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Physiotherapeutic effects of infrared lasers have been proved in clinic. These infrared-based
regulations of the bioelectrical activities can roughly be classified into enhancement and sup-
pression of action potential (AP), which are described by sodium (Na) and potassium (K)
transmembrane current equations, named as Hodgkin and Huxley (HH)-model. The enhance-
ment effect is able to evoke or strengthen the AP when infrared light is applied. Its corresponding
mechanism is commonly ascribed to the changes of the cell membrane capacitance, which is
transiently increased in response to the infrared radiation. The distinctive feature of the sup-
pression effect is to inhibit or reduce the AP by the designed protocols of infrared radiation.
However, its mechanism presents more complexity than that in enhancement cases. HH-model
describes how the Na current determines the initial phase of AP. So, the enhancement and
suppression of AP can be also ascribed to the regulations of the corresponding Na currents. Here,
a continuous infrared light at the wavelength of 980 nm (CIS-980) was employed to stimulate a
freshly isolated hippocampal neuron in vitro and a suppression effect on the Na currents of the
neuron cell was observed. Both Na and K currents, which are named as whole cell currents, were
simultaneously recorded with the cell membrane capacitance current by using a patch clamp
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combined with infrared irradiation. The results demonstrated that the CIS-980 was able to
reversibly increase the capacitance currents, completely suppressed Na currents, but little
changed K currents, which forms the steady outward whole cell currents and plays a major role
on the AP repolarization. A confirmation experiment was designed and carried out by syn-
chronizing tens of milliseconds of infrared stimulation on the same kinds of hippocampal neuron
cells. After the blocked K channel, a reduction of Na current amplitude was still recorded. This
proved that infrared suppression of Na current was irrelevant to K channel. A membrane
capacitance mediation process was preliminarily proposed to explain the Na channel suppression
process.

Keywords: Na channel suppression; AP; whole cell currents; infrared suppression of bioelectrical

activity; photothermal effect on the membrane capacitance; continuous infrared laser

physiotherapy.

1. Introduction

Infrared therapy had shown its abilities in clinic,
such as diabetic wounds repair,’? pain relief,® au-
ditory response stimulation,’® and the recent
achievement in brain—computer interfaces.® The
most interesting work is controlling the nerves’
bioelectrical functions without any pretreatment on
the biological samples,” which is the cellular basis of
the most infrared therapies, laser acupuncture in
clinic, etc. The studies on their corresponding cel-
lular mechanisms can be classified into two cate-
gories according to their roles of enhancement or
suppression for the action potential (AP), which are
described by Na and K transmembrane current
equations developed by Hodgkin and Huxley (HH)®
in 1952 and named as HH-model. And these con-
tents can be easily obtained in the textbooks about
Cellular Electrophysiology or Cellular Biophysics,
etc.

HH-model® provided a set of quantitative de-
scription equations for ionic transmembrane cur-
rents flowing through ion-selective channels on the
excitable cell membrane and formed a biophysical
branch thereafter. This model made a clear under-
standing of the AP of the excitable cell membrane.
It says that the initial phase of the AP is initiated
by a rapid voltage-dependent inward Na current.
And its recovery phase is formed by a slowly volt-
age-dependent outward-rectifier K current. The Na
and K currents make a shape of whole cell current,
which describes the AP on the ionic basis.

The functional enhancement roles had been
studied based on the infrared-induced activation of
ionic channel,” AP,'""!! etc., but its mechanism was
kept unclear until Shapiro et al. proposed a

membrane capacitance mediation principle.'? This
capacitive mechanism is described as follows: Laser-
induced thermal effect increased membrane capac-
itance, generated an inward capacitive current, then
depolarized the cell membrane, and finally evoked
an AP. They proved that the membrane capaci-
tance was mediated by the infrared laser regulation
on the cell bioelectrical activities. Based on this
mechanism, we studied the enhancements also.'*!*
Thereafter, the works demonstrated that these ca-
pacitance changes were determined by the
“thermostriction” of the lipid bilayer in a rapid
temperature change induced by the photothermal
effect.!7717

On the other hand, the infrared lasers have also
been found to be able to suppress cellular electrical
activation when operated in an appropriate
way. %20 The transient and selective infrared sup-
pressions of neuron activity were proved in relation
to the localized heating block. But, its mechanism
was not as clear as that of enhancement,”’ even if
the novel methods had been employed such as
nanoparticle methods.?>?>? The consideration of the
different temperature sensitivity of the membrane
protein (Q;()?* was proposed based on the modified
HH model.?’Along with this clue, Ganguly et al.”°
proposed that the mechanism of K channel played a
major role during the infrared inhibition. Anyway,
these publications demonstrated bidirectional reg-
ulation roles of the infrared light on the AP. And
technically, the patch clamp provided a tool for the
whole cell currents or AP recording.?” So, the Na
and K currents could act as a quantitative measure
to understand the infrared physiotherapeutic effect
as shown in Refs. 9, 12-14, 18, 19, and 33.
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Here, we present an observation of a long-term
infrared suppression phenomenon on the freshly
isolated hippocampal neuron cell and propose its
mechanism as a slow changing membrane capaci-
tance mediation. A Patch Clamp technique was
applied to synchronize an infrared laser to study
how a hippocampal neuron cell responds to a
CIS-980 irradiation in wvitro.

We preliminarily proposed a mechanism where a
CIS-980 suppression of transmembrane Na currents
was mediated by membrane capacitance. The laser-
induced photothermal effect generated a slow tem-
perature rises (compared with the rapid pulsed
laser), induced an inward capacitance current, in-
creased the membrane potential, and then caused
Na channel suppression (this is also called deacti-
vation process) like applying a ramp depolarization
voltage, and consequently, the cellular level Na
current(s) were suppressed. Finally, the opinions on
infrared suppression of AP from the other groups
were discussed.

2. Neuron Cell Preparation
and Methods

2.1. Hippocampal neurons preparation

The animal treatment procedures used in this study
adhered to the tenets of the Biological and Medical
Committee of Dalian University of Technology (No.
20190701). Approval was granted by the Institu-
tional Animal Care and Use Committee. Animals
were provided by the Animal Center of Dalian
Medical University, Dalian, China.

Hippocampal neurons were prepared from 7 to
10-day-old Spraque Dawley rats in a conventional
operation.?® The brain was separated and then the
hippocampus was dissected in cold Krebs buffer
(5°C). Small pieces with about 0.5 mm thickness
were cut from the tissue. Pronase E was added
with a concentration of 1.5g/L to those pieces for
20 min after the incubation at 32°C for 90 min.
The tissue was then washed thrice with a
calcium(Ca)-free solution, followed by washing
with the Ca-containing solution thrice. Individual
neurons were separated mechanically by lightly
beating with a pasteurized glass pipette. Ca-free
solution (mM) was composed of 150 NaCl, 5 KCl,
1.2 KH,PO,, 1.3 MgS0O,, 2 Ethylenebis(oxyethy-
lenenitrilo)tetraacetic acid (EGTA), 26 NaHCOs,
10 Glucose (pH = 7.4).

Suppression of sodium currents on neuron cell with infrared light

2.2. Methods
2.2.1.  Infrared stimulation setup and
description

The light source in our work is a Laser Diode Combi
Controller ITC510 (Thorlabs, USA) with a 980 nm
light unit (LU0980M180, Lumics, Germany), which
works in a modulated mode.'? We use a single-mode
optical fiber with 10 um core diameter and 125 ym
external diameter to transfer the infrared laser light
to cell surface. The schematic and the photothermal
distribution are shown in Fig. 1. The time syn-
chronization of laser controller and EPC-10 patch
clamp is set in PULSE software (HEKA, Germany)
at a time accuracy of 0.1 ms. Laser powers calibrated
by PM100 power meter (Thorlabs, USA) were set at 30
and 72 mW for the long-term and short-term stimula-
tions, respectively. The stimulation fiber was fixed at an
angle of 60° to the horizontal plane, and the geometric
relationship between fiber and neuron cell is shown in
Fig. 1(a), in which the axial distance (z) and the spot
radius (w) at the neuronal level were calculated as
~108 ym and ~16.2 ym, respectively, where the spot
radius is estimated by w = 5 + 108*tana = 16.2, in
which « is the divergent angle determined by the nu-
merical aperture (NA) of optical fiber , which can be
calculated as: NA = nysin o = 0.15 with the fiber re-
fractive index ny = 1.47. Based on the above para-
meters, the optical power density in space
corresponding to 72-mW optical power used in this
experiment can be calculated as follows:

72/[r x 16.22] &~ 87.3 x 103 mW /mm?.

The thermal field generated by CIS-980 is com-
monly described by a thermal lens as given in
Refs. 29-31 as follows:

t
1
AT(r,t) = [21 P exp(—p1g2)}fem? (2) / S
0o 1 +t_c
2 2
xexp | —— 1 |dt" (t<ty),

w? (1 + %—f)
(1)

where AT is the temperature changes. The charac-
teristic time of thermal lens®! ¢, is expressed as w? /4D,
where D is water diffusion constant 1.43 x 10~7 m?/s.
With a given laser power P, total stimulation duration
t7 and water parameters®” (optical absorption coeffi-
cient p, = 0.502cm™!, water density p, dielectric
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Notes: (a) The geometric relationship between the end of fiber and neuron cell (blue). (b) and (c¢) The measured (points) and calculated (curves)
temperature changes based on Eq. (1) at z = 300 um. Points in (b) were measured temperature changes by using open pipette method at r =0
(p = 10-100 mW) varying according to time ¢, which began from the infrared being applied, and data in (c) were the temperature changes measured

at different r after 500 ms irradiation, respectively.

Fig. 1.

constant ¢), AT can be calculated and is shown in
Figs. 1(b) and 1(c) as red curves.

In addition to the above calculation of the ther-
mal field, Yao et al.>’ proposed a method to measure
this infrared-induced temperature increase by using
an open pipette method. And a simplified descrip-
tion of the relationship between the surrounding
temperature T and the pipette current I had been
set up as follows:

T= (2)

1 R
Ty Ea

The schematic and the photothermal distribution of the infrared light interaction with the neuron cell in vitro.

where R is the gas constant and E,, is the activation
energy, which is determined by the pipette current
I, at initial temperature Tj,.

We also practically measured the temperature
distribution by using this open pipette method. The
solution temperature was controlled from 25°C to
55°C and increased in a step of 1°C by using a
thermostatic controller (tc-324b, Warner). Thirty-
one traces of open pipette currents with 100 mV
excitation voltages were recorded underlying each
temperature. We reconstructed the temperature
field distribution by moving the tip of the micro-
open pipette and matched the calculated results
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given in Figs. 1(b) and 1(c). This detailed work can
be found in Ref. 14 and we display some results to
illustrate how the temperature changes during the
infrared laser irradiation.

2.2.2.  The membrane capacitance and ionic

currents recording

This part made a mini review on the related
methods in convenience of readers from different
fields. A commercialized Patch Clamp technique
had been employed to record the membrane ca-
pacitance and ionic currents underlying an infrared
stimulation. The infrared stimulation was synchro-
nized by Patch Clamp as described in Refs. 13
and 14.

The glass pipette was prepared by a PC-10 ver-
tical microelectrode drawing machine (NAR-
ISHIGE, Japan). The pipette tip was in the
diameters of several micrometers and attached the
cell membrane to form a seal of gigaohm. Patch
electrode resistance was around 3-5 megaohm.
After breaking the cell membrane on almost the top
of the cell body by the tip through applying a
negative gas pressure, the pipette connected with
the inner cellular solution and formed a close circuit
with the grounded extracellular solution.

The Na current(s) recording in this experiment
were done in the whole-cell mode with an EPC-10
amplifier driven by PULSE software (HEKA, Ger-
many). Signals were filtered at 2.9 kHz and sampled
at b0kHz. The patch pipette was controlled by a
three-dimensional MX7600 motorized micromanip-
ulator with a MC1000e controller (SD Company).
The neuron was housed in a recording chamber
mounted on top of an Olympus IX 71 inverted mi-
croscope. Capacitance compensations were set in
manual compensation mode in the interface of the
PULSE.

Pipette solution (mM) is composed of 65 KCI,
80 KF, 5 KOH, 2 Na,ATP, 10 EGTA, 10 HEPES.
Tric-HCl is used to adjust solution pH to 7.4
(6mM/L Tetraethylammonium was added for
short-term experiment). Bath solution (mM) is
composed of 150 NaCl, 5 KCl, 1.1 MgCl,, 2.6 CaCls,,
10 HEPES, 10 Glucose. Tric-HCl is used to adjust
solution pH to 7.4.

EPC-10 capacitance compensation is an inserted
function, which can be activated by operating the
software. The normal role of the capacitance com-
pensation is to cancel the membrane capacitance

Suppression of sodium currents on neuron cell with infrared light

current to record an undisturbed Na current. Here,
in order to observe the relationship between the
membrane capacitance current and Na current, we
employed this function to carry out a simultaneous
measurement of the capacitance current and Na
current by fine controlling the capacitance compen-
sation in a slightly less magnitude. We chose capac-
itance compensation in a manual way because Cy,
compensation is used presumably, it must cancel
some of the capacitance present in the stimulus
pathway, otherwise that must cause ambiguity in the
following capacitance calculation.

In whole-cell recording mode, a compensation
capacitive current is applied by EPC-10 amplifier in
an opposite direction of the real membrane capaci-
tance current to reduce its amplitude in a larger
part, in order to record an unambiguous rapid Na
current, which is immediately after the capacitive
current. The compensation capacitive current is
generated by the amplifier based on the “C-Slow”
compensation. This is a common method to mea-
sure both cell membrane capacitance and ion cur-
rents simultaneously. The compensation principle
was described in the EPC-10 operation manual for
the Patchmaster software, on Page 92, which can be
downloaded from:

http://www.heka.com/downloads/software/
manual/m_patchmaster.pdf.

3. Results and Discussion

3.1. Infrared light modulation

on neuron cell

For long-term study, CIS-980 was applied as back-
ground excitation to hippocampal neurons. During
this background excitation, whole cell currents were
recorded at the selected time point by patch clamp.
The protocol of the depolarization pulses was rou-
tinely configured as a 10ms holding potential fol-
lowed by a 12 ms duration excitation voltage, and
then ending as a 10ms holding potential. The
holding potential was —70mV and the excitation
voltages were set from —60 to 50mV in 10mV
increments. The records were manually carried out
at the concerned probe times. There existed no
holding potential between each recording trial. The
neuron cell was in the diameter of around ~30 ym,
which was being employed to study the infrared
suppression effects.”®
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Notes: The experiment was done in two recycles of laser irradiation and indicated by red bar above the recording. In the first recycle, we found a total
suppression of Na current observed after 94 s of infrared irradiation. But the K currents were little changed. Then, the light was turned off, and it was
kept on waiting for about 180 s until it recovered. During this procedure, both the capacitance current and the whole cell currents were recorded.
According to the time indicated above the line, the (0 s) marked the neuron cell was in the control state. We can find that the direction of the
capacitance current becomes opposite from outward (positive) in control changed to inward (negative), which was indicated by the red and blue oval
circle, respecively. And the same irradiation was done again in 83 s and the phenomena were repeated well. The number below the line in the bracket

was the time calculated from the time of laser off.

Fig. 2.

The results are shown in Fig. 2. We can observe
that the whole cell Na current(s) of a neuron cell in
vitro were reversibly suppressed by a CIS-980
stimulation. Specifically, a positive capacitive cur-
rent followed by both a transient Na current (Iy.)
and outward-rectifier K current (Ii) was recorded
and named as Control. According to the electrical
model of a cell membrane, this capacitive current
was determined by both the cell membrane capac-
itance and positive depolarization voltage, as the
orange circle indicates.

After turning on CIS-980, the capacitive currents
turned negative after 36 s from the beginning of the
infrared stimulation, i.e., the negative membrane
capacitive currents were recorded underlying the
same positive depolarization voltages’ excitation as
that in control, as highlighted by the blue circle in
Fig. 2. These capacitive currents can no longer be
described by using the relationship of C,,(dV,,/dt)
exactly.

The most interesting phenomenon was that the
deactivation of Iy, was accompanied with the in-
crease of negative capacitance currents. The

The inhibition on transmembranesodium currects on a freshly isolated hippocampal neuron cell in vitro with CIS-980.

complete Iy, deactivation was recorded at 94s,
which was named as “Inhibited,” meanwhile Ik
changed a little. After turning off the CIS-980, it
took about 3min for both the capacitive and Na
current(s) to be recovered gradually as shown in
Fig. 2 at 274s (Recovered).

Then, we turned on the CIS-980 again to repeat
the experiment and kept on irradiating for 83 s
(from 2755s). The second cycle (from 275 to 438 s in
Fig. 2) showed similar results of whole cell currents
as we observed in the first cycle. The Na current was
suppressed and the capacitance currents turned
negative again. Finally, “Recovered” state in Fig. 2
shows the recovered currents after turning off the
laser for 87s in the second cycle.

In summary, Na current, Iy,, was suppressed by
infrared stimulation and its corresponding mem-
brane capacitance currents turned to an opposite
direction, from outward (positive) in control chan-
ged to inward (negative). Now, we set out to ana-
lyze its underlying mechanism in three aspects: Cell
membrane capacitance increased by CIS-980 stim-
ulation, Iy, being suppressed by the stimulation,
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and the relationship between the capacitance in-
creasing and Iy, suppression.

3.2. Cell membrane capacitance

increased by a CIS-980 stimulation

In this part, we preliminarily presented the mech-
anism of the changes in the capacitive currents as
circled in Fig. 2. In order to claim this mechanism,
first, we need to figure out how the orange circle
capacitive currents are being generated.

The software of the EPC-10 amplifier provides an
interface to push a button “C-Slow” to complete a
slow capacitance (Cy,,) compensation. This opera-
tion was actually measured as a capacitance current
and fed back as a compensation current, I, which
was calculated by I, = Cyo(dV/dt) at a given
excitation voltage V. Based on the compensation
principle, the measured membrane capacitance cur-
rents in control states (the orange circled current,
I casure) Ccan be calculated as follows:

CdV  (C, — Cyoy)dV 3)
dt dt

This compensation principle is explained in the
graph presented in Fig. 3(a). I, was determined
based on the measurement at the last moment, and
in terms of this, compensation current was gener-
ated to be subtracted from the capacitive current.
In general, this subtraction cannot be made perfect,
so this also provides a method to measure the
membrane capacitance.

The interesting phenomenon is indicated by the
blue circle in Fig. 2. A negative (inward) capacitive
current had been recorded after a routine compen-
sation. Based on the compensation principle pre-
sented in Fig. 3(a), the real membrane capacitance
C, can be figured out based on the measured ca-
pacitance current I .,.we underlying a given exci-
tation voltage. Therefore, the real membrane
capacitance C, can be calculated by the measured C
and the reading Cy, as follows:

Cr = C + CS]OW’

IC

measure

=1

r

Y S

com

(4)

In most cases, the cell membrane capacitance C,
does not change that much during the experiments;
therefore, the Cy,,, can be treated as constant. So,
the measured capacitance C' can directly reflect the
real membrane capacitance C,.

When an infrared laser is being applied, the real
membrane capacitance is increased due to
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Fig. 3. The relationship between the real membrane capaci-
tive current I, the compensation capacitive current I ,,,, and
the measured capacitive current Ic,. (a) Without infrared
(Control state) capacitive current was presented as Eq. (3). (b)
With infrared laser capacitive current was presented as Eq. (5).
(c) The capacitive curve was fitting with a Gaussian function
(=70mV-—30mV at control state) to calculate the corre-
sponding capacitive charges.

thermostriction in Refs. 35-38. The measured ca-
pacitive currents underlying infrared stimulation
must include the currents caused by the changing
capacitance, and considering Eq. (4), Eq. (3)
becomes:

I Ilnoasurc = [d(VC)/ dt] |C:C,7C'Sh,w
[C, — Cyow]dV  VAC,
5

b t— ()

The last step was due to Cg,,, being a constant,
dC oy /dt = 0.

As shown in Fig. 3(b), an increased negative

capacitance current was formed by the increased C,
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and the negative holding potential (—70 mV). This
well explained the data circled in Fig. 2. When the
real capacitance is being increased, a reduced ca-
pacitive current is being measured. After instead of
Eq. (3) into (5), we have:

Irlneasure = Il(ileasure + VdCT/dt' (6)

This prompts us to find out how large the capac-
itance is increased when the infrared is being applied.
To evaluate it, we inserted Eq. (2) into Eq. (5) and
took an integral of its both sides with the initial value
as Cy, then we have:

C(t) c C(t)
I dt=—= |1 dt+|(—=-1
/ measure CU / measure ( CU

< [ Londt + V(€O -G, (D)
where the capacitive charges Qeontrol (J 1reasure@t)s
Qlaser ( Ifn ecasuredt) Were obtained by half integral of
measured currents (details in the Appendix), which
were fit by a Gauss function as shown in Fig. 3(c).
The real capacitance according to time, C(t), can be
calculated if these charges are known. Now, we set
out to calculate these charges based on the corre-
sponding currents.

In our experiment, the reading of Cy,,, was equal
to 16.87 pF, V} is the holding voltage —70 mV. The
initial capacitance was Cy = 18.7pF, which was
calculated by: Cy = 0Q.onirol/ AV + Cyoy- This
was calculated underlying a membrane potential
change as follows: AV =10mV.

Aftrer inserting these values into Eq. (7), we
obtained the membrane capacitance reading at
t =36s was C(t)]—35 = 19.24 pF. Then, the tem-
perature rise was about AT = 2.39°C, which was
calculated by instead of ¢ = 36 s into Eq. (1). When
considering: dC/dT = [C(t) — Cy]/AT = (19.24 —
18.7)/2.39 = 0.23 pF/°C, the relative average tem-
perature-dependence of capacitance changing rate
during 36s irradiation was about
dC/dT/Cy ~ 1.23%/°C. The change of fast capac-
itance could be ignored as discussed before.**

3.3. The Na current(s) being suppressed
by CIS-980 stimulation

In Fig. 2, we can find that the Na current(s) were
deactivated completely but the K currents were
little changed under the interaction of infrared. We
performed a currents reduction normalization to

quantify the difference between the two channels as
follows. First, we calculated the reduction ratio of
the Na current(s) compared with that in control
(without CIS-980):

[INa (t) B INa (0)]
INa (0) ’

where Iy, (0) and Iy, (t) are corresponding to Iy,
recorded at control state and time ¢, respectively.
Specifically, Na peak values recorded at 30 and 40
mV AV conditions are used in the estimation in
Eq. (8). Figure 4(a) shows the reductions of Na
channel currents at the time given in Fig. 2 and the
plots together with the changes of both capacitance
and K currents.

For K channel, the difference of Ik was extracted
from the originally recorded data in Fig. 2 and is shown

ALy, |AV = (8)

o
o
|

o
[N}
|

o
'S
1

—o— Al | Av=110mv

o
o
!

AIK | AV=120mV

o
©

—*—Aly, ‘AV=30mV

Normalized reduction (a.u.)

1 —=—al

-
o

Na | AV=40mV

0 36 44 53 64 69 94
t(s)

B
0.4 | =

—_ =

z

£

S

=

= 0.0-

= o \365
0.4 : : : "194s

30 80 90 120
AV (mV)

(b)

Notes: Red lines and blue lines in (a) were normalized reductions of Iy,
peak value and K steady values. (b) K steady-state currents were
obtained, where the difference between different time points reaches
stability. Inset: The difference calculation method.

Fig. 4. Na and K currents decreased with radiation time in
different sensitivities.
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Short-term CIS-980 on the freshly isolated hippocampal neuron cell in vitro. (a) Cellular currents recorded in three cells

with three segments (control, laser, recovery). (b) The statistical analysis of peak Iy, values according to the data presented in (a),

and presented as a histogram (N =5 and P = 0.023).

in the inset of Fig. 4(b). At 110 and 120mV AV con-
ditions, the difference became stable and we defined this
value as steady value. Then, the normalized reduction of
I steady values can be expressed as follows:

[Ix () — Ik (0)]
Ix(0)

where I (0) was the K current in control, and Ik (t)
was corresponding to the K currents recorded at the
time ¢ from the beginning of the CIS-980.

From Fig. 4(a), we found that the peak values of
Iy, were reduced by about 60% at 44 s, and then fur-
ther suppressed completely at 94 s [Fig. 4(a)], showing
its sensitivity to CIS-980. Ik was changed little by CIS-
980, meanwhile Iy, is completely deactivated (94s),
and the differences between their normalized reduc-
tions are increased with irradiation time.

To explore the more convincing results, we
designed a short-term experiment to stimulate
hippocampal neuron cells by infrared and in the
condition of blocked K channel by TEA. The exci-
tation voltage was applied from —70mV to —30mV
as shown in Fig. 5(a). The data were divided into
three segments, namely, control, laser, and recov-
ery, respectively. At the segment “laser,” the irra-
diation laser pulse was synchronized by the upon
the edge of the depolarization voltage.

The experiments were carried out on five inde-
pendent cells and three trials are shown in Fig. 5(a).
There, the peak Iy, values of three segments were
normalized in Fig. 5(b) to contrast whether the
laser irradiation had suppressed the current. After
calculating the ratio of the currents by laser over by
control, a P = (0.023 was obtained. We could con-
clude that the Iy, was inhibited by CIS-980 during

AI|AV = (9)

the “laser” stage. Furthermore, this reduction is not
fully recovered after 40 ms of laser shutdown. This
shows a slow recovery process, which is consistent
with the gradual recovery shown in Fig. 2.

4. Discussions and Conclusions

This paper presented an experimental observation
on an infrared light suppression of bioelectrical ac-
tivity on the freshly isolated hippocampal neuron
cell. Its mechanism can be tentatively understood
both in time, whether it is rapid or not, and space,
whether the energy of the infrared light spot is
distributed uniform or not.

(1) The rate of the temperature changes d7'/dt

It was the rate of the temperature changes induced
by the infrared stimulation that determined
whether the AP was suppression or enhancement.
Without loss of generality, a membrane capacitance
current, I, in a changing temperature field, 7', can
be expressed as follows:

_d(VC)  dv . dC
=0 =% Vw

av dC dT
—OE%—Vd—TE, (10)

where V is the voltage being applied to observe the
capacitance current.

Combining with the cases in Refs. 8-14, we found
that infrared light can regulate the neuron cell func-
tion through its capacitive current by considering the
infrared-induced photothermal effect which is medi-
ated by the capacitance changes. In the enhance-
ment, the infrared laser is employed usually with a
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wavelength >1.5 ym, but the suppression wave-
length is usually shorter. We compared 980 nm of the
above results with that in Refs. 9 and 12, the ab-
sorption properties of water,*? which is the major
gradient of the biological tissue, can be very different.
That of 980 nm light in water is 3.362 x 107¢ and
1.5 um is about 1.25 x 1074, they are calculated by
using a linear interpolation method based on the data
in Ref. 32. This means the wavelength of 1.5 ym must
generate much more rapid temperature changes, i.e.,
dT/dt becomes prominent in Eq. (10), than that of
980 nm. This is also comparable to the enhancement
role in the cases of dT/dt < 0, when we elicit an AP
right after the infrared laser irradiation is turned off
as presented in Refs. 13 and 14.

On the other hand, the suppression cases will be
different. In this case, a weak absorption can only
generate a slow temperature rise. This could be
something like a cell being applied a ramp depo-
larization voltage,” by which the deactivation
process of the cell is accelerated.

(2) Infrared energy in the spot distributed uniform
or not

We know that an excitable cell membrane need not
have to be uniformly depolarized to evoke an AP; a
localized potential increase can be enough to trigger
an AP. Its counterpart means if we employed an
infrared to suppress the AP generation, we must
overall control the membrane potential. This is why
the inhibition was effective in small-diameter axons
reported in Ref. 19. The K channel mechanism un-
derlying the suppression was not suitable to explain
a general inhibition process, at least in our cases
that is not the right reason.

The deeper mechanism such as acceleration of
inactivation kinetics of Na channel is also an in-
teresting topic and will be studied in the future by
considering its possibility to trigger a mechanism of
slow inactivation.?” On the other hand, we will
employ infrared lasers with different wavelengths,
which were chosen according to their absorption
coefficient in water to control their photothermal
effect at an appropriate time rate. These chosen
wavelengths can obtain the different rates of tem-
perature rises in solutions and help us to understand
the effect on the suppression of transmembrane Na
current(s), AP, or some bioelectrical activities that
existed in laser therapies, etc.
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Appendix A

Capacitance calculation based on measured
capacitive currents

dv dcC
o4l =0V
measure + com dt + dt )

dv
TG nsure + Toom = Co——
measure + com 0 dt )

C C
I dt= — [ I°  at+(—=——1
/ measure CO / measure + < CO >

dC
Lomdt —dt
></ com +V/ dt Y

C C
Qlaser = F Qcontrol + <E - 1) Qcom + V(C — Co),
0 0
Qcom =2x AV« Ccomv
C = Qlaser + Qcom + VCO
- Q(‘ QC()m )
N + o +V
dC
= (C—Gy)/AT,
(A1)
where, I ﬁneasure and IC,, .. Were measured currents

in an experiment at laser and control states, I,
was read from EPC-10 software, which was defined
as positive with an opposite phase. C; was the ca-
pacitance of the neuron at the initial state, and C
represented that at time t. Q.,, was 2*Cygy * AV
because it happened twice at the same AV condi-
tion (control state and time t), AV is voltage
depolarization.

2244002-10



References

1.

10.

11.

Y. H. Chen, L. Q. Liu, J. C. Fan, T. R. Zhang,
Y. Zeng, Z. G. Su, “Low-level laser treatment pro-
motes skin wound healing by activating hair follicle
stem cells in female mice,” Laser Med. Sci. 37(3),
1699-1707 (2022).

S. A. Tantawy, W. K. Abdelbasset, D. M. Kamel,
S. M. Alrawaili, “A randomized controlled trial
comparing helium-neon laser therapy and infrared
laser therapy in patients with diabetic foot ulcer,”
Laser Med. Sci. 33(9), 1901-1906 (2018).

A. Takenori, M. Ikuhiro, U. Shogo, K. Hiroe,
S. Junji, T. Yasutaka, K. Hiroya, N. Miki,
“Immediate pain relief effect of low level laser ther-
apy for sports injuries: Randomized, double-blind
placebo clinical trial,” J. Sci. Med. Sport. 19(12),
980-983 (2016).

M. Q. Yang, T. Guan, Y. H. He, “Photoacoustic
effect invokes auditory response in infrared neuron
stimulation,” J. Innov. Opt. Health Sci. 12(1),
850040 (2019).

R. T. Richardson, A. C. Thompson, A. K. Wise,
K. Needham, “Challenges for the application of
optical stimulation in the cochlea for the study and
treatment of hearing loss,” Expert Opin. Biol. Ther.
17(2), 213-223 (2017).

K. Paulmurugan, V. Vijayaragavan, S. Ghosh,
P. Padmanabhan, B. Gulyas, “Brain—computer in-
terfacing using functional near-infrared spectrosco-
py (fnirs),” Biosensors 11(10), 389-409 (2021).

J. Wells, C. Kao, K. Mariappan, J. Albea, E. D.
Jansen, P. Konrad, A. Mahadevan-Jansen, “Optical
stimulation of neural tissue in wvivo,” Opt. Lett.
30(5), 504-506 (2005).

A. L. Hodgkin, A. F. Huxley, “A Quantitative de-
scription of membrane current and its application to
conduction and excitation in nerve,” J. Physiol.
117(4), 500-544 (1952).

S. S. Liang, F. Yang, C. Zhou, Y. Wang, S. Li, C. K.
Sun, J. L. Puglisi, D. Bers, C. S. Sun, J. Zheng,
“Temperature-dependent activation of neurons by
continuous near-infrared laser,” Cell Biochem. Bio-
phys. 53(1), 33-42 (2009).

Q. Liu, M. J. Frerck, H. A. Holman, E. M. Jorgen-
sen, R. D. Rabbitt, “Exciting cell membranes with a
blustering heat shock,” Biophys. J. 106(8), 1570—
1577 (2014).

R. D. Rabbitt, A. M. Brichta, H. Tabatabaee, P. J.
Boutros, J. Ahn, C. C. Della Santina, L. A. Poppi,
R. Lim, “Heat pulse excitability of vestibular hair

2244002-11

Suppression of sodium currents on neuron cell with infrared light

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

cells and afferent neurons,” J. Neurophysiol. 116(2),
825-843 (2016).

M. G. Shapiro, K. Homma, S. Villarreal, C. P.
Richter, F. Bezanilla, “Infrared light excites cells by
changing their electrical capacitance,” Nat. Com-
mun. 3, 736-747 (2012).

X.Y. Li, J. Liu, S. S. Liang, K. W. Guan, L. J. An,
X.F. Wuy, S. Li, C. S. Sun, “Temporal modulation of
sodium current kinetics in neuron cells by near-
infrared laser,” Cell Biochem. Biophys. 67(3), 1409—
1419 (2013).

X.Y. Li, J. Liu, S. S. Liang, C. S. Sun, “980-nm
infrared laser modulation of sodium channel kinetics
in a neuron cell linearly mediated by photothermal
effect,” J. Biomed. Opt. 19(10), 105002-105009
(2014).

M. Plaksin, E. Shapira, E. Kimmel, S. Shoham,
“Thermal transients excite neurons through uni-
versal intramembrane mechanoelectrical effects,”
Phys. Rev. X 8(1), 011043-011055 (2018).

Z. Ebtehaj, A. Hatef, M. Malekmohammad,
M. Soltanolkotabi, “Computational modeling and
validation of thermally induced electrical capaci-
tance changes for lipid bilayer membranes irradiated
by pulsed lasers,” J. Phys. Chem. B 122(29), 7319—
7331 (2018).

R. D. Rabbitt, “The cochlear outer hair cell speed
paradox,” Proc. Natl. Acad. Sci. USA 117(36),
2188021888 (2020).

A. R. Duke, M. W. Jenkins, H. Lu, J. M. McManus,
H. J. Chiel, E. D. Jansen, “Transient and selective
suppression of neural activity with infrared light,”
Sci. Rep. UK 3, 2600-2608 (2013).

E. H. Lothet, K. M. Shaw, H. Lu, J. Q. Zhuo, Y. T.
Wang, S. Gu, D. B. Stolz, E. D. Jansen, C. C. Horn,
H. J. Chiel, M. W. Jenkins, “Selective inhibition of
small-diameter axons using infrared light,” Sci. Rep.
7, 3275-3283 (2017).

X. D. Zhu, J. W. Lin, M. Y. Sander, “Infrared in-
hibition and waveform modulation of action poten-
tials in the crayfish motor axon,” Biomed. Opt. Ezp.
10(12), 6580-6594 (2019).

Q. L. Xia, T. Nyberg, “Inhibition of cortical neural
networks using infrared laser,” J. Biophoton. 12(7),
€2018004037, 5184-5187 (2019).

S. Yoo, S. Hong, Y. Choi, J. H. Park, Y. Nam,
“Photothermal inhibition of neural activity with
near-infrared-sensitive  nanotransducers,” ACS
Nano 8(8), 8040-8049 (2014).

K. Eom, K. M. Byun, S. B. Jun, S. J. Kim, J. Lee,
“Theoretical study on Gold-Nanorod-Enhanced



F. Kong et al.

24.

25.

26.

27.

28.

29.

30.

31.

near-infrared neural stimulation,”
115(8), 1481-1497 (2018).

A. L. Hodgkin, B. Katz, “The effect of temperature
on the electrical activity of the giant axon of the
squid,” J. Physiol. London 109(1-2), 240-249
(1949).

S. Fribance, J. Wang, J. R. Roppolo, W. C. Groat,
C. Tai, “Axonal model for temperature stimulation,”
J. Comput. Neurosci. 41, 185-192 (2016).

M. Ganguly, M. W. Jenkins, E. D. Jansen, H. J.
Chiel, “Thermal block of action potentials is
primarily due to voltage-dependent potassium cur-
rents: A modeling study,” J. Neural Eng. 16(3),
036020, 1-21 (2019).

E. Neher, B. Sakmann, “Single-channel currents
recorded from membrane of denervated frog muscle-
fibers,” Nature 260(5554), 799-802 (1976).

A. R. Kay, R. K. S. Wong, “Isolation of neurons
suitable for patch-clamping from adult mammalian
central nervous systems,” J. Neurosci. Meth. 16(3),
227-238 (1986).

M. J. C. Gemert, G. W. Lucassen, A. J. Welch, “Time
constants in thermal laser medicine: II. Distributions
of time constants and thermal relaxation of tissue,”
Phys. Med. Biol. 41(8), 1381-1399 (1996).

S. Jun, R. D. Lowe, R. D. Snook, “A model for Cw
laser-induced mode-mismatched dual-beam thermal
lens spectrometry,” Chem. Phys. 165(2-3), 385-396
(1992).

H. Cabrera, E. Sira, K. Rahn, M. Garcia-Sucre, “A
thermal lens model including the Soret effect,” Appl.
Phys. Lett. 94, 051103-051108 (2009).

Biophys. J.

2244002-12

32.

33.

34.

35.

36.

37.

38.

39.

G. M. Hale, M. R. Querry, “Optical-constants of
water in 200-nm to 200-um wavelength region,”
Appl. Opt. 12(3), 555-563 (1973).

J. Yao, B. Y. Liu, F. Qin, “Rapid temperature jump
by infrared diode laser irradiation for patch-clamp
studies,” Biophys. J. 96(9), 3611-3619 (2009).

F. Kong, X. Li, R. Jiao, C. Sun, “Study on the
temperature characteristics of fast capacitance in
patch clamp experiments,” J. Biomed. FEng.
(in Chinese) 38(4), 695-702 (2021).

P. Szekely, T. Dvir, R. Asor, R. Resh, A. Steiner,
O. Szekely, A. Ginsburg, J. Mosenkis, V. Guralnick,
Y. Dan, T. Wolf, C. Tamburu, U. Raviv, “Effect of
temperature on the structure of charged mem-
branes,” J. Phys. Chem. B 115(49), 14501-14506
(2011).

J. Pan, S. Tristram-Nagle, N. Kucerka, J. F. Nagle,
“Temperature dependence of structure, bending
rigidity, and bilayer interactions of dioleoylpho-
sphatidylcholine bilayers,” Biophys. J. 94(1), 117-
124 (2008).

L. K. Tamm, S. A. Tatulian, “Infrared spectroscopy
of proteins and peptides in lipid bilayers,” @. Rewv.
Biophys. 30(4), 365-429 (1997).

J. M. Conway, K. H. Norris, C. E. Bodwell, “A new
approach for the estimation of body-composition-
infrared interactance,” Am. J. Clin. Nutr. 40(6),
1123-1130 (1984).

B. Hille, Ionic Channels of Excitable Membranes,
3rd Edition, Sinauer Associates Sunderland, MA
(2001).



	Suppression of transmembrane sodium currents on the freshly isolated hippocampal neuron cell with continuous infrared light
	1. Introduction
	2. Neuron Cell Preparation and Methods
	2.1. Hippocampal neurons preparation
	2.2. Methods
	2.2.1. Infrared stimulation setup and description
	2.2.2. The membrane capacitance and ionic currents recording


	3. Results and Discussion
	3.1. Infrared light modulation on neuron cell
	3.2. Cell membrane capacitance increased by a CIS-980 stimulation
	3.3. The Na current(s) being suppressed by CIS-980 stimulation

	4. Discussions and Conclusions
	Conficts of Interest
	Acknowledgments
	Appendix A. 
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 900
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 900
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /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
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages false
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


