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Description
Technical Field

[0001] The present invention relates to a method for
staining a cell and a sample collection tube used for this
method. More specifically, the present invention relates
to a method for the cell immobilization, permeabilization
and/or labeling of a cell in cell staining, and a sample
collection tube used for the method for the cell immobi-
lization, permeabilization and/or labeling.

Background Art

[0002] Cell diagnoses, in which the presence or ab-
sence of a pathological change is judged by observing
cells collected from a body of a human or an animal, have
been performed. For example, blood contains blood
cells, and mucosae of organs, mucus, sputum, ascites,
gastric juice, urine and the like contain cells that have
been peeled from organs. In cell diagnoses, these cells
are collected and stained, and observed under a micro-
scope or the like. In these cases, for example, circulating
tumor cells (CTC), blood vessel endothelial cells, blood
vessel endothelial precursor cells, various stem cells and
the like (hereinafter referred to as "rare cells") are cells
that are presentin fairly infrequently presentin peripheral
blood depending on pathological conditions, and thus it
is clinically useful to detect these rare cells. However,
the amounts of rare cells contained in samples are very
small, and thus it is still difficult in many cases to detect
rare cells from blood-derived samples.

[0003] On the other hand, in cell diagnoses, collected
cells are generally immobilized, permeabilized and then
stained, and observed under a microscope or the like.
Generally, in this procedure, plural steps such as collec-
tion of a sample, preparation of a cell suspension liquid
(mainly in the cases of liquid samples such as blood and
urine (separation of an intended cell fraction is included)),
immobilization and washing of cells, permeabilization of
the cells, and staining and washing of the cells are se-
quentially performed, and the stained cells are observed
under a microscope or the like. Furthermore, as a staining
method for detecting specific cells, for example, a pig-
ment staining process, an antigen-antibody process in-
cluding reacting with a specific substance that is ex-
pressed in cells to be detected, or the like is used.
[0004] As anexample of such procedure, in Patent Lit-
erature 1, for the purpose of detecting cells in blood, an
anticoagulant and blood are reacted, hemolysis is per-
formed, the residual cell suspension liquid is incubated
on an adhesive substrate at 37°C for 40 minutes to there-
by allows the cells to adhere, and the cells are then im-
mobilized with paraformaldehyde, washed twice, sub-
jected to a cell permeabilization treatment, washed, and
reacted with an antibody (paragraph 0075 of Patent Lit-
erature 1). However, such procedure is complex and in-
cludes plural times of centrifugation, washing and the
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like, and thus the rare cells in the sample may be dam-
aged or flow out.

[0005] Furthermore, Patent Literature 2 describes that
lysis of cells (including erythrocytes) of a predetermined
type in a sample (including in a blood sample), staining
of an intracellular nucleic acid, and immobilization of nu-
cleated cells are performed in a single stage, whereby
the cost, time and the like of the analysis are decreased
(claims and the like of Patent Literature 2). However, in
this method, the cells that are lysed by a cytolytic agent
are erythrocytes, which are cells other than the cells to
be detected; and in the staining, the entirety of the intra-
cellular nucleic acid is stained by a nucleic acid staining
pigment, and the specific substance expressed on the
cells to be detected is not specifically stained.

[0006] Accordingly, in order to surely detect cells to be
detected which are contained in small amounts in sam-
ples, especially rare cells, a method by which damage
and flow out of cells in a collected sample are prevented,
and which enables specific staining of a specific sub-
stance that has expressed on cells to be detected is de-
sired.

[0007] Furthermore, as mentioned above, since the
procedures of conventional cell staining are complex,
simplification and shortening of the time of the proce-
dures are desired.

Citation List
Patent Literatures
[0008]

Patent Literature 1: JP 2009-525468 T
Patent Literature 2: JP 2008-256713 A

Summary of Invention
Technical Problem

[0009] An objectofthe presentinventionis, in the case
when a specific substance that has expressed on the
cells to be detected in a liquid sample is to be specifically
stained, to provide a convenient cell staining method by
which the damage and loss (flow out) of the cells in the
collected sample are prevented and the time has been
shortened in a procedure for staining the cells in the liquid
sample. Furthermore, another object of the present in-
vention is to provide a sample collection tube that is suit-
able for use in the above-mentioned cell staining method.

Solution to Problem

[0010] The present inventors have considered proce-
dures for staining cells in a liquid sample, and found that
there is no problem in a permeabilization treatment of
cells and a labeling treatment of a specific substance
possessed by the cells after an immobilization treatment
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of the cells, even if an immobilization treating agent is
not removed after the immobilization treatment, and also
found that the step of the immobilization treatment of the
cells and the step of the permeabilization of the cells can
be performed in one step. As a result, the numbers of
frequency of the centrifugation and washing of the cells
were decreased, the damage and loss (flow out) of the
cells in the sample were prevented, and the shortening
of the time and the simplification in the procedure of cell
staining were able to be achieved, whereby the present
invention was completed. Furthermore, the present in-
ventors found that a cell staining procedure can be per-
formed more conveniently by performing a step of a la-
beling treatment of a specific substance possessed by
the cells and the above-mentioned steps in one step, and
completed the present invention.

[0011] Specifically, the present invention encompass-
es the following

[0012] The method of the present invention is defined
in claim 1.

[0013] The saleable sample collection tube

of the invention is defined in claim 8.

Advantageous Effects of Invention

[0014] According to the method of the present inven-
tion, in the case when a specific substance that has ex-
pressed on cells to be detected in a liquid sample is spe-
cifically stained, the damage and loss (flow out) of the
cells in the collected sample can be prevented by reduc-
ing the number of frequency of washing of the cells, and
consequently, the examination accuracy of the cell diag-
nosis can be improved. Furthermore, according to the
method of the present invention, a convenient method
for cell staining in which the time has been shortened
can be provided in a method for staining cells in a liquid
sample.

[0015] Furthermore, according tothe sample collection
tube of the presentinvention, the immobilization and per-
meabilization of the cells in the sample and the labeling
of the specific substance possessed by the cells can be
conveniently performed within a short time at the same
time, and the damage and loss (flow out) of the collected
cells in the sample can also be prevented. Furthermore,
according to the sample collection tube of a preferable
aspect of the present invention, an anticoagulation treat-
ment of blood can also be simultaneously performed with
intending for blood samples.

Brief Description of Drawings
[0016]

Fig. 1 is a cross-sectional view showing an aspect
ofthe sample collection tube ofthe presentinvention.
Fig. 2 is an image obtained by conducting fluores-
cence staining on cells in blood to which MCF-7 cells
(breast cancer cells) had been added, and perform-
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ing a fluorescence observation on the cells under a
microscope in Comparative Example (a cell staining
process by a conventional method).

Fig. 3 is an image obtained by conducting fluores-
cence staining on cells in blood to which MCF-7 cells
(breast cancer cells) had been added, and perform-
ing a fluorescence observation on the cells under a
microscope in Example 1 (a cell staining method in
which an anticoagulation treatment, an immobiliza-
tion treatment, a permeabilization treatment and a
labeling treat are performed in one step).

Fig. 4 is an image obtained by conducting fluores-
cence staining on cells in blood to which MCF-7 cells
(breast cancer cells) had been added, and perform-
ing a fluorescence observation on the cells under a
microscope in Example 2 (an example combined
with a density gradient centrifugation process).

Description of Embodiments

1. Cell staining method of present invention
[0017]
tion is
"a method for specifically staining a specific substance

possessed by cells in a sample, including performing the
following steps in one step:

The cell staining method of the present inven-

(A) a step of performing an immobilization treatment
of the cells; and

(B) a step of performing a permeabilization treatment
of the cells."

[0018] (Sample) The sample intended by the present
invention is a sample containing cells which has been
collected from a human or an animal. In view of the effect
of the present invention, a preferable sample intended
by the present invention is a liquid sample. Typical ex-
amples of such sample are blood (including blood serum
and plasma) and urine. Furthermore, also in the case
when cells that have peeled from a living body are in-
tended, the liquid sample can be formed by preparing a
cell suspension liquid according to a predetermined
method.

[0019] In performing the cell staining method of the
present invention, where necessary, the collected sam-
ple may be subjected to an operation for obtaining a frac-
tion containing cells to be detected from a sample (this
is referred to as an operation for obtaining a fraction of
cells to be detected). Examples of the operation for ob-
taining a fraction of cells to be detected include, in the
case of a blood sample, performing an anticoagulation
treatment, and obtaining a fraction of cells to be detected,
such as a fraction free from erythrocytes, by density gra-
dient centrifugation, and the like. The operation to obtain
a fraction of cells to be detected is generally performed
before the immobilization treatment of the cells, and
where necessary, the operation can also be performed
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between the immobilization treatment of the cells and the
permeabilization treatment of the cells.

(Specific substance possessed by cells)

[0020] The staining method of the present invention is
a method for specifically staining a specific substance
that is possessed by the cells to be detected, and can be
performed, forexample, forjudging whether or notasam-
ple contains cells to be detected, and for observing the
cells contained in the sample. In this case, the specific
substance to be stained may be selected so as to conform
with the purpose depending on the cells to be detected,
in a similar manner to that generally conducted. For ex-
ample, in order to detect prostate cancer cells, a prostate-
specific antigen (prostate specific antigen, PSA) can be
specifically stained, and in order to observe cancer cells
as a subject, a specific cytokeratin that is selected de-
pending on the expression in the cancer cells can be
specifically stained.

(Cell staining method)

[0021] Inthe method for specifically staining a specific
substance possessed by cells in a sample in the present
invention (hereinafter simply referred to as a cell staining
method), the immobilization treatment and permeabiliza-
tion treatment of the cells in the collected sample are
performed in one step. Specifically, for example, in the
case when the sample is blood, an immobilization treat-
ment and a permeabilization treatment of the blood are
performed in one step, and a step of specifically conduct-
ing a labeling treatment of the above-mentioned specific
substance is then performed, and preferably, the sample
is then washed, and can be observed by a microscope
or the like. In this case, after the collection of the sample,
it is also possible to firstly perform the anticoagulation
treatment of the blood, and then perform the above-men-
tioned immobilization treatment and permeabilization
treatment in one step, or the anticoagulation treatment
of the blood, the immobilization treatment of the cells and
the permeabilization treatment of the cells in this case
can also be performed in one step. Furthermore, as one
of the preferable aspects of the present invention, the
above-mentioned immobilization treatment of the cells,
the above-mentioned permeabilization treatment of the
cells and the above-mentioned step of specifically labe-
ling the specific substance can be performed in one step
(furthermore, the above-mentioned anticoagulation
treatment of the blood can also be performed in one step).
[0022] "Performed in one step" herein means that "a
series of the treatments in the step are performed without
performing washing to remove the immobilizer added"
or "a series of the treatments in the step are performed
without performing washing to remove the immobilizer
and permeabilization agent added". Generally, in the
staining of cells, an immobilization treatment on cells is
performed, and washing (washing for removing the im-
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mobilizer) is then performed, and a permeabilization
treatment of the cells, and where necessary, washing
(washing for removing the permeabilization agent) is then
performed, and a labeling treatment is performed. The
washing method in this case is performed by adding other
washing liquid such as phosphate buffer brine to the sam-
ple containing cells, and performing a centrifugation
treatment to thereby remove the supernatant. However,
in the present invention, in the case of an aspect in which
the immobilization treatment of the cells and the perme-
abilization treatment of the cells are performed in one
step, washing for removing the immobilizer as mentioned
above is not performed during these treatments. Further-
more, in the present invention, in the case of an aspect
in which the immobilization treatment of the cells, the
permeabilization treatment of the cells and the labeling
treatment of the specific substance are performed in one
step, washing for removing the immobilizer and perme-
abilization agent as mentioned above is not performed
during these treatments. In addition, as mentioned
above, the operation for obtaining the above-mentioned
fraction of the cells to be detected fraction may be per-
formed in the above-mentioned one step, for example,
between the immobilization treatment of the cells and the
permeabilization treatment of the cells as necessary.
[0023] In addition, as mentioned above, as one of the
preferable aspects of the present invention, the labeling
treatment of the specific substance and the anticoagula-
tion treatment of the blood can be performed in the same
one step besides immobilization treatment of the cells
and the permeabilization treatment of the cells, and in
this case, preferably, the background noise can be re-
duced if washing for removing the unreacted labeled
body that has not bound to the specific substance is per-
formed after the labeling treatment on the specific sub-
stance, and an observation is conducted under a micro-
scope or the like.

[0024] The immobilization treatment of the cells and
the permeabilization treatment of the cells mentioned
above are performed by adding the immobilizer and the
permeabilization agent to the sample, and leaving the
sample for generally from 10 minutes to 1 hour at room
temperature. In this case, in the case when these treat-
ments are performed in one step together with the labe-
ling treatment of the specific substance and the antico-
agulation treatment of the blood, a substance that spe-
cifically traps the specific substance, a labeled body (for
example, an antibody to which a labeled body has bound)
and an anticoagulant can also be added in combination,
and the treatments in this case are performed by leaving
generally for from 10 minutes to 1 hour at room temper-
ature.

(Anticoagulant)
[0025] Whenblood comesoutofabody, the liquid turns

into a gel form, and blood coagulation occurs. Therefore,
inthe case when the sampleisblood, whenitis necessary
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to prevent blood coagulation depending on the purpose
of an examination, an anticoagulant is added to the sam-
ple after the collection of the sample. The anticoagulant
used in the presentinvention in the case when the sample
is blood is not especially limited, and examples include
generally used anticoagulants such as ethylenediamine
triacetate (EDTA), diethylenetriamine pentaacetate (DT-
PA), 1,2-diaminocyclohexane triacetate (DCTA), ethyl-
enebis(oxyethylenenitrilo) triacetate (EGTA), heparin
species such as heparin, heparin sulfate and low molec-
ular weight heparin, citric acid, oxalic acid, and the like.
The addition concentration of these anti-blood coagula-
tion agents may be as generally performed.

(Immobilizer)

[0026] The immobilization treatment of the cells is a
treatment that is conducted for the purposes of delaying
the self-decomposition and decay of the cells, and re-
taining the form and antigenicity. The immobilizer used
in the presentinvention is not especially limited, and gen-
erally-used immobilizers such as aldehydes (for exam-
ple, formaldehyde, glutaraldehyde, glyoxal and the like)
and alcohols (for example, ethanol, methanol and the
like) can be used. Furthermore, for example, a formal-
dehyde-donating form (also referred to as a formalde-
hyde donor or a FA donor) or the like, which itself does
not directly react as an immobilizer, but releases an im-
mobilizer such as formaldehyde by undergoing hydroly-
sis or the like, can also be used as the immobilizer.
[0027] The aldehydes are crosslinking agents that
form a covalent bond between an aldehyde group and a
specific amino acid, and can suppress an enzymatic ac-
tivity by stabilizing a protein structure and gelling a cell
protoplasm. The alcohols can modify proteins to allow
them to precipitate.

[0028] The addition concentration of these immobiliz-
ers may also be as generally conducted, and in the case
when the sample is blood and formaldehyde is used as
the immobilizer, it is preferable to perform the immobili-
zation treatment by adding formaldehyde to the sample
so as to be 0.01 to 1.0% by volume with respect to the
volume of the sample so as to prevent the changing of
the characteristics of the blood.

(Permeabilization agent)

[0029] The permeabilization treatment of the cells is a
treatmentto increase the permeability of cell membranes
so as to, for example, bring the specific substance pos-
sessed by the cells (for example, an antigen in the cells)
into contact with a substance that traps this specific sub-
stance (for example, an antibody) . The permeabilization
agent used in the present invention is not especially lim-
ited. The permeabilization treatment can be performed
by adding a generally-used surfactant such as Triton X-
100, Tween 20, Saponin, Digitoni, Leucoperm or NP-40
to the sample at a generally-performed concentration,
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for example, from 0.01 to 0.5% by volume with respect
to the volume of the sample.

(Labelling treatment)

[0030] The method for the labeling treatment of the
specific substance possessed by the cells in the present
invention is not especially limited as long as itis a method
that conforms to the purpose depending on the cells and
the specific substance to be labeled, and is generally
performed by using a substance that specifically traps
the specific substance and a labeled body. Examples of
the method for trapping the specific substance in this
case include an antigen-antibody process in which the
specific substance possessed by the cells is deemed as
an antigen, and an antibody that specifically binds to the
specific substance is used, a method in which, in the case
when the specific substance has a sugar chain, lectin,
which specifically binds to the sugar chain, is used, and
the like.

[0031] As the labeling treatment, for example, a meth-
od for labeling the specific substance by using an anti-
body to which a labeled body has bound (a primary an-
tibody process), a method in which the specific substance
and a primary antibody are firstly bound, and a secondary
antibody bound to a labeled body is then bound to the
primary antibody (a sandwich process), and the like can
be used.

[0032] The labeled body is also not especially limited
as long as it is a labeled body that conforms to the pur-
pose depending on the examination thereof, and gener-
ally-used labeled bodies such as a fluorescent pigment,
an enzyme-coenzyme, a chemical luminescent sub-
stance and the like can be used. In this case, in order to
detect a trace amount of the specific substance pos-
sessed by the cells with a high sensitivity, it is preferable
to use a fluorescent pigment as the labeled body.
[0033] After the above-mentioned labeling treatment
has been performed, itis preferable that the labeled body
that has not bound to the above-mentioned specific sub-
stance is removed by centrifugation washing or the like,
and an observation is then conducted under a micro-
scope or the like.

2. Sample collection tube of present invention

[0034] The sample collection tube of the present in-
vention is

"a sealable sample collection tube having an openable
and closable opening, for storing a collected sample and
for simultaneously performingimmobilization and perme-
abilization of cells contained in the sample and labeling
of a specific substance possessed by the cells, wherein

(1) a flexible plate-like body is housed in a state that
the flexible plate-like body is sandwiched between
inner walls of an intermediate part of the sample col-
lection tube, and
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(2) an immobilizer for the cells, a permeabilization
agent for the cells, and a substance that specifically
labels the specific substance possessed by the cell
are housed in the sample collection tube so that they
are not brought into contact with one another".

[0035] The sample collection tube of the present in-
vention encloses the immobilizer, the permeabilization
agent and the substance that specifically labels the spe-
cific substance possessed by the cells (a substance and
a labeled body that specifically trap the specific sub-
stance) in not a state that the respective substances are
mixed, i.e., a mixed state, but are housed individually and
separately. Furthermore, in the case when the sample is
blood, as a preferable aspect of the sample collection
tube of the present invention, the sample collection tube
further houses an anticoagulant besides the above-men-
tioned substances, separately from the other treating
agent and the like (the treating agent and the like in this
specification mean "the immobilizer, the permeabiliza-
tion agent, and the substance thatlabels the specific sub-
stance" or "the anticoagulant, the immobilizer, the per-
meabilization agent, and the substance that labels the
specific substance") .

[0036] After the liquid sample is collected, the opena-
ble and closable opening is opened, the sample is put
into the sample collection tube of the present invention,
the opening is closed, and the sample collection tube is
upset several times to mix the sample and the above-
mentioned treating agent and the like, and the mixture is
left at generally for 10 minutes to 1 hour at room temper-
ature, whereby the immobilization and permeabilization
of the cells in the sample, and the labeling of the specific
substance can be performed in one step. Furthermore,
in the above-mentioned preferable aspect of the sample
collection tube of the present invention, in the case when
the sample is blood, the anticoagulation of the blood can
also be performed in one step in addition to the immobi-
lization and permeabilization of the cells, and the labeling
of the specific substance.

(Material of sample collection tube)

[0037] As the material of the sample collection tube of
the present invention, a generally-used material can be
used depending on the sample to be collected, and for
example, thermoplastic resins such as polyesters such
as polyethylene telephthalate and copolymerized poly-
ethylene telephthalates, acrylic resins such as polyacry-
lonitrile, polymethylmetaacrylate and polymetaacrylic
acid, polyolefins such as polypropylene and polyethyl-
ene, polyvinyl chloride, polyamides such as nylons, and
polystyrenes, and inorganic materials such as glass can
be used.

(Flexible plate-like body)

[0038] In the sample collection tube of the present in-
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vention, a flexible plate-like body is housed in the state
that it is sandwiched between inner walls of an interme-
diate part of the sample collection tube so that the flexible
plate-like body is not be loosened in the sample collection
tube by oscillation and the like. By this flexible plate-like
body, the inner part of the sample collection tube is di-
vided into two spaces. Furthermore, in the presentinven-
tion, at least a part of the treatment agent and the like is
housed by attaching it to the flexible plate-like body or
the innerwalls of the sample collection tube as mentioned
below, thereby the individual immobilizer, permeabiliza-
tion agent and substance for labeling the specific sub-
stance such as the treatment agent (preferably, as well
as the anticoagulant) can be housed not in a mixed state
but respectively in a separated state.

[0039] It is preferable that the flexible plate-like body
has a larger specific gravity than the specific gravity of
the sample so that the flexible plate-like body sinks in the
sample when the sample and the treating agent and the
like are mixed by putting the liquid sample into the sample
collection tube of the present invention and upsetting the
sample collection tube several times.

[0040] The flexible plate-like body may be any one as
long as it is a plastic film, and for example, stretched PET
films, nylon films, filler-filled PP films, filler-filled PE films,
plastic-laminated aluminum foil films and the like are
used, and where necessary, surface treatments such as
a plasma treatment and embossing may be conducted.
The flexible plate-like body may be a flexible plate-like
body obtained by processing a nonwoven fabric into a
plate-like body, and polyesters, nylons, rayons and com-
binations thereof are used as the material for the nonwo-
ven fabric. Furthermore, the flexible plate-like body may
be formed by superposing a nonwoven fabric on the
above-mentioned film. The shape of the flexible plate-
like body is such that the flexible plate-like body can be
sandwiched between the inner walls according to the
shape of the sample collection tube. For example, in the
case of a cylindrical sample collection tube, the flexible
plate-like body has a circular shape having such a diam-
eter that the flexible plate-like body can be sandwiched
between the inner walls.

[0041] As mentioned below, the flexible plate-like body
can be easily inserted in the sample collection tube by
utilizing the flexibility thereof, after the treating agent and
the like are attached to the inner wall or flexible plate-like
body so that the treating agent and the like are housed
in the sample collection tube. In this case, for example,
in the case when the permeabilization agent is directly
put into the sample collection tube housed without at-
taching to the inner wall and the flexible plate-like body,
the flexible plate-like body is sandwiched at a place that
is apart from the permeabilization agent, so that the per-
meabilization agent and the flexible plate-like body are
putinto a state that they are notin contact with each other.
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(Attaching of treating agent and the like to inner wall or
flexible plate-like body)

[0042] The treating agent and the like are preferably
attached to the inner walls of the sample collection tube
or the flexible plate-like body so that they are housed
respectively and separately. In order to attach the treating
agent and the like to the inner walls and the like, it is
preferable to mix the treating agent and the like with a
water-soluble polymer that shows adhesiveness, and at-
tach the mixture. Furthermore, the adhesion site may be
attached to any site in any way as long as the vicinity of
the opening of the tube is avoided. The treating agent
and the like may be attached to either the whole surface
or a part of the inner walls of the sample collection tube
or the flexible plate-like body. In the case when two kinds
such as the immobilizer and the anticoagulant are re-
spectively attached to the flexible plate-like body, the im-
mobilizer and the anticoagulant are attached to places
that are apart from each other. As the adhesion method,
application is conducted by a method such as spray coat-
ing or dipping, and drying is conducted by a method such
as air drying, heat drying or drying under a reduced pres-
sure. Examples of the above-mentioned water-soluble
polymer include water-soluble substances such as pol-
yvinyl pyrrolidone and polyvinyl alcohol, water-soluble
cellulose derivatives such as carboxymethyl cellulose,
hydroxyethyl cellulose, hydroxypropyl cellulose, ethylhy-
droxyethyl cellulose, ethyl cellulose, methyl cellulose,
carboxymethyl ethyl cellulose and hydroxypropyl methyl
cellulose, water-soluble acrylic acid derivatives such as
2-hydroxyethylacrylate and 2-hydroxypropylacrylate,
mixtures of various water-soluble proteins such as gelatin
and starch.

[0043] Furthermore, in order to attach the substance
that labels the specific substance (the substance that
specifically traps the specific substance, and the labeled
body such as a labeled antibody) to the inner walls, for
example, a method for allowing a plastic plate to adsorb
an antibody by utilizing a hydrophobic interaction, which
is generally performed in performing an ELISA (an en-
zyme immunoassay process), can be used. Specifically,
for example, a labeled antibody that has been diluted
with a sodium bicarbonate buffer (0.1 M, pH 9.6) to 2 to
5 pg/ml is brought into contact with a coating region (a
region on the inner wall to be attached), and reacted at
room temperature for 3 hours (or at 4°C overnight). The
solution of the labeled antibody that has not been ad-
sorbed is collected, washed with a phosphate buffer sa-
line (PBS) containing 0.05% Tween, and further washed
with PBS. In this case, in order to promote the labeled
antibody to move away from the inner wall and be mixed
with the sample when the sample is putinto the collection
tube, where necessary, sodium chloride or the like may
further be added after the sample has been put into the
sample collection tube to thereby increase the salt con-
centration.

[0044] In addition, in the case when it is difficult to at-
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tach the permeabilization agent as a liquid to the inner
walls and the like, for example, as in the permeabilization
agent, the permeabilization agent is directly put into the
sample collection tube, and the flexible plate-like body is
sandwiched at a portion that is apart from the permeabi-
lization agent, as mentioned above.

Examples

[0045] The present invention will further be explained
below in detail with referring to Examples, but the present
invention is not limited to these.

[Comparative Example 1]
(Cell staining process by conventional process)

[0046] A blood collection tube containing EDTA (eth-
ylenediamine triacetate) as an anticoagulant was used.
MCEF-7 cells (breast cancer cells, ATCC HTB-22) were
added to the collected blood, and used as a model of
blood circulating cancer cells . The blood was diluted to
twice with a solution of PBS (phosphate buffer saline)
containing 0.5% BSA (bovine blood serum albumin), 4
mL of which was superposed on a tube to which 3 mL of
a separation medium for density gradient centrifugation
(Ficoll, specific gravity: 1.077) had been put in advance,
and centrifugation was performed at room temperature
at 400 g for 40 minutes. After the centrifugation, all of the
layers other than the erythrocyte layer were collected,
PBS was newly added thereto, centrifugation washing
was performed three times, and immobilization was per-
formed by using a 20% neutral buffer formalin liquid (Wa-
ko Pure Chemical). The 20% neutral buffer formalin liquid
was diluted with PBS so that the formaldehyde became
4%, and reacted at room temperature for 10 minutes.
After the reaction, centrifugation washing was performed
three times with PBS, and a permeabilization treatment
and blocking were conducted with PBS containing 0.1%
Tween 20 and 3% BSA, and a FITC (fluorescein isothi-
ocyanate)-labeled anticytokeratin antibody (Becton
Dickinson) and a PE (phycoerythrin)-labeled anti-CD45
antibody (Beckman Coulter) were added, and a reaction
was conducted for 1 hour. Centrifugation washing with
PBS containing 0.1% of Tween 20 were conducted three
times, nucleus staining by Hoechst (Hoechst 33342
(Dojindo Laboratories)) was performed for 5 minutes, and
centrifugation washing was performed again with PBS
containing 0.1% of Tween 20. A part of this cell suspen-
sion liquid was subjected to a fluorescence observation
under a microscope by a hemacytometer.

[0047] The result is shown in Fig. 2. It was confirmed
that a sample obtained by removing erythrocytes by a
density gradient centrifugation process from blood ob-
tained by spiking (adding) cancer cells to the blood can
be stained by a general cell immunostaining process.
The cancer cells reacted with the anticytokeratin anti-
body, and the leucocytes reacted with the anti-CD45 an-
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tibody, respectively.
[Example 1]

(Cellstaining processinwhich anticoagulationtreatment,
immobilization treatment, permeabilization treatment
and labeling treatment are performed in one step)

[0048] Using a Cyto-chex blood collection tube (man-
ufactured by Streck) as a blood collection tube for incor-
porating an anticoagulant (EDTA) and a cell immobilizer
(this is presume to be a formaldehyde donor such as
diazolidinylurea or imidazolidinylurea from the analysis
result),and MCF-7 cells (breast cancer cells) were added
to the collected blood and used as a model of blood cir-
culating cancer cells . Tween 20 was added to a part
thereof, 200 pL, so as to be 0.1%, and a FITC labeled
anticytokeratin antibody, a PE labeled anti-CD45 anti-
body and Hoechst were added thereto, and a reaction
was conducted for 30 minutes . A fluorescence observa-
tion was performed on a part thereof under a microscope
by a hemacytometer.

[0049] The result is shown in Fig. 3. An equivalent
staining result to that in a conventional general staining
process was able to be obtained for spike blood that is
similar to that in Comparative Example, by convenient
operations in which immobilization, permeabilization and
an antigen-antibody reaction simultaneously progress,
without separating hemocytes by centrifugation and sep-
arating blood foreign substances such as other proteins.

[Example 2]

(Example combined with density gradient centrifugation
process)

[0050] A blood collection tube containing EDTA as an
anticoagulant (manufactured by Terumo) was used.
MCE-7 cells (breast cancer cells) were added to the col-
lected blood and used as a model of blood circulating
cancer cells, and immobilization was performed by using
a 20% neutral buffer formalin liquid (Wako Pure Chemi-
cal). The 20% neutral buffer formalin liquid was diluted
with PBS and added so that the final concentration of the
formaldehyde became 0.08% with respect to 3 mL of the
blood, and the mixture was mixed by upsetting ten times.
This blood was diluted to twice with PBS containing 0.5%
BSA, 4 mL of the dilution was superposed on a tube to
which 3 mL of a separation medium for density gradient
centrifugation (Ficoll, specific gravity: 1.077) had been
added in advance, and centrifugation was performed at
room temperature at 400 g for 40 minutes. After the cen-
trifugation, all of the layers other than the erythrocyte
layerwere collected, Tween 20 was added to a part there-
of so as to be 0.1%, and a FITC-labeled anticytokeratin
antibody, a PE-labeled anti-CD45 antibody and Hoechst
were then added thereto, and a reaction was performed
for 20 minutes. A fluorescence observation was per-
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formed on a part thereof under a microscope by a hem-
acytometer.

[0051] The resultis shown in Fig. 4. In the case when
the immobilization, permeabilization and labeling (an an-
tigen-antibody reaction) were performed in one step by
using similar spike blood to that in Comparative Example,
a similar staining result to that in Example 1 was able to
be obtained even a fraction of the cells to be detected
(all of the layers other than the erythrocyte layers) was
obtained by the density gradient centrifugation treatment
between the immobilization and permeabilization, since
centrifugation washing for removing the immobilization
treating agent and permeabilization treating agent was
not performed.

Reference Signs List
[0052]

1 Sample collection tube

2 Openable and closable opening

3 Flexible plate-like body

4 Immobilizer (attached to the flexible plate-like
body)

5 Permeabilization agent (liquid)

6 Substance thatlabels specific substance (attached
to the inner walls)

7 Anticoagulant (attached to the flexible plate-like
body)

Claims

1. A method for specifically staining a specific sub-
stance possessed by cells in a sample, character-
ized in that the method comprises performing the
following steps in one step:

(A) a step of performing an immobilization treat-
ment of the cells;

(B) a step of performing a permeabilization treat-
ment of the cells; and

(C) a step of performing a labeling treatment of
the specific substance possessed by the cells,
whereby the series of treatments in the one step
are performed at the same time without perform-
ing washing to remove the immobilizer and per-
meabilization agent added.

2. The method according to claim 1, characterized in
that the sample is blood.

3. The method according to any one of claims 1 to 2,
characterized in that, in the step (A), the immobili-
zation treatment is performed on the cells by using
formaldehyde as animmobilizer (4), and the concen-
tration of the immobilizer (4) is from 0.01 to 1.0% by
volume with respect to the volume of the sample.
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The method according to any one of claims 1 to 3,
characterized in that, in the step (B), the permea-
bilization treatmentis performed on the cells by using
a surfactant as a permeabilization agent (5).

The method according to claim 4, characterized in
that the surfactant contains at least one selected
from the group consisting of Triton-100, Tween 20,
Saponin, Digitonin, Leucoperm and NP-40, and the
treatment is performed at the concentration of the
surfactant of from 0.01 to 0.5% by volume with re-
spect to the volume of the sample.

The method according to any one of claims 1 to 5,
characterized in that, in the step (C), the labeling
treatment of the specific substance possessed by
the cells is performed by using a substance that spe-
cifically traps the specific substance, and a fluores-
cent-labeled body.

The method according to claim 6, characterized in
that the substance that specifically traps the specific
substance is an antibody.

A sealable sample collection tube (1) having an
openable and closable opening (2), for storing a col-
lected sample and for simultaneously performing im-
mobilization and permeabilization of cells contained
in the sample and labeling of a specific substance
possessed by the cells, characterized in that:

(1) a flexible plate-like body (3) is housed in a
state that the flexible plate-like body (3) is sand-
wiched between inner walls of an intermediate
part of the sample collection tube (1), and

(2) an immobilizer (4) for the cells, a permeabi-
lization agent (5) for the cells, and a substance
for specifically labeling the specific substance
(6) possessed by the cell are housed in the sam-
ple collection tube (1) so that they are not
brought into contact with one another.

The sample collection tube (1) according to claim 8,
characterized in that the immobilizer (4) is attached
to at least a part of the flexible plate-like body (3),
the substance for specifically labeling the specific
substance (6) is attached to at least a part of the
inner wall of the sample collection tube (1), and the
permeabilization agent (5) is housed in the sample
collection tube (1).

The sample collection tube according to claim 8 or
9, characterized in that the sample is blood, and
an anticoagulant (7) is further attached to at least a
part of the flexible plate-like body (3) so that the an-
ticoagulant (7) is not brought into contact with the
immobilizer (4), the permeabilization agent (5) and
the substance for specifically labeling the specific
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substance (6).

Patentanspriiche

1.

Verfahren zum gezielten Einfarben einer spezifi-
schen Substanz, die in Zellen in einer Probe vorhan-
den ist, dadurch gekennzeichnet, dass das Ver-
fahren die Durchfiihrung der folgenden Schritte in
einem Schritt aufweist:

(A) einen Schritt der Durchfiihrung einer Immo-
bilisierungsbehandlung der Zellen;

(B) einen Schrittder Durchfiihrung einer Perme-
abilisierungsbehandlung der Zellen; und
(C)einen Schritt zur Durchfihrung einer Markie-
rungsbehandlung der in den Zellen vorhande-
nen spezifischen Substanz, wobei die Reihe von
Behandlungen in dem einen Schritt zur gleichen
Zeit durchgefiihrt werden, ohne die Durchfiih-
rung des Waschens zum Entfernen des hinzu-
gefiigten Immobilisierungs- und Permeabilisie-
rungsmittels.

Verfahren gemafl Anspruch 1, dadurch gekenn-
zeichnet, dass die Probe aus Blut besteht.

Verfahren gemal irgendeinem der Anspriiche 1 bis
2, dadurch gekennzeichnet, dass in dem Schritt
(A) die Immobilisierungsbehandlung an den Zellen
unter Verwendung von Formaldehyd als Immobili-
sierungsmittel (4) durchgefiihrt wird, und die Kon-
zentration des Immobilisierungsmittels (4) zwischen
0,01 und 1,0 Vol.-% beziglich des Volumens der
Probe betragt.

Verfahren gemaR irgendeinem der Anspriiche 1 bis
3, dadurch gekennzeichnet, dass in dem Schritt
(B) die Permeabilisierungsbehandlung an den Zel-
len unter Verwendung eines Tensids als Permeabi-
lisierungsmittel (5) durchgefiihrt wird.

Verfahren gemafl Anspruch 4, dadurch gekenn-
zeichnet, dass das Tensid zumindest eine Sub-
stanz aufweist, die aus der Gruppe ausgewahlt ist,
die aus Triton-100, Tween 20, Saponin, Digitonin,
Leucoperm und NP-40 besteht, und die Behandlung
bei einer Konzentration des Tensids von 0,01 bis 0,5
Vol.-% beziiglich des Volumens der Probe durchge-
fahrt wird.

Verfahren gemaR irgendeinem der Anspriiche 1 bis
5, dadurch gekennzeichnet, dass in Schritt (C) die
Markierungsbehandlung der in den Zellen enthalte-
nen spezifischen Substanz durchgefiihrt wird unter
Verwendung einer Substanz, die speziell die spezi-
fische Substanz einfangt, und eines Fluoreszenz-
Markierungskorpers.
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Verfahren gemall Anspruch 6, dadurch gekenn-
zeichnet, dass die Substanz, die speziell die spe-
zifische Substanz einfangt, ein Antikorper ist.

VerschlieRbares Probenahmerdhrchen (1), das eine
Offnung (2) aufweist, die gedffnet und verschlossen
werden kann, um eine genommene Probe zu lagern
und um gleichzeitig die Immobilisierung und Perme-
abilisierung von in der Probe enthaltenen Zellen und
die Markierung einerin den Zellen vorhandenen spe-
zifischen Substanz durchzufiihren, dadurch ge-
kennzeichnet, dass:

(1) ein biegsamer plattenartiger Kérper (3) der-
art gelagert ist, dass der biegsame plattenartige
Korper zwischen den Innenwénden eines Zwi-
schenbereiches des Probenahmerdhrchens (1)
angeordnet ist, und

(2) ein Immobilisierungsmittel (4) fur die Zellen,
ein Permeabilisierungsmittel (5) fir die Zellen
und eine Substanz zur speziellen Markierung
der in den Zellen vorhandenen spezifischen
Substanz (6) in dem Probenahmerdhrchen (1)
derart gelagert sind, dass sie nicht miteinander
in Kontakt gebracht werden.

Probenahmerdhrchen (1) gemafl Anspruch 8, da-
durch gekennzeichnet, dass das Immobilise-
rungsmittel (4) auf zumindest einem Teil des bieg-
samen plattenartigen Korpers (3) aufgebrachtist, die
Substanz zur speziellen Markierung der spezifi-
schen Substanz (6) auf zumindest einem Teil der
Innenwand des Probenahmeréhrchens (1) aufge-
bracht ist und das Permeabilisierungsmittel (5) in
dem Probenahmerdéhrchen (1) gelagert ist.

Probenahmerdhrchen (1) gemafR Anspruch 8 oder
9, dadurch gekennzeichnet, dass die Probe aus
Blut besteht, und ein Antikoagulans (7) ferner auf
zumindest einem Teil des biegsamen plattenartigen
Korpers (3) derart aufgebracht ist, dass das Antiko-
agulans nicht mit dem Immobilisierungsmittel (4),
dem Permeabilisierungsmittel (5) und der Substanz
zur speziellen Markierung der spezifischen Sub-
stanz (6) in Kontakt gebracht wird.

Revendications

Procédé pour colorer distinctivement une substance
spécifique contenue dans des cellules dans un
échantillon, caractérisé en ce que le procédé com-
prend I'exécution des étapes suivantes dans une
étape :

(A) une étape d’exécution d’un traitement d’'im-
mobilisation des cellules ;
(B) une étape d’exécution d’un traitement de
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perméabilisation des cellules ; et

(C) une étape d’exécution d’un traitement de
marquage de la substance spécifique contenue
dans les cellules, dans lequel la série de traite-
ments dans l'une étape est effectuée simulta-
nément sans effectuer un lavage pour enlever
I'agent d'immobilisation et 'agent de perméabi-
lisation ajoutés.

Procédé selon la revendication 1, caractérisé en ce
que '’échantillon est du sang.

Procédé selon 'une quelconque des revendications
1 a 2, caractérisé en ce que dans I'étape (A) le
traitement d'immobilisation est appliqué aux cellules
en utilisant du formaldéhyde comme agent d'immo-
bilisation (4) et la concentration de I'agent d’immo-
bilisation (4) est comprise entre 0,01 et 1,0 % en
volume par rapport au volume de I'échantillon.

Procédé selon 'une quelconque des revendications
1 a 3, caractérisé en ce que dans I'étape (B) le
traitement de perméabilisation est appliqué aux cel-
lules en utilisant un tensioactif comme agent de per-
méabilisation (5).

Procédé selon larevendication 4, caractérisé en ce
que le tensioactif contient au moins une substance
sélectionnée dans le groupe composé de Triton-100,
de Tween 20, de saponine, de digitonine, de Leuco-
perm et de NP-40, et le traitement est effectué avec
une concentration du tensioactif comprise entre 0,01
et0,5 % en volume par rapport au volume de I'échan-
tillon.

Procédé selon 'une quelconque des revendications
1 a 5, caractérisé en ce que dans l'étape (C) le
traitement de marquage de la substance spécifique
contenue dans les cellules est effectué en utilisant
une substance, qui capture particulierementla subs-
tance spécifique, et un corps de marquage par fluo-
rescence.

Procédé selon la revendication 6, caractérisé en ce
que la substance, qui capture particulierement la
substance spécifique, est un anticorps.

Tube de collection d’échantillon (1) refermable ayant
une ouverture (2) susceptible d’étre ouverte et fer-
mée, pour stocker un échantillon prélevé et pour ef-
fectuer simultanément une immobilisation et une
perméabilisation de cellules contenues dans
I’échantillon et pour effectuer un marquage d’'une
substance spécifique contenue dansles cellules, ca-
ractérisé en ce que :

(1) un corps flexible en forme de plaque (3) est
logé de sorte que le corps flexible en forme de
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plaque (3) est interposé entre les parois inté-
rieures d’'une partie intermédiaire du tube de col-
lection d’échantillon (1), et

(2) un agent d'immobilisation (4) des cellules,
un agent de perméabilisation (5) des cellules et
une substance pour marquer distinctivement la
substance spécifique (6) contenue dans les cel-
lules sont logés dans le tube de collection
d’échantillon (1) de sorte qu'ils ne viennent pas
en contact les uns avec les autres.

Tube de collection d’échantillon (1) selon la reven-
dication 8, caractérisé en ce que I'agent d’immobi-
lisation (4) est appliqué sur au moins une partie du
corps flexible en forme de plaque (3), la substance
pour marquer distinctivement la substance spécifi-
que (6) est appliquée sur au moins une partie de la
paroi intérieure du tube de collection d’échantillon
(1) et 'agent de perméabilisation (5) est logé dans
le tube de collection d’échantillon (1).

Tube de collection d’échantillon selon la revendica-
tion 8 ou la revendication 9, caractérisé en ce que
I'échantillon est du sang et un anticoagulant (7) est
en outre appliqué sur au moins une partie du corps
flexible en forme de plaque (3), de sorte que I'anti-
coagulant (7) n’est pas mis en contact avec I'agent
d'immobilisation (4), 'agent de perméabilisation (5)
et la substance pour marquer distinctivement la
substance spécifique (6).
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FIG. 1
ANASPECT OF THE SAMPLE COLLECTION TUBE OF THE PRESENT INVENTION
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FIG. 2

THE FLUORESCENT-TAINED IMAGES OF THE CELLS IN THE BLOOD TO WHICH MCF-7 CELLS
(BREAST CANCER CELLS) HAD BEEN ADDED (COMPARATIVE EXAMPLE|

MCF-7 CELLS (STAINED WITHA THE WHOLE CELL NUCLE!
FITC-LABELED ANTICYTOKERATIN ANTIBODY) {NUCLEUS STAINING WITH HOECHST)

LEUCOCYTES (STANED WITHA .
PELABELEDANTICDIS ANTRODY e

FIG. 3
THE FLUORESGENT-STAINED IMAGES OF THE CELLS INTHE BLOOD TO
WHICH MCF-7 GELLS (BREAST CANCER CELLS) HAD BEEN ADDED (EXAMPLE 1)
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FIG. 4

THE FLUORESCENT-STAINED IMAGES OF THE CELLS IN'THE BLOOD TO WHICH MCF-7
CELLS {BREAST CANCER CELLS) HAD BEEN ADDED (EXAMPLE )

MCF-7 CELLS (STAINED WITHA THE WHOLE CELL NUCLE]
FITC-LABELED ANTICYTOKERATIN ANTIBODY) (NUCLEUS STAINING WITH HOECHST

LEUCOCYTES (STAINED WITHA
FEUEEAEATE) ey

14



EP 2 998 738 B1
REFERENCES CITED IN THE DESCRIPTION
This list of references cited by the applicant is for the reader’s convenience only. It does not form part of the European
patent document. Even though great care has been taken in compiling the references, errors or omissions cannot be
excluded and the EPO disclaims all liability in this regard.

Patent documents cited in the description

* JP 2009525468 T [0008] * JP 2008256713 A [0008]

15



patsnap

TRBIROF) ARREFENATZAENERE

DFH(RE)S EP2998738B1 NIF(AEH)A 2020-02-12
RES EP2014798175 FER 2014-03-24
FRIRB(RFR)AGE) TRFHAatt

RF(EFR)AGE)

HAT R E (TR AGE)

fIfeF 324815 |, INC.

ffe+3%8E% | INC.

[#R1 &% BB A CHIYODA TSUNEKO
ARAKI JUNGO
KA CHIYODA, TSUNEKO
ARAKI, JUNGO
IPCH %S GO01N33/48 C12M1/26 C12M1/34 C12Q1/04 GO1N1/30 GO1N33/53 GO1N33/533 GO1N1/31
CPCo %5 GO1N1/30 GO1N1/31 GO1N2001/305
1k &4 2013101206 2013-05-13 JP
H A0 FF 3Rk EP2998738A1
EP2998738A4
SAEREERE Espacenet
A3 FIi1G. 7
?EE (é) AN ASPECT OF THE SAMPLE COLLECTION TUBE OF THE PRESENT INVENTION

FAEANBNR , EXERAE P R0 A 4R RE R0k 8945 E ¥ Bt

ITREFEHELT  RH-—PEENARRESE B EBETU

BATHIAMER (R ) o BETRENNRPARNEKE  HBEEN
REEFRFOARRENIBHERETHE, A, ZRANS -1 B

HEREMH-—MERT LRARREF ENHERBREE, —HNERTH
RFFAENJENR#TRAERECNTE , @B E - SRPHTH

TR : (A) NARBTEECLENSER ; (B)HTHARAELL
HEHLIR,

/)
1
/'z/w
y
\

ﬁ,

| SeS————

/
AN AN IV NN SRS Y
'\; ) f
AN DO AV NNV RNANNNY
T
w P

N

@


https://share-analytics.zhihuiya.com/view/94e12ce6-e6f5-4f9f-8a93-e2a1708096ff
https://worldwide.espacenet.com/patent/search/family/051898136/publication/EP2998738B1?q=EP2998738B1

