /TransSlavic-BoldItalic
    /TransSlavic-Italic
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TribuneBold
    /TribuneItalic
    /TribuneRegular
    /Tristan
    /TrotsLight-HMK
    /TrotsMedium-HMK
    /TubularRegular
    /Tunga-Regular
    /Txt
    /TypoUprightBT-Regular
    /UmbraBT-Regular
    /UmbrellaPSMT
    /UncialLS
    /Unicorn
    /UnicornPSMT
    /Univers
    /UniversalMath1BT-Regular
    /Univers-Bold
    /Univers-BoldItalic
    /UniversCondensed
    /UniversCondensed-Bold
    /UniversCondensed-BoldItalic
    /UniversCondensed-Italic
    /UniversCondensed-Medium
    /UniversCondensed-MediumItalic
    /Univers-CondensedOblique
    /UniversExtended-Bold
    /UniversExtended-BoldItalic
    /UniversExtended-Medium
    /UniversExtended-MediumItalic
    /Univers-Italic
    /UniversityRomanBT-Regular
    /UniversLightCondensed-Italic
    /UniversLightCondensed-Regular
    /Univers-Medium
    /Univers-MediumItalic
    /URWWoodTypD
    /USABlackPSMT
    /USALightPSMT
    /Vagabond
    /Venetian301BT-Demi
    /Venetian301BT-DemiItalic
    /Venetian301BT-Italic
    /Venetian301BT-Roman
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /VinetaBT-Regular
    /Vivaldii
    /VladimirScript
    /VoguePSMT
    /Vrinda
    /WaldoIconsNormalA
    /WaltHarringtonSH
    /Webdings
    /Weiland
    /WesHollidaySH
    /Wingdings-Regular
    /WP-HebrewDavid
    /XavierPlatoSH
    /YuriKaySH
    /ZapfChanceryITCbyBT-Bold
    /ZapfChanceryITCbyBT-Medium
    /ZapfDingbatsITCbyBT-Regular
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZapfHumanist601BT-Bold
    /ZapfHumanist601BT-BoldItalic
    /ZapfHumanist601BT-Italic
    /ZapfHumanist601BT-Roman
    /ZappedChancellorMedItalicSH
    /ZurichBT-BlackExtended
    /ZurichBT-Bold
    /ZurichBT-BoldCondensed
    /ZurichBT-BoldCondensedItalic
    /ZurichBT-BoldItalic
    /ZurichBT-ExtraCondensed
    /ZurichBT-Italic
    /ZurichBT-ItalicCondensed
    /ZurichBT-Light
    /ZurichBT-LightCondensed
    /ZurichBT-Roman
    /ZurichBT-RomanCondensed
    /ZurichBT-RomanExtended
    /ZurichBT-UltraBlackExtended
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


