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When a femtosecond laser pulse (fsLP) is focused through an ob-
jective lens into a culture medium, an impulsive force (fsLP-IF)
is generated that propagates from the laser focal point (O¢) in a
micron-sized space. This force can detach individual adherent cells
without causing considerable cell damage. In this study, an fsLP-IF
was reflected in the vibratory movement of an atomic force micro-
scopy (AFM) cantilever. Based on the magnitude of the vibration
and the geometrical relationship between O; and the cantilever,
the fsLP-IF generated at Oy was calculated as a unit of impulse
[N-s]. This impulsive force broke adhesion molecule-mediated inter-
cellular interactions in a manner that depended on the adhesion
strength that was estimated by the cell aggregation assay. The
force also broke the interactions between streptavidin-coated
microspheres and a biotin-coated substrate with a measurement
error of approximately 7%. These results suggest that fsLP-IF can
be used to break intermolecular and intercellular interactions and
estimate the adhesion strength. The fsLP-IF was used to break
intercellular contacts in two biologically relevant cultures: a cocul-
ture of leukocytes seeded over on an endothelial cell monolayer,
and a polarized monolayer culture of epithelial cells. The impulses
needed to break leukocyte-endothelial and interepithelial interac-
tions, which were calculated based on the geometrical relationship
between Oy and the adhesive interface, were on the order of 103
and 1072 N-s, respectively. When the total impulse at Oy is well-
defined, fsLP-IF can be used to estimate the force required to break
intercellular adhesions in a noncontact manner under biologically
relevant conditions.
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In multicellular organisms, cell-cell and cell-matrix adhesions
are essential for tissue homeostasis and are mediated by a
variety of adhesion molecules such as integrins, cadherins, and
immunoglobulin superfamily members (1-3). To date, several
methods have been developed to quantify cell adhesion strength
in vitro. The cell aggregation assay is a simple method that
determines the ability of specific adhesion molecules to bind
cells in suspension (4). Single-cell force spectroscopy (SCFS) can
measure cell-cell adhesion at the level of individual molecules by
immobilizing cells and loading a tensional force on the intercel-
lular interface (5).

Although the above methods are widely used, they are limited
in that the measurement conditions are quite artificial. Here, we
propose that a femtosecond laser pulse (fsSLP) can be used to
break intercellular adhesions in biologically relevant cultures in
a noncontact manner. When an infrared fsLP is focused through
an objective lens in the vicinity of a target cell, a stress wave is
formed at the laser focal point (Oy), along with a shockwave
and a cavitation bubble (6). The short packet of the stress wave
acts as an impulsive force on the cells.

The stress wave is initiated by the multiphoton absorption of
water. The efficiency of this absorption depends on the peak
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pulse intensity, defined as the ratio of the pulse energy to the
pulse duration. Accordingly, the pulse energy threshold for stress
wave generation is much lower for the femtosecond laser com-
pared to other lasers. When the pulse energy is set slightly higher
than the threshold, the laser can generate a strong impulsive force
that is localized only in the vicinity (a few tens of micrometer
in diameter) of the Oy. It is very difficult to generate this type
of local impulsive force with other methods (e.g., with gunpow-
der, electric sparks, or optical breakdown (7) via nanosecond or
picosecond lasers).

Previously, we developed a single-cell manipulation technique
using a femtosecond laser that generates a compact impulsive
force. By targeting the femtosecond laser in the vicinity of a target
cell, this technique dissociates the adherent cell of interest from
the culture scaffold (8-11). This irradiation does not appear to
damage cellular functions such as cell growth or cell differentia-
tion (10, 11). Although this technique was thought to be applic-
able to manipulate cells and estimate cell adhesion strength,
there are currently no methods to quantify the impulsive force
localized in a micron-sized region.

In the present study, we devised a unique system to measure
local impulsive forces using atomic force microscopy (AFM). In
this system, the impulsive force (fsSLP-IF) generated by a femto-
second laser at Oy was estimated based on the bending movement
of an AFM cantilever and expressed as a unit of impulse [N-s].
After defining the F,, the fsSLP was focused in cell cultures that
mimic in vivo settings, and the fsLP-IF needed to break the inter-
cellular adhesions in a noncontact manner was estimated.

Results

Estimation of the Femtosecond Laser-Induced Impulsive Force. Fig. 14
shows the experimental setup of the impulse measurement. A
single fsLP (800 nm, 120 fs) was focused into the water near the
top of the AFM cantilever (Fig. S14). A probe laser was intro-
duced to monitor the cantilever shift, and the reflected light was
observed using a quadrant photo detector (QPD). The difference
between the top and bottom side voltages of the QPD was con-
verted to the position shift with a linear coefficient of 15 mV /nm.

Representative results of the transient oscillation of the canti-
lever with a spring constant of 44 N/m are shown as red lines in
Fig. 1B. When the laser with a pulse energy of 170 nJ/pulse was
focused through a 10x objective lens (N.A. 0.125), the cantilever
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Fig. 1. Measurement of the femtosecond laser impulse by AFM. (A) Experi-

mental setup of the AFM-assisted impulse measurement system. (B) Transient
oscillations of an AFM cantilever induced by an fsLP when Oy is higher (top
side) or lower (bottom side) than the AFM cantilever tip. The red and blue
lines indicate the observation data and fitting results using Eq. 1, respectively.
(C—E) The Z-position dependence of the impulse of F (C), oscillation frequency
of w/2z (D), and damping time of 1/a (E) that were estimated from the
oscillations of the AFM cantilever. The blue dots are the result of least-square
fitting of Eq. 1 when F, w, and a were treated as variable parameters. The
green dots in Care the fitting results when w and a were treated as constants,
indicated as green broken lines in D and E. The red line in Cis the Z-position
dependence of the total impulse calculated by Eq. 2.

transiently vibrated with an amplitude on the order of a few tens
of nanometers. The amplitude was dampened over a few tens of
microseconds because of the viscosity of water. The direction of
the initial shift “A” was inverted on the border of the Z origin,
indicating that the impulsive force pushed the cantilever.

When the fundamental vibration of the cantilever is initiated
by an impulsive force of the delta function, the transient oscilla-
tion is expressed as

) 2

Y(r) = g : %e-w sin(w - 1), [1]
where F is the impulse loaded on the AFM cantilever (i.e., the
integral of the force with respect to time [N-s]) and & is the spring
constant of the cantilever (12). The angular velocity @ and damp-
ing constant a strongly depend on the viscous drag of water.

When the data in Fig. 1B were fit by Eq. 1, the oscillation after
the second shift “B” was well-reproduced. The motion before the
“B” shift can be interpreted as follows: (i) the impulsive force
cannot be approximated as the delta function—i.e., the impulsive
force loading time is not extremely shorter than the vibration
cycle (6 ps); and (i) the bending modes of the cantilever, except
for the fundamental mode with frequency w, were simultaneously
excited and interfered. As an approximation, the influence of
these phenomena in the calculation was minimized by extrapolat-
ing the former vibration prior to the “B” shift by the latter oscilla-
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tion. The transient oscillation was measured as a function of
the Oy in the optical axis (Z direction). Least-square fitting with
Eq. 1 was performed, where F, w, and a were considered variable
parameters and k was a constant. Fig. 1 C-E shows the Z-position
dependence of F, o, and «, respectively, when the distance be-
tween Oy and the top of the cantilever was set to (X, Y,) =
(10,0) pm. The reproducibility of the fitting was identical to that
of the fitting shown in Fig. 1B (Fig. S24).

In all of the analyzed data, the oscillation frequency » and
damping time o were virtually constant, whereas F varied widely
with changes in the Z position. The value of F was nearly the
same when it was treated as the only variable (green dots in
Fig. 1C). The oscillation frequency « agreed well with the har-
monic frequency of the fundamental bending mode of the AFM
cantilever in water. These results suggest that the approximation
using Eq. 1 is reliable. Therefore, in the rest of our analyses,
and a were treated as constants in Eq. 1.

Next, the total impulse F, generated at Oy was estimated
from the geometrical relationship between Oy and the cantilever
(Fig. S1 B and C). When F, generated at point (0, 0, Z) propa-
gates spherically as a short wave packet, the impulse at the small
fraction As on the AFM cantilever is given by

Z/O3
(X' +x)2+y2 + 22}
1 ) 1
XI 2 Z/ 2. 2 Z/ 2 " As
VX +x?+Z0?2 N +Z,

X'y\ _ [cosf —sind) (X, ;
where ( Z’0> = ( sin®  cosd > ( Z ) according to Eqgs. S1-

S6. The angle of the cantilever € is 7 °. The total impulse loaded
on the cantilever (F) was calculated from the area integration of
Af, on the cantilever. When F,, was 16 X 107! N-s, the experi-
mental result was well-reproduced (red line in Fig. 1C). The
asymmetry between the location of Oy above and below the can-
tilever location is due to the attachment angle € of the cantilever.
We obtained F using the above procedure to estimate the inter-
cellular breaking force (Fig. S2 B-E).

Moy = 32 -

[2]

Estimation of Intercellular Adhesion Strength. In the cell aggregation
assay, stromal cells that exogenously express a particular adhe-
sion molecule(s) are rotated in a single-cell suspension. The
ability of the adhesion molecule(s) to mediate cell-cell adhesion
is expressed as the percentage of cells that are aggregated by the
rotation process.

In the current study, the fsSLP-IF was used to dissociate the
intercellular adhesions in cell aggregates that formed in the
aggregation assay. We previously used this assay to examine the
adhesive properties of cell adhesion molecule-1 (CADMI, alter-
natively named Necl-2), a member of the immunoglobulin super-
family, using NIH3T3 fibroblasts that exogenously express
CADMI1 isoform ¢ (Fig. S3) (13, 14). These cells were aggregated
using a standard procedure. The resultant homotypic cell aggre-
gates were embedded in a viscous bactoagar matrix. The Oy of the
fsLP was set at the edge of the interface of two-cell aggregates
(Fig. 24). When a single pulse of 230 nJ was focused through
a 10x objective lens, some, but not all, of the two-cell aggregates
were dissociated. There was no considerable cell damage, sug-
gesting that direct laser ablation is negligible in the cell dissocia-
tion. We tested 30 two-cell aggregates in 1 h and calculated the
frequency by which these two-cell aggregates were dissociated.

Similar experiments were performed on homotypic two-cell
aggregates using NIH3T3 cells expressing two other CADM1
isoforms, b and d (Fig. S3), and on heterotypic two-cell aggre-
gates by mixing two types of NIH3T3 cells expressing different
CADM1 isoforms at a ratio of 1:1. In the latter assay, one of
the two cell types was fluorescently prelabeled, and the hetero-
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Fig. 2. Femtosecond laser-induced dissociation of the two-cell aggregates
that formed in the cell aggregation assay. (A) Microphotographs of a
two-cell aggregate that was obtained by rotating single-cell suspensions
of NIH3T3 fibroblasts (1), and its dissociation induced by femtosecond laser
irradiation (3). Laser focal points are indicated as red dots on the left
microphotograph (1) and schematically presented in the middle graphic
(2). Bar = 10 pm. (B) Percentage of cell dissociation by femtosecond laser
irradiation. One (homotypic) or two (heterotypic) types of CADM1 isoforms
expressed in NIH3T3 fibroblasts that formed two-cell aggregates are shown
on the horizontal axis. (C) There was an inversely proportional relationship
between the percentage of cell dissociation by the fsLP-IF (horizontal axis)
and the percentage of aggregated cells (vertical axis). Homotypic and hetero-
typic aggregation assays were performed, and the percentages of cells in
aggregates were plotted at four timepoints (15, 30, 45, and 90 min) and
connected with a red broken line.

typic combination was determined by fluorescence imaging. As
shown in Fig. 2B, the frequency of cell dissociation was higher
in homotypic aggregates than heterotypic aggregates.

NIH3TS3 cells were subjected to homotypic and heterotypic cell
aggregation assays. In every combination, heterotypic aggregates
contained more cells than homotypic aggregates at all of the ex-
amined timepoints (Fig. 2C). As roughly shown by the broken
lines in the figure, the percentage of cells that were incorporated
into aggregates was inversely proportional to the frequency of the
two-cell aggregate dissociation that was induced by laser irradia-
tion, except for the homotypic aggregation of isoform b. Thus, the
ability of the fsLP-IF to break intercellular adhesions appeared to
depend on the intercellular adhesion strength, which in this case
was dominated by the CADMI1 isoforms. Thus, the intercellular
adhesion strength can be estimated from the minimal impulsive
force needed to dissociate cells.

Next, we calculated the uncertainty of the estimated impulsive
force. As a model, streptavidin-coated microspheres (6 pm in dia-
meter) were bound to a biotin-coated substrate in PBS (Fig. 34).
By focusing the fsLP (110 nJ/pulse) through a 10x objective lens,
an fSLP-IF was loaded at the ventral side of the microspheres
(Fig. S4). The percentage of microspheres that moved (Ppye)
was calculated as a function of the distance between Oy and the
microspheres. The percentages were calculated using 338 micro-
spheres that were at various distances from Oy (Fig. 3B). Ppoye
drastically decreased from 100 to 0 as Oy increased from 30
to 60 pm.

From Egs. S8-S14, the impulse f loaded on a microsphere is

given by
F 0 r 2
f =71 (;) . [3]
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Fig. 3. Femtosecond laser-induced movement of streptavidin-coated micro-
spheres that adhered to a biotin-coated substrate. (A) Schematic presenta-
tion of the method used to load the fsLP-IF onto a streptavidin-coated
microsphere adhering to biotin-coated substrate. (B and C) Histograms of
the percentage of particles that moved by the fsLP-IF as a function of the
distance between the laser focal point and the sphere center (B) and of
the impulse estimated by Eq. 3 (C). A femtosecond laser with a pulse energy
of 110 nJ/pulse was focused into the PBS medium. The blue line in Cis the
least-square fitting of Eq. 4. The blue box and error bar on the line indicate F
and &F in the function, respectively, corresponding to the estimated median
impulse and its standard deviation to break the interaction. (D) Comparison I:
F (solid bar) and &F (error bar) estimated in PBS medium by 70-, 110-, and
140-nJ pulses and their average. Comparison II: F and 6F estimated in PBS,
DMEM, and a 0.2% bactoagar solution by a 110-nJ pulse. Numbers at the
top of the bar graph indicate the Z score calculated as Z = |F-F;|/[(6F;)3-
(6F,)?]'/2. When Z is <1.96, there is no significant difference between the
median impulses F; and F;, (P < 0.05).

where r is the sphere radius and x is the distance between Oy and
the sphere center (Fig. 34). According to the AFM result under
the implemented laser conditions, the impulse at F, was 30x
1072 N-s. Impulses loaded on 338 spheres were calculated inde-
pendently, and Pp,qy. Was calculated as a function of the impulse
f (Fig. 3C). Assuming that the adhesion strength between the
sphere and substrate is in a Gaussian distribution, P, can
be expressed as a cumulative distribution function:

B f-F
Pmove(f) ) (1 Sl erf(ﬁ)) x 100, [4]

where F and §F correspond to the median impulse needed to
move a microsphere and its standard deviation, respectively.
The experimental result was well-reproduced by the least-square
fitting of Eq. 4 (blue line in Fig. 3C). F was estimated to be 3.46 x
10~!# N-s according to the present measurement.

Similar experiments were performed in PBS using pulse
energies of 70 and 140 nJ/pulse (Fig. S5 A-C). The mean and
standard deviation of the three F estimates was 3.78 &= 0.28%
10~ N-s (Comparison I in Fig. 3D), indicating that the present
system has a measurement error of approximately 7%. The med-
ian impulse F was also estimated in PBS, DMEM, and a bactoa-
gar solution using a pulse energy of 110 nJ/pulse (Comparison IT
in Fig. 3D and Fig. S5 D-F). There were no significant differences
in the estimated F values between any pairs of different condi-
tions in either Comparison I or II in Fig. 3D, although the largest
estimates were approximately 113% and 120% of the smallest
estimates in Comparisons I and II, respectively (Fig. 3D).
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The impulsive force needed to break intercellular adhesions
was also measured in two different biologically relevant cultures.
The physical aspects of the interaction between circulating
leukocytes and blood vessel walls were previously examined using
SCFS and cocultures of leukocytes (HL-60 cells) on human
umbilical vein endothelial cell (HUVEC) monolayers (15, 16).
We prepared a similar coculture on a cover slip and set the
cover slip HUVEC-side down on a glass-bottomed dish with thin
rubber spacers (Fig. S64). When a single fSLP of 35 nJ/pulse was
focused through a 40x objective lens (N.A. 0.9) at the ventral side
of an adherent HL-60 cell, the HL-60 cell moved approximately
1-3 pm toward the opposite side of Oy (Fig. 44). The movement
looked like slipping, not rolling, on the HUVECs. The second
and third laser shots caused a similar slipping movement.

From Eq. 3 and the F, estimated by AFM (Fig. S2C), the
impulse f that was required to induce slipping was estimated
to range from 2.6 to 2.8 x 10~'3 N-s (Fig. 44). Similar estimates
were obtained from 50 randomly selected HL-60 cells, suggesting
that, at most, three cellular protrusions that extended from
HL-60 cells and attached to HUVECs (“tethers”) were ruptured
with every slipping movement (see SI Text).

We next attempted to estimate the fSLP-IF needed to break
the intercellular adhesion between epithelial cells. Madin—Darby
canine kidney (MDCK) epithelial cells were seeded into a culture
insert with a porous filter bottom to make an epithelium-like
polarized monolayer in 3 days. The filter with the MDCK cell
monolayer was then set on a glass-bottomed dish as in the
leukocyte-endothelial experiment described above (Fig. S6B).
A representative result is shown in Fig. 4B.

When a single fsLP of 20 nJ/pulse was focused through a 40x
objective lens at 4 pm below the filter in a cell-free area, the cell
interface was cleaved in the vicinity of O;. From the estimated
10 X 10712 N-s impulse F,, (Fig. S2D), impulses loaded along
the front surface of the cell layer were calculated in two ortho-
gonal axes (Fig. S74): one to push (Eq. S21) and one to divide the
cleaved cell-cell interface (Eq. S22). The impulses are displayed
as color gradations on the contour of the edge of the cell layer in
the top graphic of Fig. 4B. The former and latter impulses inte-
grated at the front line of the cleaved cell-cell interface were 1.39
and (0.59 + 0.80) x 10~12 N-s, respectively. Similar experiments
were performed to dissociate six cell-cell interfaces surrounding

different cell-free areas, yielding former and latter impulses of
1.85 £ 0.36 and 2.08 & 0.61 x 107!2 N-s, respectively (Table S1).
According to these estimations, MDCK cells appeared to adhere
to each other with an impulse on the order of 10712 N-s.

Discussion

When the fsLP is focused in water, the fsSLP-IF loaded on objects
is assumed to be composed of two components—i.e., a laser-
induced shockwave and a watery jet flow along with cavitation
bubble generation and collapse. The laser-induced shockwave
should impact the AFM cantilever within less than a few tens of
nanoseconds after the laser is focused. By contrast, 5 ps or more
are needed for the watery jet flow to fully impact the cantilever
(10). Under the latter time scale, we detected the full response of
the cantilever. Even when a soft cantilever (0.2 N/m) with a fast
response was used instead of the presented cantilever, the move-
ment was dominated by the response with a time scale of ps.
These results suggest that the watery jet flow is the main compo-
nent of the impulsive force loaded on the cantilever. Because the
first motion of the cantilever was in the opposite direction of Oy,
the forward flow caused by cavitation bubble generation is likely
to be a major force that moves the cells in our assays.

Several methods in which a tensional force is loaded on cells
are widely used to measure intracellular adhesion strength. In
SCFS (5), a cell immobilized on an AFM cantilever is attached
to substrate-cultured cells (adhesion phase). A tensional force is
loaded on the interface between the cells by retracting the canti-
lever. During this de-adhesion phase, the rupture forces of single
intermolecular bonds are estimated from discrete step-wise
changes in the tensional force, which is loaded at a constant rate
[N/s]. However, it can be difficult to estimate the overall strength
of intercellular adhesion using SCFS. In the de-adhesion phase,
SCFS detects not only the summation of the rupture forces of
individual intermolecular bonds but also cellular tension due
to cellular deformation. Importantly, both the intermolecular
rupture force and the cellular tension are functions of the
force-loading rate (17).

The laser-assisted measurement conditions used here ideally
correspond to the SCFS de-adhesion phase in which the force-
loading rate is extremely high. Under this condition, cellular
deformation should be negligible. In fact, the MDCK cell layer

1.39
0.59 0.80
. |
F,=10

Cell-freearea /'
Cell layer thickness = 8 um

Cleaved interface

Fig. 4. Femtosecond laser-induced intercellular dissociation of HL-60 leukocytes attached to HUVECs (A) and the MDCK cell—cell interface (B). (A) Left, micro-

photographs of an adherent HL-60 leukocyte before and immediately after irradiation with three serial laser pulses. Right, differential images between the
left-top and left-bottom microphotographs. Blue and red contrasts indicate the degree to which the brightness is increased and decreased, respectively.
Bar = 10 pm. The laser focal point and impulse loading on the leukocyte are indicated as red dots and red arrows, respectively. The value of the impulse
was estimated by Eq. 3. (B) Microphotographs (left) and their graphics (right) of an MDCK cell monolayer before (top side) and after (bottom side) the laser
irradiation. Multiple black dots in the left photographs are the pores of the permeable filter on which the MDCK cells were cultured. The laser was focused on
the cell-free area at the positions indicated with red dots in the photographs and graphics. In the top graphic, the magnitudes of the impulse loaded onto the
margin of the MDCK cell monolayer are described as a contour of the margin with RGB colors. The impulse is divided into three directions: parallel to the
direction from the laser focal point to the cleaved interface among MDCK cells (red arrow), and the directions that are perpendicular to the right (blue arrow)
and left (green arrow) of the red arrow. The depth of the color gradation indicates the magnitude of the impulse. The total magnitudes are indicated by the
arrow length and are displayed beside each arrow. The unit of these impulses and Fy is x107'2 [N-s]. Bar = 10 pm.
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cleaved like brittle material (Fig. 4B). Therefore, the intercellular
breaking force is equivalent to the total rupture forces of
individual intermolecular bonds. Given the force-loading time
and rate, the number of intermolecular bonds that comprise the
overall intercellular adhesion can theoretically be determined.
Instead of the force-loading time and rate, we estimated the
actual time needed for the intercellular separation based on high-
speed imaging data. Together with the assumption that the
impulse (momentum) due to the watery jet flow is conserved
when it is transferred to cells, we roughly calculated the total
rupture force in N. Our estimates were comparable to those that
were previously determined by SCFS (see SI Text).

The accuracy of our measurement system was estimated using
streptavidin-coated microspheres and biotin-coated substrates
(Fig. 3). The difference between the largest and smallest esti-
mates in Fig. 3D was larger in Comparison II (change in medium;
~20%) than in Comparison I (change in pulse energy; ~13%).
When the medium in which the fsLP is focused is changed from
PBS to DMEM or a bactoagar solution, the (i) generation of
the impulsive force, (if) propagation of the impulsive force, and
(#if) motion of the microsphere after force loading are inevitably
altered. Process i is mainly dominated by multiphoton absorption
and by the cyclic absorption of the electronically excited state of a
water molecule. It is minimally affected by minor compounds that
have dissolved in the water. Processes ii and iii are defined by the
jet flow properties of the medium.

According to our past observations with high-speed imaging,
the media viscosity minimally affects cavitation bubble genera-
tion, although the collapse rate drastically increased with increas-
ing viscosity. Because cell movement was induced by cavitation
bubble generation, alterations in processes i to i are likely to
negligibly affect the adhesive strength estimation in the present
assays. However, alterations in the other processes cannot be
excluded. The microsphere-substrate adhesion strength may vary
with PBS, DMEM, and the bactoagar solution, because DMEM
and the bactoagar solution contain more compounds than PBS.
These additional compounds may promote or interfere with
streptavidin-biotin binding. Although the present measurement
system was not sufficiently precise to investigate this possibility,
it can be used to estimate the intercellular breaking forces
without considering the physical aspects of the fsSLP-IF in various
cell culture media.

In conclusion, the primary benefit of fsSLP-IF as a tool for cell-
cell dissociation is that a strong force can be transiently loaded
onto a cell without mechanical contact. Indeed, we could dissoci-
ate two-cell aggregates of CADMI1-expressing NIH3T3 fibro-
blasts and cleave MDCK epithelial cell-cell interfaces without
mechanical holding, despite the relatively large adhesion
strengths of both systems [~10~''N-s (Fig. S8C) and 107!2 N-s,
respectively]. Because the fsSLP-IF can dissociate cell-cell adhe-
sion without mechanically manipulating the cells, fsSLP-IF, unlike
SCES, can be used for high-throughput analysis under biologi-
cally relevant, live-cell conditions. Although optical tweezers
are also a promising tool to manipulate single cells, they cannot
be used to break the intercellular interactions shown in Figs. 2-4
because of their weak, pN-order loading force (18). Our fSLP-IF
measurement system is a powerful tool to dissociate and evaluate
the strength of intercellular adhesions. This system will yield
more accurate estimations of the strengths of physiological
and pathological adhesions among various cell pairs. We are cur-
rently using this system to examine how neuro-immune crosstalk
is modulated by the kinetic strength of neurite-immune cell
adhesion.

Materials and Methods

Experimental Setup of the AFM-Assisted Impulse Measurement System. The
experimental setup is shown in Fig. S1A. A fundamental pulse (wavelength:
800 nm, pulse duration: 120 fs) from a regeneratively amplified femtosecond
Ti:sapphire laser system (Hurricane, Spectra Physics) was introduced into an
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inverted microscope (IX71, Olympus). Two types of objective lenses were
used, a 10x objective lens (Plan N; 0.25 aperture, Olympus) and a 40x objec-
tive lens (Uapo /340; 0.9 aperture, Olympus). Although the beam diameter
satisfies the back aperture diameter of the 40x objective lens, that of
the 10x objective lens is two times larger than the beam diameter. Thus,
the practical numerical aperture of the 10x objective lens is 0.125.

The laser focal point O; was adjusted in the image plane by tuning
the collimator lenses before the microscope and was checked based on the
ablation patterns of a carbon-doped polymer film. The Z position of O was
controlled by mechanically shifting the microscope stage from the image
plane. The accuracy of the Z position resulting from the mechanical precision
of the microscope stage was less than 5 pm.

A tipless silicon AFM cantilever (thickness: 4 pm, width: 30 pm, length:
119 pm, force constant: 44 N/m, resonance frequency in air: 320 kHz)
(TL-NCH, NanoWorld) with a glass water shield plate was attached to the
head of the AFM (Nano-R2, Pacific Nanotechnology). The AFM head and a
glass substrate were mounted on the microscope stage. The water shield
plate and glass substrate were modified to be hydrophilic. The space
between them was filled with water, into which the femtosecond laser
was focused.

The difference between the top and bottom side voltages of the QPD was
directly monitored with an oscilloscope (DP4104, Tektronix). The time offset
of the position shift was locked by a photodiode. The difference in voltage
was converted to the position shift with a linear coefficient of 15 mV/nm,
which was estimated by pushing the cantilever on the glass substrate using
a piezoelectric motor.

Cell Aggregation Assay and Femtosecond Laser Irradiation of Two-Cell Aggre-
gates. NIH3T3 mouse fibroblastic cells were transfected with pCX4-bsr
plasmids expressing the CADM1 isoforms and were selected using blasticidin
S resistance as described previously (3). Stably transformed subclones were
isolated. Exogenous expression of the CADM1 isoforms was confirmed by
Western blot analyses using an antibody against the CADM1 C terminus
(Fig. S3) as previously described (19).

Homotypic and heterotypic cell aggregation assays using these subcloned
cells were performed as previously described (13). Briefly, for the homotypic
assays, 1 x 10% NIH3T3 subcloned cells were singly suspended in 0.5 ml HBSS
containing 2% FBS. For the heterotypic assays, two subclones (0.5 x 108 cells
each) were suspended in 0.5 ml HBSS containing 2% FBS at a ratio of 1:1,
after one of the two subclones was labeled with the Dil fluorescent dye
(Molecular Probe). The cell suspensions were transferred to siliconized
1.5-ml microcentrifuge tubes and rotated at 20 rpm. At the indicated time
points, aliquots (20 pl) were sampled from the tubes to evaluate the degree
of aggregation.

For the laser irradiation of the aggregates, a 1% bactoagar solution in
HBSS was incubated at 43 °C prior to the assay. Twenty minutes after initiat-
ing the tube rotation, an aliquot (100 pl) of the cell suspension was mixed
with 150 pl of HBSS containing 2% FBS and 50 pl of the prewarmed 1%
bactoagar solution. The aliquot was plated on a glass-bottomed 35-mm
culture dish and incubated for several minutes at room temperature so it
was embedded in a viscous matrix of bactoagar (final concentration, 0.2%).
The culture dishes were placed on the automated stage of an inverted
microscope equipped with epifluorescence and a femtosecond laser. Random
fields of view were examined for two-cell aggregates. Immediately before
laser irradiation, heterotypic two-cell aggregates were identified based on
the fluorescent labeling of either of the two cell types.

Femtosecond Laser Irradiation of Biotin-Adhered Streptavidin-Coated Micro-
spheres. The streptavidin-coated microsphere suspension (1.37% Solids-
Latex, d = 6 +0.245 pm) (Polyscience) was diluted 1,000-fold with PBS. The
bottom of a biotin-coated clear strip plate (Reacti-Bind™, Thermo) was
cut from the tube and used as a biotin-coated substrate. The diluted micro-
sphere suspension (100 pl) was placed on the substrate and incubated for
1 day at 37 °C with 90% humidity. During this process, all of the streptavi-
din-coated microspheres adhered to the biotin substrate. When Dulbecco’s
Modified Eagle Medium (DMEM) or 0.2% bactoagar was used, the PBS buffer
displaced these mediums after the incubation. The sample substrate was
placed adhesion-side down on a glass-bottomed cell culture dish (35 mmd¢,
MatTek Co.) as shown in Fig. 3A. The space between the substrate and the
culture dish was maintained using 100 pm spacers and filled with medium.

A single shot femtosecond laser was focused through the 10x objective
lens into the medium at approximately 3 um from the substrate in the Z
direction. After laser irradiation, the microspheres near the laser focal point
were categorized based on whether they moved from their initial position
(Fig. S4C). This experiment was performed 60 times. Approximately 300
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microspheres were categorized and sorted as a function of the distance
between O; and the sphere center. From these results, a histogram with a
3-um interval was constructed (Fig. 38 and Fig. S5 A-F, left). The percentage
of particles that moved was calculated as A/(A + B) x 100, where A and B
correspond to the number of microspheres that did (A) or did not (B) move.
The distance was converted to the impulse loaded on the mesosphere
(i.e., with Eq. 3). The histograms shown in Fig. 3C and Fig. S5 A-F, right) were
constructed as a function of impulse with an interval of 10~'% N-s.

Femtosecond Laser Irradiation of the Leukocyte-Endothelial Coculture. HL-60
human promyelocytic leukemia cells were purchased from American Tissue
Culture Collection. HL-60 cells were cultured in RPMI containing 10% FBS
and differentiated into neutrophil-like cells by adding 10 nM phorbol
myristate acetate (PMA) for 3 to 5 days. Human umbilical vein endothelial
cells (HUVEGs; Lonza) were cultured in EGM-2 medium (Lonza) and plated
on human fibronectin-coated (Sigma) cover slips that were placed in a
24-well tissue culture plate. Confluent HUVECs were stimulated with tumor
necrosis factor (TNF)-a (100 ng/ml) for 12 h at 37 °C immediately before
initiating the coculture. After washing the HUVECs twice with PBS, 2 x 10*
PMA-treated HL-60 cells in 0.7 ml RPMI medium containing 10% FBS were
added to each well. For laser irradiation, the cover slip was gently removed
from the culture plate and placed HUVEC-side down on a glass-bottomed
dish (lwaki) with silicon spacers (Fig. S6A). The space between the cover slip
and the bottom of the dish was filled with a thin layer of culture medium.

To dissociate leukocyte-endothelial adhesions (Fig. 4A), laser shots of
a constant pulse energy were repeatedly administered. The first shot was
focused 50 pm from the target leukocytes, the second was focused 3 pm
closer to the target, and the remaining shots were repeated in the same
manner until the target leukocyte slipped on the HUVECs. The process
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was video-recorded, and the distance from O; to the target leukocyte cell
was measured for each slipping movement of the target leukocyte.

Femtosecond Laser Irradiation of MDCK Epithelial Cell Monolayers. Madin-
Darby canine kidney (MDCK) cells were purchased from American Tissue
Culture Collection and cultured in RPMI with 10% FBS. An MDCK cell mono-
layer with an acellular area was established using 12-well culture inserts that
were bottomed with permeable filters containing 0.4-um pores and coated
with type | collagen (Biocoat culture insert, BD Biosciences). A 3-mm silicon
cube was placed in the center of the permeable filter, and MDCK cells were
seeded at a density of 5x 10* cells/12-well culture insert that was placed
inside a well filled with RPMI. The cells were grown to confluence around
the silicon cube for 3 days, and then the silicon cube was manually but gently
removed to leave a sharp-margined acellular area.

For the laser irradiation, the filter was removed from the insert with a
scalpel and placed MDCK cell-side down on a glass-bottomed dish (Iwaki),
which was filled with a thin layer of culture medium (Fig. S6B). In some
experiments, the filters were fixed with formalin, embedded in paraffin, cut
into sections, and stained with hematoxylin and eosin to confirm that an
epithelium-like monolayer had successfully formed (Fig. S6C).

Calculation of the Femtosecond Laser Impulse. The specifics of the calculation
procedures are presented in S/ Text.
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Adequate assessment of the efficacy of first line treatment
options in CML CP is necessary to fully appreciate the role of
second line treatment options. While in the rest of Europe the
use of second generation TKI is possibly going to be extended to
newly diagnosed CP CML patients, in the UK there is a risk that
a higher proportion of patients than originally thought could be
denied such an effective treatment as a second line option.
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Reduced dose chemotherapy for acute promyelocytic leukaemia
with adult Down syndrome

Down syndrome (DS) is associated with an increased risk of
acute myeloid leukaemia (AML). The most common subtype
of AML described in patients with DS is acute megakaryob-

lastic leukaemia (AMKL), which occurs before 4 years of age
(Lange et al, 1998). The occurrence of acute promyelocytic
leukaemia (APL), an AML subtype showing distinct molec-
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ular, biological and clinical features, is extremely rare in DS
patients, especially adults. Indeed, only one adult case and
five childhood cases have been reported. Among them, one
adult and two childhood cases were treated with variety of
standard dose chemotherapies for non-DS AML and achieved
complete remission (CR) (Kurkjian et al, 2006; Hasle et al,
2008; Ghosh et al, 2009), although the reported details of
three childhood cases were unclear (Lange er al, 1998; Jain
et al, 2007). Thus, there have been no established protocols
for adult and paediatric cases of APL patients with DS. We
here report a 23-year-old male with DS diagnosed as having
APL, who was successfully treated with reduced dose
chemotherapy in combination with all-trans retinoic acid
(ATRA) and maintained molecular complete remission (CR)
for over 1 year.

A 23-year-old male with DS admitted to the local hospital
because of pancytopenia, pneumonia and disseminated intra-
vascular coagulation (DIC) after influenza A (HIN1) infection.
Upon examination he was suspected to have acute leukaemia,
and was referred to our hospital. On admission, he had
anaemia and petechiae. He had no history of transient
abnormal myelopoiesis during the newborn period or cardiac
problems. Haemogram findings were as follows: haemoglobin
92 g/l; white blood cell (WBC) count 537 X 10%/3; platelet
count 32 x 10%1. A peripheral blood (PB) smear showed
860% blasts. A bone marrow (BM) aspirate was performed,
which revealed increased cellularity comprising 91:3% of
abnormal promyelocytes with prominent cytoplasmic granules
and multiple Auer rods. Flowcytometric analysis showed that
the immature myeloid cells were CD13%, CD33%, CD347, and
HLA-DR", consistent with APL. Karyotype analysis of BM cells
showed the presence of #(15;17) with +21, and reverse
transcription polymerase chain reaction confirmed the pres-
ence of PML/RARA chimeric mRNA, but no FLT3 internal
tandem duplication. Thus a diagnosis of APL was made, and
the patient was commenced on ATRA (45 mg/mz). Immedi-
ately after the ATRA treatment, DIC began to improve and
WBC and APL cells in PB began to decrease. However, as the
WBC count increased again, together with APL cells after
10 days of ATRA treatment, reduced dose chemotherapy was
added, which consisted of pirarubicin (25 mg/m?®) for 2 days
(days 1-2), etoposide (150 mg/m?) for 3 days (days 3-5), and
cytarabine (100 mg/m?) for 7 days (days 1-7). This was a
modification of the DS protocol proposed by the Japanese
Childhood AML Cooperative study Group (Kudo et al, 2007).
ATRA had been administrated throughout the induction
therapy of 5 weeks. The patient tolerated the induction therapy
well and entered haematological CR after the induction
therapy. He subsequently received four courses of intensifica-
tion therapy composed of etoposide (150 mg/m?) for 3 days
(days 3-5), and cytarabine (100 mg/m®) for 7 days (days 1-7)
with or without pirarubicin (25 mg/m?) for 2 days (days 1-2)
in combination with ATRA (45 mg/m”) for 7 days (day 8-15).
He achieved molecular CR after the first intensification
therapy, and under close follow-up for 13 months has been
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disease-free whilst receiving maintenance therapy with ATRA
(45 mg/m?) for 15 days every 3 months at the time of writing.

The outcome of adult and paediatric patients with APL has
improved considerably because of the introduction of ATRA
to the treatment. The PETHEMA (Programa de Estudio y
Tratamiento de las Hemopatias Malignas) group showed that
using ATRA for induction and consolidation therapy resulted
in improved antileukaemic efficacy (Sanz et al, 2004).
Furthermore, the BFM (Berlin/Frankfurt/Muenster) group
showed that the reduction of cumulative anthracycline dose
in the treatment using ATRA did not affect the cure rate but
promoted the decrease of long-term adverse effects in
paediatric APL patients (Creutzig et al, 2005). On the other
hand, several cooprerative clinical trials showed that reduced
dose chemotherapy produced lower treatment-related
mortality and higher cure rate in AML patients with DS
(Creutzig et al, 2005; Kudo et al, 2007), most of whom were
younger than 4 years old, based on in vitro studies demon-
strating that DS AML cells were significantly more sensitive
to cytarabine, anthracyclines, and etoposide than non-DS
AML cells (Zwaan etal, 2002). However, the reports
regarding outcome in older AML patients with DS have
been controversial. The Children’s Cancer Group Study 2891
showed that increased age at diagnosis had a negative effect
on outcome in AML patients with DS (Gamis et al, 2003). By
contrast, the BFM 98 study found no difference in outcome
between those aged 2 years or younger and those older than
2 years (Creutzig et al, 2005). The Japanese Childhood AML
Cooperative Study Group also did not identify age older than
2 years as a risk factor in the multivariate analysis in a less
intensive regimen using a combination of cytarabine, etopo-
side, and pirarubicin (Kudo et al, 2007), which was modified
in the treatment for the patient reported here.

This is the first report of a DS patient with APL treated with
reduced dose chemotherapy and ATRA. The patient success-
fully achieved molecular CR without major toxicity and has
remained disease-free for over 1 year after ATRA and reduced
intensity chemotherapy consisting of cumulative doses of
cytarabine 2500 mg, etoposide 1350 mg, and pirarubicin
250 mg, which were lower than previous reports (Creutzig
et al, 2005; Kudo et al, 2007). Our experience showed that less
intensive chemotherapy in combination with ATRA seemed to
be effective for older DS patients with APL, even in adults.

Mayuko Tsuda'
Yasuhiro Ebihara®
Shinji Mochizuki®
Kaoru Uchimaru’
Arinobu Tojo'
Kohichiro Tsuji>’

"Department of Haematology/Oncology, *Department of Paediatric
Haematology/Oncology, Research Hospital, and *Division of Stem Cell
Processing, The Institute of Medical Science, The University of Tokyo,
Tokyo, Japan.

E-mail: ebihara@ims.u-tokyo.ac.jp

© 2011 Blackwell Publishing Ltd, British Journal of Haematology, 155, 122-132 131



Correspondence

Keywords: Down syndrome, acute promyelocytic leukaemia,

reduced dose chemotherapy.

References

Creutzig, U., Reinhardt, D., Diekamp, S., Dworzak,
M., Stary, J. & Zimmermann, M. (2005) AML
patients with Down syndrome have a high cure
rate with AML-BFM therapy with reduced dose
intensity. Leukemia, 19, 1355-1360.

Gamis, A.S., Woods, W.G., Alonzo, T.A., Buxton,
A., Lange, B., Barnard, D.R., Gold, S. & Smith,
F.O. (2003) Increased age at diagnosis has a
significantly negative effect on outcome in
children with Down syndrome and acute myeloid
leukemia: a report from the Children’s Cancer
Group Study 2891. Journal of Clinical Oncology,
21, 3415-3422.

Ghosh, L, Kumar, L., Seth, R. & Thavraj, V. (2009)
Sustained remission achieved with ATRA and
chemotherapy in second relapse of acute prom-
yelocytic leukemia in Down syndrome. Journal of
Pediatric Hematology/oncology, 31, 539-540.

Hasle, H., Abrahamsson, J., Arola, M., Karow, A.,
O’Marcaigh, A., Reinhardt, D., Webb, D.K., van
Wering, E., Zeller, B., Zwaan, C.M. & Vyas, P.
(2008) Myeloid leukemia in children 4 years or
older with Down syndrome often lacks GATAl

132

First published online 7 April 2011

doi: 10.1111/j.1365-2141.2011.08655.x

mutation and cytogenetics and risk of relapse are
more akin to sporadic AML. Leukemia, 22, 1428~
1430.

Jain, D., Singh, T. & Arora, P. (2007) Down
syndrome with microgranular variant of acute
promyelocytic leukemia in a child: a case report.
Journal of Medical Case Reports, 1, 147.

Kudo, K., Kojima, S., Tabuchi, K., Yabe, H., Tawa,
A., Imaizumi, M., Hanada, R., Hamamoto, K.,
Kobayashi, R., Morimoto, A., Nakayama, H.,
Tsuchida, M., Horibe, K., Kigasawa, H. &
Tsukimoto, 1. (2007) Prospective study of a
pirarubicin, intermediate-dose cytarabine, and
etoposide regimen in children with Down syn-
drome and acute myeloid leukemia: the Japanese
Childhood AML Cooperative Study Group.
Journal of Clinical Oncology, 25, 5442~5447.

Kurkjian, C,, Patel, S., Kamble, R., Dunn, S.T., Kern,
W. & Kharfan-Dabaja, M.A. (2006) Acute
promyelocytic  leukemia and
trisomy 21. Cancer Genetics and Cytogenetics, 165,
176-179.

Lange, B.J., Kobrinsky, N., Barnard, D.R., Arthur,
D.C., Buckley, ].D., Howells, W.B.,, Gold, S.,
Sanders, J., Neudorf, S., Smith, F.O. & Woods,

constitutional

W.G. (1998) Distinctive demography, biology,
and outcome of acute myeloid leukemia and
myelodysplastic syndrome in children with Down
syndrome: Children’s Cancer Group Studies 2861
and 2891. Blood, 91, 608-615.

Sanz, M.A., Martin, G., Gonzalez, M., Leon, A.,
Rayon, C., Rivas, C., Colomer, D., Amutio, E,,
Capote, F.J., Milone, G.A., De La Serna, J.,
Roman, J., Barragan, E., Bergua, J., Escoda, L.,
Parody, R., Negri, S., Calasanz, M.]. & Bolufer, P.
(2004) Risk-adapted treatment of acute prom-
yelocytic leukemia with all-trans-retinoic acid
and anthracycline monochemotherapy: a multi-
center study by the PETHEMA group. Blood, 103,
1237-1243.

Zwaan, C.M., Kaspers, G.J., Pieters, R., Hahlen, K.,
Janka-Schaub, G.E., van Zantwijk, C.H., Huis-
mans, D.R., de Vries, E., Rots, M.G., Peters, G.].,
Jansen, G., Creutzig, U. & Veerman, A.J. (2002)
Different drug sensitivity profiles of acute
myeloid and lymphoblastic leukemia and normal
peripheral blood mononuclear cells in children
with and without Down syndrome. Blood, 99,
245-251.

© 2011 Blackwell Publishing Ltd, British Journal of Haematology, 155, 122-132



The official journal of the Japanese Cancer Association

Leukemic T cells are specifically enriched in a unique
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The morphological discrimination of leukemic from non-leukemic T
cells is often difficult in adult T-cell leukemia (ATL) as ATL cells
show morphological diversity, with the exception of typical
“flower cells.”” Because defects in the expression of CD3 as well as
CD7 are common in ATL cells, we applied multi-color flow cytome-
try to detect a putative leukemia-specific cell population in the
peripheral blood from ATL patients. CD4*CD14~ cells subjected to
two-color analysis based on a CD3 vs CD7 plot clearly demon-
strated the presence of a CD39™CD7'°" subpopulation in each of
nine patients with acute-type ATL. The majority of sorted cells
from this fraction showed a flower cell-like morphology and car-
ried a high proviral load for the human T-cell leukemia virus type 1
(HTLV-1). Genomic integration site analysis (inverse long-range
PCR) and analysis of the T cell receptor VP repertoire by flow
cytometry indicated that the majority of leukemia cells were
included in the CD39™CD7'°" subpopulation. These results suggest
that leukemic T cells are specifically enriched in a unique
CD39mCD7'°% subpopulation of CD4* T cells in acute-type ATL.
(Cancer Sci 2011; 102: 569-577)

A dult T-cell leukemia (ATL) is a malignant disorder caused
by human T-cell leukemia virus type 1 (HTLV-D and is
characterized clinically by generalized lymphadenopathy,
hepatosplenomegaly, skin lesions, hypercalcemia and a charac-
teristic morphology termed ‘‘flower cells.”” Importantly, ATL is
one of the most incurable lymphoid malignancies. This disease
is endemic to several regions in the world, including sub-Saha-
ran Africa, the Caribbean basin, South America and Japan, and
10-20 million people are estimated to be infected by this virus
worldwide.*

Evaluation of the response after chemotherapy for ATL partly
depends on the proportion of ATL cells in the peripheral blood.
However, the morphological diversity of ATL cells may lead to
inaccurate estimations. Accurate estimation of the chemothera-
peutic effect is pivotal in clinical practice because ATL cells
often become chemoresistant, even during chemotherapy. Meth-
ods to detect ATL cells with greater precision than morphologi-
cal examination are therefore required.

Aberrant expression of cell-surface antigens in myeloid/lym-
phoid leukemia cells has been studied extensively.“"® Using
fluorescence-activated cell sorting (FACS) analysis, gating cells
with diminished CD45 expression in acute myeloid/lymphoid
leukemia is widely used for purifying leukemia cells. However,
in ATL there are only limited data regarding the identification
of transformed leukemia cells by similar methods. Previous
studies indicated that most ATL cells lack CD7 and exhibit
diminished CD3 expression.”“lo) Although a study using CD3
gating by FACS analysis has indicated that ATL cells were
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distinr%uishable from normal lymphocytes as a CD3'°™ popula-
tion,""? these cells were not well characterized as ATL cells.

In the present study, we focused on the enrichment of ATL
cells by constructing CD3 vs CD7 plots from multi-color FACS.
CD3%CD74™ and CD3%™CD7"Y cells were extensively stud-
ied and compared with normal control samples. Taken together,
our data suggest that ATL cells are purified in CD3“™CD7"%
subpopulations. The purification of ATL cells by FACS may
therefore allow monitoring of disease activity and yield insight
into the biology of this disease.

Materials and Methods

Cell lines and patient samples. TL-Om1, a HTLV-I-infected
cell line, was provided by Dr. Toshiki Watanabe (The Univer-
sity of Tokyo), and was cultured in RPMI 1640 medium
containing 10% fetal bovine serum. Peripheral blood samples
were collected from patients admitted to our hospital (Research
Hospital, Institute of Medical Science, The University of Tokyo,
Tokyo, Japan) during the period from August 2009 to April
2010 with written informed consent. All patients were diagnosed
with acute-type ATL according to Shimoyama’s criteria.®
Blood samg)les were collected before treatment using the LSG15
protocol(11 or during the recovery phase between chemotherapy
sessions. Samples collected from five healthy volunteers (med-
ian age, 45 years) were used as normal controls. The present
study was approved by the institutional review board of our
hospital.

Flow cytometry and cell sorting. Peripheral blood mono-
nuclear cells (PBMC) were isolated from heparin-treated whole
blood by density gradient centrifugation using Lymphoprep
(Axis-Shield, Dundee, UK) and subsequently suspended in
phosphate-buffered saline (PBS) containing 5% mouse serum
(DAKO, Glostrup, Denmark) for prevention of nonspecific
antibody binding. Cells were stained using a combination of
phycoerythrin  (PE)-CD7, PE-Cy7-CCR4, allophycocyanin
(APC)-CD25, APC-Cy7-CD3, Pacific Blue-CD4 and Pacific
Orange-CD14. Pacific Orange-CD14 was purchased from Cal-
tag-Invitrogen (Carlsbad, CA, USA). All other antibodies were
obtained from BD BioSciences (San Jose, CA, USA). Propidium
iodide (PI; Sigma, St Louis, MO, USA) was added to the
samples to stain dead cells immediately prior to FACS analysis.
Cells were also stained with APC-FoxP3 (eBioscience, San
Diego, CA, USA) using intracellular staining methods as previ-
ously described.’ A TCR-Vp repertoire kit (Beckman Coulter,
Miami, FL, USA) was used for T-cell receptor (TCR) V3 reper-
toire analysis according to the manufacturer’s instructions.
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