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(54) METHOD FOR MEASURING ENDOTOXIN AND REAGENT KIT FOR MEASURING ENDOTOXIN

(57) A technique which is less likely to be affected
by turbid or color of samples and with which prompt and
simple detection or concentration measurement of en-
dotoxin can be achieved is provided. A reagent in which
proteins contained in LAL are adsorbed or bound onto
fine particles dispersed in a previously prepared drug liq-

uid is prepared, and this reagent and a sample containing
endotoxin are mixed. By doing this, endotoxin acts on
the proteins on the fine particles and the fine particles
are associated with one another to form a large aggregate
at an early stage. By optically measuring the formation
of this aggregate, detection or concentration measure-
ment of endotoxin is performed.
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Description

Technical Field

[0001] The present invention relates to a method of
detecting endotoxin or measuring the concentration of
endotoxin and to a reagent kit to be used for detecting
endotoxin or measuring the concentration of endotoxin.

Background Art

[0002] Endotoxin is a lipopolysaccharide present in a
cell wall of a Gram-negative bacterium and is the most
typical pyrogen. If a transfusion, a medicine for injection,
or blood contaminated with endotoxin is introduced into
the human body, endotoxin may induce severe side ef-
fects such as fever and shock. Therefore, it has been
required that the above-mentioned medicine or instru-
ment is kept not to be contaminated with endotoxin.
[0003] A limulus amoebocyte lysate (hereinafter, also
referred to as "LAL") contains serine proteases which are
activated by endotoxin. In the case where LAL reacts
with endotoxin, a coagulogen present in LAL is hydro-
lyzed into a coagulin by an enzyme cascade of the serine
proteases activated depending on the amount of endo-
toxin, and the coagulin is associated with one another to
form an insoluble gel.
[0004] Examples of a method of measuring the con-
centration of endotoxin include a semi-quantitative gela-
tion method which includes: leaving a sample blended
with LAL to stand; turning the container upside down after
a lapse of a predetermined time; and judging whether
the sample gets gelation or not based on the presence
or absence of dropping of the sample to examine whether
or not the sample contains endotoxin above a certain
concentration. Examples of another sensitive method of
quantifying endotoxin include: a turbidimetric method
which analyze a sample with time by determining the
turbidity of a sample caused by gel formation by a reac-
tion between LAL and endotoxin; and a colorimetric
method which is performed by using a synthetic substrate
which is hydrolyzed by an enzyme cascade to develop
a color.
[0005] Of the above-mentioned quantification meth-
ods, the turbidimetric method may require a very long
reaction time until gel formation is detected because the
amount of an enzyme activated by an action of a low
concentration of endotoxin is small. On the other hand,
the colorimetric method has a disadvantage that the
method is easily affected by the turbidity (such as blood
lipid) of a sample and a pigment mixed (such as hemo-
globin caused by hemolysis). Therefore, the above-men-
tioned turbidimetric method and colorimetric method are
not necessarily the best methods for measurement of
endotoxin in blood of a patient in emergency or for meas-
urement of endotoxin in a dialysis solution or blood in
artificial dialysis.
[0006] Moreover, it has been proposed a laser light

scattering particle measurement method, which involves
measuring formation of fine gel-particles at an aggrega-
tion early stage by: forming fine gel-particles at an early
stage by stirring a sample obtained by blending LAL and
endotoxin; and analyzing the sizes and number of the
fine gel-particles based on the intensity of laser light scat-
tered by the fine gel-particles. It has been reported that
the method can shorten the measurement time to about
one-third compared with the turbidimetric method and
can reduce the effects of the turbidity or color of the sam-
ple.
[0007] However, even if the above-mentioned laser
light scattering particle measurement method is used, it
takes a time of 40 to 50 minutes to measure a low con-
centration (about 1 EU (endotoxin unit)/L) of endotoxin.
In the laser light scattering particle measurement meth-
od, the optical system is complex because particles in a
minute space are observed, resulting in a disadvantage
that measurement of many analytes is difficult.

Patent Document 1: JP 2667695 B2

Disclosure of the Invention

Problem to be solved by the Invention

[0008] The present invention has been made in con-
sideration of the above-mentioned problems. An obj ect
of the present invention is to provide a technology which
is less likely to be affected by the turbidity or color of a
sample and with which rapid and simple detection or con-
centration measurement of endotoxin can be achieved.

Means for solving the Problems

[0009] The most distinctive feature of the method of
measuring endotoxin according to the present invention
is as follows. That is, a reagent is prepared by adsorbing
or binding proteins in LAL to previously prepared fine
particles dispersed in a drug solution. Then, a sample
containing endotoxin is allowed to act on the reagent,
and the fine particles are associated with one another to
form a large aggregate at an early stage. By detecting
the formation of this aggregate, measurement of endo-
toxin is performed.
[0010] To be specific, the method according to the
present invention is a method of measuring endotoxin
for detecting endotoxin in a sample or measuring the con-
centration of endotoxin in a sample, including:

binding or adsorbing a predetermined protein in a
limulus amoebocyte lysate to surfaces of fine parti-
cles capable of dispersing in a reagent;
blending a reagent where the fine particles to which
the predetermined protein is bound or adsorbed are
dispersed with a sample; and
detecting formation of a gel in the blended solution
of the reagent and the sample to detect endotoxin
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or measuring the degree of formation of the gel to
measure the concentration of endotoxin.

[0011] The inventors of the present invention have
made intensive studies and found that a protein in LAL
is bound or adsorbed to fine particles made from resin
for example and then allowed to act on endotoxin, larger
aggregates are formed at an early stage compared with
the case where a sample containing endotoxin is allowed
to act on LAL itself. This is caused by hydrolyzing a co-
agulogen on the fine particles by the enzyme cascade in
LAL into a coagulin, which causes association of the fine
particles. The inventors have clarified that the aggrega-
tion reaction is less likely to be affected by the turbidity
or color of the sample and that the aggregation reaction
is very stronger than that caused by LAL itself.
[0012] In the present invention, based on such phe-
nomenon, a reagent is prepared by binding or adsorbing
a protein in LAL to fine particles, and a sample containing
endotoxin is allowed to act on the reagent (hereinafter,
also referred to as "LAL reagent") to form a large aggre-
gate at an early stage by association of the fine particles,
resulting in promoting gel formation in the blended solu-
tion of the LAL reagent and the sample. This enables
reducing the effects of the turbidity or color of the sample
in detection or concentration measurement of endotoxin
(hereinafter, collectively referred to as "measurement of
endotoxin") and performing the detection or concentra-
tion measurement rapidly and simply.
[0013] Note that, the above-mentioned predetermined
protein has an ability to react with endotoxin to form a
gel and includes at least a coagulogen. In addition, the
protein may include other proteins such as serine pro-
teases. In the present invention, gel formation means a
phenomenon which includes at least one of formation of
an aggregate by association of the fine particles, forma-
tion of gel particles by association of a coagulin which is
not bound or adsorbed to the fine particles, and gel for-
mation of a blended solution of the LAL reagent and a
sample.
[0014] Meanwhile, in the present invention, the degree
of gel formation means an increase in the size or number
of an aggregate formed by association of the fine particles
as described above, and a gel particle formed by asso-
ciation of the coagulin which is not bound or adsorbed to
the fine particles. Alternatively, the degree means chang-
es in physical and chemical properties (e.g., turbidity)
caused by gel formation of the blended solution of the
LAL reagent and the sample.
[0015] The above-mentioned predetermined protein
may be a coagulogen purified from the limulus amoebo-
cyte lysate.
[0016] As described above, in the aggregation reaction
when endotoxin is allowed to act on LAL, the coagulogen
is hydrolyzed into the coagulin by the enzyme cascade
in LAL, and the coagulin causes association of the fine
particles. Therefore, if only the coagulogen previously
extracted by purifying proteins in LAL is bound or ad-

sorbed to the fine particles, the fine particles can be as-
sociated with one another in a more efficient manner to
form an aggregate at more early stage.
[0017] In the present invention, in the case where the
above-mentioned predetermined protein includes the
serine protease and coagulogen, an inhibitor which in-
hibits a reaction between the serine protease and endo-
toxin may be added to the reagent, where the fine parti-
cles to which the predetermined protein is bound or ad-
sorbed are dispersed, in the process of reagent prepa-
ration.
[0018] To bind or adsorb the proteins in LAL to the fine
particles, first, a functional group capable of binding or
adsorbing the proteins is allowed to be present on the
surfaces of the fine particles. Then, in such state, the LAL
reagent is allowed to act on the functional group to chem-
ically bind or to electrostatically, hydrophilically, or hy-
drophobically adsorb the proteins to the surfaces of the
fine particles. In this case, it takes a long period of time
to perform the binding or adsorbing reaction between the
proteins in LAL and the fine particles. Therefore, endo-
toxin which is mixed in a minute amount in the fine par-
ticles, reagents used, or water may react with the serine
protease in the proteins to hydrolyze the coagulogen into
the coagulin, which may start aggregation of the fine par-
ticles. In this case, the coagulogen in the reagent may
be hydrolyzed and consumed by activation of the en-
zyme.
[0019] In order to solve this problem, in the present
invention, in the case where the above-mentioned pre-
determined protein includes the serine protease and co-
agulogen, an inhibitor which inhibits a reaction between
the serine protease and endotoxin is added to the rea-
gent, where the above-mentioned fine particles to which
the predetermined protein is bound or adsorbed are dis-
persed. This can inhibit aggregation of the fine particles
in the process of reagent preparation and can inhibit hy-
drolysis and consumption of the coagulogen due to ac-
tivation of the enzyme.
[0020] Specifically, the above-mentioned inhibitor may
be iron ion or aluminum ion which is known to have an
effect of deactivating endotoxin. Alternatively, the inhib-
itor may be an enzyme inhibitor which prevents activation
of the serine protease in LAL.
[0021] In addition, in the present invention, the reagent
where the fine particles to which the above-mentioned
predetermined protein is bound or adsorbed are dis-
persed may be further mixed with the limulus amoebo-
cyte lysate, and the reagent may be blended with the
sample simultaneously with or after the mixing.
[0022] This can supplement proteins in LAL to the re-
agent where the fine particles to which protein is bound
or adsorbed are dispersed. By doing this, when the rea-
gent is blended with a sample containing endotoxin, en-
dotoxin can act on the serine protease in the reagent
more accurately to hydrolyze the coagulogen bound or
adsorbed to the fine particles and the coagulogen in the
mixed LAL into the coagulin. As a result, it is possible to
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more accurately associate the coagulogen bound or ad-
sorbed to the fine particles with one another or to more
accurately associate the coagulogen bound or adsorbed
to the fine particles with the coagulin in LAL mixed, re-
sulting in promoting formation of an aggregate mainly
containing the fine particles. This enables rapid meas-
urement of endotoxin.
[0023] This has an advantage in the case where only
the coagulogen previously extracted by purifying proteins
in LAL is bound or adsorbed to the fine particles, or in
the case where an inhibitor which inhibits the reaction of
the serine protease and endotoxin in the reagent in the
process of reagent preparation is added. That is, even
in such case, when the reagent is blended with the sam-
ple containing endotoxin, endotoxin can act on the serine
protease more accurately.
[0024] Note that, in the above-mentioned process, the
reagent where the above-mentioned fine particles to
which the above-mentioned predetermined protein is
bound or adsorbed are dispersed is further mixed with
the limulus amoebocyte lysate, and then the mixture is
blended with the sample containing endotoxin. The
blending may be performed after or simultaneously with
the mixing with the lysate. However, to uniformly disperse
the coagulogen and serine protease supplemented in the
reagent, blending with the sample containing endotoxin
is desirably performed after a lapse of a predetermined
time from mixing of the reagent with the lysate.
[0025] In addition, the present invention may provide
a reagent kit for measurement of endotoxin, prepared by
binding or adsorbing a predetermined protein in a limulus
amoebocyte lysate to the surfaces of fine particles capa-
ble of dispersing in a reagent.
[0026] The predetermined protein is one having an
ability to react with endotoxin to form a gel and includes
at least the coagulogen. In addition, the protein may in-
clude another protein such as the serine protease.
[0027] Further, in the reagent kit for measurement of
endotoxin according to the present invention, the prede-
termined protein may be a coagulogen purified from the
limulus amoebocyte lysate.
[0028] Further, in the reagent kit for measurement of
endotoxin according to the present invention, the prede-
termined protein may include a serine protease and a
coagulogen, and an inhibitor which inhibits a reaction be-
tween the serine protease and the endotoxin may be fur-
ther added to a reagent where the fine particles to which
the predetermined protein is bound or adsorbed are dis-
persed.
[0029] In the case where the predetermined protein in
the limulus amoebocyte lysate is bound or adsorbed to
the surfaces of fine particles dispersible in a reagent to
prepare a reagent kit, as described above, endotoxin
which is mixed in a minute amount in the fine particles,
reagents used, or water may react with the serine pro-
tease in the proteins. In this case, the coagulogen may
be hydrolyzed into the coagulin in the process of reagent
preparation to start aggregation of the fine particles, re-

sulting in consumption of the coagulogen in the reagent.
[0030] In order to solve this problem, in the reagent kit
for measurement of endotoxin according to the present
invention, in the case where the above-mentioned pre-
determined protein includes the serine protease and co-
agulogen, an inhibitor which inhibits the reaction between
the serine protease and endotoxin is added to the reagent
where the above-mentioned fine particles to which pre-
determined protein is bound or adsorbed are dispersed.
This can inhibit aggregation of the fine particles in the
process of reagent preparation and can inhibit hydrolysis
and consumption of the coagulogen due to activation of
the enzyme. The above-mentioned inhibitor may be iron
ion, aluminum ion, or an enzyme inhibitor.
[0031] Further, the reagent kit for measurement of en-
dotoxin according to the present invention may be pre-
pared by further mixing the reagent where the fine parti-
cles bound or adsorbed to the predetermined protein are
dispersed with the limulus amoebocyte lysate.
[0032] Note that the above-mentioned means for solv-
ing the problems of the present invention may be com-
bined to a maximum extent.

Effects of the Invention

[0033] The present invention enables rapid and simple
detection or concentration measurement of endotoxin,
which is less likely to be affected by the turbidity or color
of a sample.

Brief Description of the Drawings

[0034]

FIG. 1 is a drawing illustrating an aggregation mech-
anism of LAL-bound beads in examples of the
present invention.
FIG. 2 is a graph illustrating a relationship between
the amount of the LAL-bound beads and changes in
transmitted light intensities in a blended solution ob-
tained by blending the LAL-bound bead reagent of
the present invention with a sample containing en-
dotoxin.
FIG. 3 is a graph illustrating a relationship between
the concentration of endotoxin and changes in trans-
mitted light intensities in a blended solution obtained
by blending the LAL-bound bead reagent of the
present invention with a sample containing endotox-
in.
FIG. 4 is a graph for comparing a relationship be-
tween the endotoxin concentration and the gel ag-
gregation starting time in a reaction between proteins
in LAL and endotoxin in the case of using the LAL-
bound bead method and that in the case of using the
laser light scattering particle measurement method.
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Description of Symbols

[0035]

1 bead
2 coagulogen
3 coagulogen
10 LAL-bound bead

Best Mode for carrying out the Invention

[0036] The process of forming a gel by a reaction be-
tween LAL and endotoxin has been studied well. That is,
when endotoxin is bound to a serine protease, i.e., C-
factor in LAL, the C-factor is activated, the activated C-
factor hydrolyzes and activates another serine protease,
i.e., B-factor in LAL to its activated form. The activated
B-factor immediately hydrolyzes a precursor of a clotting
enzyme in LAL to clotting enzyme as an activated form,
and the clotting enzyme hydrolyzes a coagulogen in LAL
to form a coagulin. Further, the formed coagulin is then
associated with one another to form an insoluble gel.
[0037] A series of reactions as described above are
similar to the process of forming a fibrin gel via serine
proteases such as Christmas factor or thrombin present
in mammals. Such enzyme cascade reactions have a
very strong amplification effect because even a very
small amount of an activation factor activates the subse-
quent cascade in a chain reaction. Therefore, according
to a method of measuring endotoxin using LAL, it is pos-
sible to detect a very small amount (sub-pg/mL order) of
endotoxin.
[0038] Examples of a measurement method which can
quantify endotoxin include the turbidimetric method and
the laser light scattering particle measurement method,
as described above. In such measurement methods, en-
dotoxin can be measured sensitively by detecting asso-
ciation products of a coagulin formed by the enzyme cas-
cade reactions in LAL as the turbidity of a sample in the
former method or as fine gel-particles formed in the sys-
tem in the latter method.
[0039] However, in the turbidimetric method, each co-
agulin is a fine particle (nanometer order). Therefore, if
the particles are progressively associated with one an-
other, the particles cannot be detected as the turbidity
until the product grows to a size which can be detected
optically. Meanwhile, in the turbidimetric method, in gen-
eral, a sample is left to stand to form a gel in the whole
system. Accordingly, the coagulin collision probability is
low, and the association rate is not always high. There-
fore, in the turbidimetric method, there is a disadvantage
that it takes a very long time before detection or concen-
tration measurement of endotoxin can be achieved.
[0040] On the other hand, in the laser light scattering
particle measurement method, fine gel-particles formed
in the system are directly measured, and hence the meth-
od is more sensitive than the turbidimetric method. In
addition, gel formation can be detected in a short time

compared with the turbidimetric method because in gen-
eral, a sample containing LAL and an analyte is forcibly
stirred.
[0041] However, in the laser light scattering particle
measurement method, the optical system is complex be-
cause particles in a minute space are observed, resulting
in a disadvantage that measurement by a simple device
is difficult.
[0042] The method of measuring endotoxin further in-
cludes a colorimetric method. The method does not
measure the turbidity of a sample caused by a coagulin
gel although the method is based on the enzyme cascade
reactions in LAL. The method is performed by measuring
absorbance changes caused by a reaction between an
analyte and LAL containing a synthetic substrate, which
is hydrolyzed by a clotting enzyme to develop a color. In
the colorimetric method, the concentration of a chromog-
enic substance formed in the system is measured, and
hence a low concentration of endotoxin can be measured
in a short time compared with the turbidimetric method
or laser light scattering particle measurement method,
where gel formation in a sample is measured.
[0043] However, a synthetic chromogenic substrate
has an absorbance peak at about 405 to 410 nm, and
the wavelength overlaps with the absorbance peak of
hemoglobin (410 nm) which is mixed in a sample and is
generated by hemolysis. A white scatter in blood, such
as chyle, scatters more actively in the case where the
light wavelength is shorter, and hence a light having a
wavelength on the shortest side (purple) in the visible
light region including the absorbance peak of the syn-
thetic chromogenic substrate is particularly affected by
the white scatter. As described above, the colorimetric
method can be performed in a very short time but has a
problem with accuracy of measurement of an analyte
mainly containing blood.
[0044] An object of the present invention is to reduce
the effect of the turbidity or color of a sample on meas-
urement. Therefore, the present invention employs not
a method where a synthetic chromogenic substrate is
used, such as the colorimetric method, but a process of
coagulin formation caused by the enzyme cascade in
LAL. A further object of the present invention is to develop
a measurement technique which is similar to the turbidi-
metric method but can be performed in a short time com-
pared with the laser light scattering particle measurement
method and is performed using an apparatus which can
be made easily. Therefore, the present invention does
not employ a method performed by passively waiting for
hydrolysis of a coagulogen into a coagulin and a progres-
sive aggregation process, which are caused by the en-
zyme cascade in LAL.
[0045] Hereinafter, best modes for carrying out this in-
vention are described illustratively in detail with reference
to drawings.
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Example 1

[0046] In this example, a coagulogen is preliminarily
bound to the surfaces of fine particles with a size which
can be detected by the turbidimetric method or the laser
light scattering particle measurement method or is slight-
ly smaller than a detection limit size. Then, a sample con-
taining endotoxin is blended in a reagent prepared by
mixing the particles with a LAL reagent. By doing this, a
coagulin formed in LAL is associated with a coagulin
formed on the fine particles, or coagulins formed on the
fine particles are associated with one another, to thereby
form a large aggregate with a size which can be detected
by the turbidimetric method or the laser light scattering
particle measurement method in short time. As a result,
endotoxin can be measured more rapidly by the turbidi-
metric method or the laser light scattering particle meas-
urement method.
[0047] FIG. 1 illustrates an aggregation mechanism of
the fine particles according to this example. In FIG. 1,
the drawing on the left side of the central arrow is a sche-
matic view of the reagent before the reaction with endo-
toxin. The drawing on the right side of the arrow is a
schematic view of the reagent after the reaction with en-
dotoxin.
[0048] As shown in FIG. 1, before the reaction, the
beads 1, which are fine particles in this example, the co-
agulogens 2 which are bound to the surfaces of the fine
particles, and the coagulogens 3 which are not bound to
the surfaces of the fine particles are dispersed. Note that,
hereinafter, as a matter of convenience, fine particles
obtained by binding the coagulogens 2 to the beads 1
are referred to as LAL-bound beads 10.
[0049] As the bead 1 which serves as a carrier for bind-
ing the coagulogen 2, there is selected a bead which can
adsorb, support, or bind the coagulogen 2 contained in
a protein in LAL, can be dispersed uniformly in a reaction
system, and does not prevent or promote a process of
gel formation by endotoxin. The material of the bead 1
is not particularly limited, and examples thereof include
polystyrene latex resin, silica, silicon resin, cellulose res-
in, polyvinyl alcohol resin, and hydroxyapatite. The pol-
ystyrene latex resin, silica, and cellulose resin are desir-
able.
[0050] The size of the bead 1 used is within a range
of 0.05 Pm to 50 Pm in view of a condition where the
bead can be detected optically at an early stage by ag-
gregation, ease of handling in preparation, dispersibility
in a system, etc. The size is more desirably within a range
of 0.1 Pm to 30 Pm. The coagulogen 2 can be bound to
the surface of the bead 1 by a method of adsorbing the
coagulogen 2 electrostatically, hydrophilically, or hydro-
phobically or by a method of binding the coagulogen 2
chemically.
[0051] To adsorb the coagulogen 2 electrostatically,
hydrophilically, or hydrophobically to the bead 1, the sur-
face of the bead 1 must have a functional group capable
of supporting the coagulogen 2. Examples of the func-

tional group include an amino group, a carboxyl group,
a phosphate group, a hydroxyl group, a sulfonate group,
a thiol group, an alcohol group, and an alkyl group.
[0052] On the other hand, in the case where the coag-
ulogen 2 is bound chemically to the surface of the bead
1, the bead must have a functional group capable of
chemically binding to an amino group, a carboxyl group,
a thiol group, or the like in a side chain of the coagulogen
2. Examples of the functional group include a carboxyl
group, an amino group, a vinyl group, an epoxy group, a
styryl group, a methacryloxy group, an acryloxy group,
an ureido group, a thiol group, a sulfide group, an isocy-
anate group, and an isothiocyanate group.
[0053] The LAL reagent or a coagulogen prepared and
purified from the LAL reagent or the like is allowed to act
on the bead 1 such as the polystyrene latex resin, silica,
silicon resin, cellulose resin, polyvinyl alcohol resin, or
hydroxyapatite having the above-mentioned functional
groups on its surface. By doing this, the coagulogen 2 is
electrostatically, hydrophilically, or hydrophobically ad-
sorbed or supported to the surface of the bead 1. Alter-
natively, a reactive functional group on the bead 1 is
chemically bound to the coagulogen 2 via an amino
group, a carboxyl group, or a thiol group in the coagulo-
gen 2. According to this process, the LAL-bound bead
10 can be prepared.
[0054] The reaction temperature and reaction time in
the above-mentioned process vary whether adsorbing,
supporting, or chemical binding is performed. The reac-
tion temperature is desirably 0°C to 45°C, more desirably
4°C to 37°C. The reaction time is desirably 10 minutes
to 64 hours, more desirably 2 hours to 24 hours. To per-
form the reaction uniformly, a sample is desirably stirred
well during the reaction.
[0055] Note that, to adsorb, support, or bind the coag-
ulogen 2 on the bead 1, the coagulogen 2 may be ad-
sorbed, supported, or bound to the bead 1 without se-
lecting a protein in LAL, or the coagulogen 2 may be
adsorbed, supported, or bound to the bead 1 after the
coagulogen in LAL is purified. In the case of employing
the method of adsorbing, supporting, or binding the co-
agulogen to a fine particle without selecting a protein in
LAL, proteins other than the coagulogen 2 are also ad-
sorbed, supported, or bound to the bead 1. However, it
is possible to omit a step of purifying the coagulogen in
LAL, and hence the cost for preparation and purification
of the reagent can be reduced. Note that, in this case, in
FIG. 1, large amounts of proteins (not shown) other than
the coagulogens 2 and 3 in LAL are present on the bead
1 and in the reagent surrounding the bead 1.
[0056] The reaction for adsorbing, supporting, or bind-
ing the coagulogen or a protein in LAL to the bead 1 as
described above takes much time. Therefore, if a slight
amount of endotoxin is mixed in the bead 1 itself, rea-
gents used, water, etc., a clotting enzyme activated by
endotoxin mixed therein before completion of prepara-
tion of the reagent hydrolyzes the coagulogen to form
the coagulin, thereby causing aggregation in the system.
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To inhibit this, iron ion or aluminum ion, which is known
to have an effect of deactivating endotoxin, may be added
to the reaction system. The concentration of the iron ion
or aluminum ion added in this case is desirably 100 mM
or less.
[0057] To inhibit activation of serine proteases in LAL,
a variety of enzyme inhibitors may be added. Examples
of the enzyme inhibitors include Diisopropylfluorophos-
phate, Benzamidine, Phenylmethanesulfonylfluoride,
4-(2-Aminoethyl)-benzenesulfonyl fluoride, 6-Amidino-
2-naphthyl-4-guanidinobenzoatedimethanesulfonate, p-
Amidinophenylmethylsulfonyl fluoride, Aprotinin, An-
tipain, Leupeptin, Ecotin, PPACK (Phe-Pro-Arg-chlo-
romethylketone), α2-Macroglobulin, and Trypsin inhibi-
tor. The concentration of each of such enzyme inhibitors
is desirably 100 mM or less. The concentration is further
desirably 20 mM or less.
[0058] In this state, the LAL-bound beads 10 may be
dispersed completely independently. In addition, in part
or all of the LAL-bound beads 10, a plurality of the beads
may be crosslinked by the effect of adsorption, support,
or chemical binding. The thus-prepared LAL-bound
beads 10 are washed with purified water or physiological
saline not containing endotoxin to remove excess pro-
teins or coagulogens in LAL, which do not bind to the
beads 1, and an additive such as iron ion, aluminum ion
and an enzyme inhibitor. Finally, the LAL-bound beads
10 are resuspended before use in such purified water or
physiological saline so that the concentration is suitable
for the intended purpose. Hereinafter, the reagent in this
state is referred to as an LAL-bound bead reagent.
[0059] Next, actual detection or concentration meas-
urement of endotoxin using the LAL-bound bead reagent
in this example is described. In this example, there is
described a case where the LAL reagent is further mixed
in the above-mentioned LAL-bound bead reagent, and
the reagent after mixing is blended with a test sample
containing endotoxin. Note that, in the following descrip-
tion, it is assumed that an enzyme inhibitor is added when
the above-mentioned LAL-bound bead reagent is pre-
pared.
[0060] As described above, in a step of preparing the
LAL-bound bead reagent, excess proteins in LAL or a
coagulogen 3 purified from the proteins in LAL, which do
not bind to the beads 1, are removed by washing. The
serine protease which is adsorbed, supported, or bound
to the beads 1 is inhibited irreversibly by addition of an
enzyme inhibitor. Therefore, even if the LAL-bound bead
reagent in this state is blended singly with a sample con-
taining endotoxin, aggregation of the LAL-bound beads
10 may not occur.
[0061] Accordingly, in this example, the LAL-bound
bead reagent is further mixed with the LAL reagent, and
the mixture is blended with a sample containing endo-
toxin to aggregate the LAL-bound beads 10. By doing
this, it is possible to supply protein components in LAL,
such as serine proteases, to the LAL-bound bead rea-
gent. By doing this, when the reagent is blended with a

sample containing endotoxin, endotoxin can act more
accurately on the serine protease in the reagent and a
coagulogen can be hydrolyzed more accurately to form
a coagulin. As a result, it is possible to aggregate the
LAL-bound beads 10 more accurately and to measure
endotoxin rapidly.
[0062] In this case, an effect of promoting aggregation
of the LAL-bound beads 10 via the coagulin derived from
the coagulogen in the LAL reagent supplied may also be
obtained because the LAL reagent supplied contains the
coagulogen.
[0063] In this example, even if the serine protease on
the LAL-bound beads 10 is deactivated, an enzyme in-
hibitor which is irreversible and has a strong effect may
be used when the LAL-bound bead reagent is prepared
because excess serine protease is present in the LAL
reagent to be mixed.
[0064] To improve convenience of measurement, the
LAL-bound bead reagent prepared as above may be pre-
pared by freeze-drying a defined amount of the LAL-
bound bead reagent so that measurement can be per-
formed only by adding a test sample. In this case, the
freeze-dried LAL reagent may be mixed with the LAL-
bound bead reagent freeze-dried in the same way as
above at any rate, or a mixture obtained by the LAL-
bound bead reagent and LAL reagent at any rate may
be freeze-dried.

(Production Example 1)

[0065] Next, there is described an actual production
example of a LAL-bound bead reagent obtained by bind-
ing polystyrene latex particles each having a carboxyl
group on its bead surface to the LAL reagent under an
environment where an irreversible enzyme inhibitor is
added. As bead 1 having a carboxyl group on its surface,
Polybead Calboxylate Microsphere (hereinafter, abbre-
viated as "PCM") with a particle size of 0.45 Pm or 1.0
Pm manufactured by Polysciences, Inc. was used.
[0066] As the LAL reagent, a reagent for detecting en-
dotoxin manufactured by Wako Pure Chemical Indus-
tries, Ltd., Limulus HS-T Single Test Wako (hereinafter,
abbreviated as "LAL reagent") was used. 1.0 mL of PC-
Mwas placed in a centrifugation tube with a maximum
volume of 2.0 mL, and 0.1 M carbonate buffer (pH 9.6)
was added up to the maximum volume. Then, the whole
was mixed well and centrifuged using a desktop centri-
fuge at 12,500 rpm for 5 minutes to precipitate PCM, and
the supernatant was removed. A series of procedures
including blending with carbonate buffer, centrifugation,
and removal of the supernatant were further repeated
twice. Subsequently, 0.02 M phosphate buffer (pH 4.5)
was added to PCM precipitated up to the maximum vol-
ume, and the whole was blended. Then, the procedures
of centrifugation and removal of the supernatant were
performed three times in total in the same way as above.
[0067] To the resultant PCM precipitates was added
0.75 mL of phosphate buffer used above, and 0.75 mL
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of a 2.0% aqueous solution of carbodiimide (water-solu-
ble carbodiimide, manufactured by Dojindo Laboratories)
was further added thereto, followed by stirring by turning
upside down at room temperature for 3 hours to activate
carboxyl groups on PCM. After the reaction, PCM was
centrifuged to remove the supernatant and washed with
phosphate buffer three times in the same way as above,
and the final PCM precipitates were suspended in 0.5
mL of 0.2 M borate buffer (pH 8.5). Subsequently, the
LAL reagent was dissolved in 0.25 mL of borate buffer
to prepare two LAL reagent solutions, and the solutions
were mixed with the PCM suspension to a volume of 1.0
mL. Moreover, a serine protease inhibitor, PMSF (phe-
nylmethanesulfonyl fluoride), was added thereto so that
the final concentration was 4 mM. The mixed solution
was allowed to react at room temperature for 2 hours and
then at 4°C overnight so that the activated carboxyl
groups on PCM in the mixed solution were bound to ami-
no groups of each protein in LAL via amide bonds.
[0068] The mixed solution was centrifuged to remove
the supernatant, and the residue was resuspended in 1.2
mL of borate buffer. To the solution was added 50 PL of
0.25 M 2-aminoethanol/borate buffer, and the solution
was stirred by turning upside down at room temperature
for 30 minutes to consume unreacted activated carboxyl
groups on PCM with aminoethanol. Finally, the PCM sus-
pension was centrifuged to obtain PCM precipitates, and
the precipitates were washed three times in total by a
series of procedures including resuspension in physio-
logical saline for injection (manufactured by Otsuka Phar-
maceutical Co., Ltd.), centrifugation, and removal of the
supernatant, to thereby obtain an LAL-bound bead rea-
gent.

(Measurement Example 1)

[0069] Next, there is described Measurement Example
1 where the LAL-bound bead reagent obtained in Pro-
duction Example 1 above was actually used. The LAL-
bound bead reagent obtained in Production Example 1
was suspended in physiological saline for injection to 10
mL. Different amounts of the LAL-bound bead suspen-
sions were mixed with water for injection (manufactured
by Otsuka Pharmaceutical Co., Ltd.) to 100 PL. The re-
sultant solutions were further mixed with the LAL reagent
(Limulus HS-T Single Test Wako), and 100 PL of an
aqueous endotoxin solution with a concentration of 2
EU/L was further added. The blended solution with a vol-
ume of 200 PL in total was placed in a dry-heat-sterilized
(250°C, 5 hours) glass measurement cuvette having an
outer diameter of 7 mm and internally equipped with a
magnetic stirrer bar, and transmitted light intensity
changes with time, caused by aggregation of the LAL-
bound beads 10, were recorded using an apparatus for
measuring platelet aggregation, PA-200 (manufactured
by Kowa Company, Ltd.), capable of recording turbidity
changes with time while stirring the sample.
[0070] FIG. 2 illustrates the transmitted light intensity

changes with time, determined by the above-mentioned
measurement. In FIG. 2, the horizontal axis shows the
time, and the vertical axis shows the transmitted light
intensities of the blended solutions. FIG. 2 illustrates the
transmitted light intensity changes in the samples con-
taining different amounts of the LAL-bound beads 10 with
the transmitted light intensity determined 5 minutes after
the start of stirring taken as 100% in the recorded data.
FIG. 2 reveals that, as the amount of the LAL-bound
beads 10 added becomes larger, the amount of the
change becomes larger, and the aggregation starting
time can be made earlier.
[0071] In the case where the LAL-bound bead reagent
in this example is used for detection of endotoxin, for
example, the sample may be judged to contain endotoxin
when the transmitted light intensity in FIG. 2 reaches a
predetermined value. In such a case, according to this
example, as the amount of the LAL-bound beads 10 add-
ed becomes larger, the time for detection of endotoxin
can be made shorter. Judgment of the sample to contain
endotoxin when the transmitted light intensity in FIG. 2
reaches a predetermined value corresponds to detection
of endotoxin by detection of formation of a gel in a blended
solution.

(Measurement Example 2)

[0072] Next, another measurement example where
the LAL-bound bead reagent obtained in Production Ex-
ample 1 is used is described. In this measurement, the
LAL-bound bead reagent obtained in Production Exam-
ple 1 was suspended in physiological saline for injection
to 20 mL. 100 PL of the suspension was separated and
mixed in the LAL reagent, and the mixture was further
blended with 100 PL of aqueous solutions containing dif-
ferent concentrations of endotoxin so that the total vol-
ume was 200 PL. Then, in the same way as in Measure-
ment Example 1 above, transmitted light intensity chang-
es of the respective samples were recorded with the
transmitted light intensity determined 5 minutes after the
start of stirring taken as 100%.
[0073] FIG. 3 illustrates the transmitted light intensity
changes with time, determined by this measurement. In
FIG. 3, the horizontal axis shows the time, and the vertical
axis shows the transmitted light intensities of the blended
solutions. As shown in FIG. 3, as the concentration of
endotoxin added to the sample becomes large, the trans-
mitted light intensities increase more exponentially, re-
sulting in reducing the aggregation starting time. That is,
in the case where the LAL-bound bead reagent in this
example is used for measurement of the concentration
of endotoxin, for example, the concentration measure-
ment can be performed based on the time taken until the
transmitted light intensity reaches a predetermined value
(aggregation starting time) in FIG. 3. This corresponds
to measurement of the concentration of endotoxin by
measuring the degree of gel formation.
[0074] Next, the relationship between the concentra-
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tion of endotoxin and the aggregation starting time, de-
termined as above, was compared with the relationship
between the concentration of endotoxin and the aggre-
gation starting time, determined by the laser light scat-
tering particle measurement method in the case where
no LAL-bound beads 10 were used. FIG. 4 illustrates the
results of the comparison. As shown in FIG. 4, in the case
of using the LAL-bound beads 10 (in FIG. 4, referred to
as "LAL-bound bead method" for the purpose of simpli-
fication), although the turbidimetric method was used,
the aggregation starting time is earlier than that in the
case of using the laser light scattering particle measure-
ment method. This reveals that use of the LAL-bound
beads 10 enables rapid detection of endotoxin compared
with the case of the laser light scattering particle meas-
urement method.
[0075] Note that, in Production Example 1 in this ex-
ample, proteins in LAL was bound to the beads 1 without
selection to prepare the LAL-bound bead reagent. How-
ever, as in the case of this example, in the case where
the LAL-bound beads 10 are aggregated by further mix-
ing the LAL-bound bead reagent with the LAL reagent
and blending the mixture with a sample containing en-
dotoxin, the coagulogen is desirably adsorbed, support-
ed, or bound as many as possible on the beads 1 used
for formation of the LAL-bound beads 10. Therefore,
when the LAL-bound beads 10 are prepared, a purified
coagulogen may be adsorbed, supported, or bound to
the beads 1 rather than binding proteins in LAL on the
beads 1 without selection.
[0076] As in the case of this example, in the case where
proteins in LAL are adsorbed, supported, or bound to the
beads 1 without selection to prepare the LAL-bound bead
reagent, at least one kind of enzyme inhibitor and at least
one kind of iron ion or aluminum ion having an effect of
reducing the functions of endotoxin itself may be made
to exist together, so as to inhibit hydrolysis of the coag-
ulogen into the coagulin. Alternatively, at least one kind
of iron ion or aluminum ion may be added singly.
[0077] In the above-mentioned example, turbidity
changes with time were measured while stirring a blend-
ed solution obtained by mixing the LAL-bound bead re-
agent with the LAL reagent and blending an aqueous
endotoxin solution therein. However, the stirring of the
blended solution is not always necessary. When the tur-
bidity changes with time are measured while the blended
solution is not stirred and left to stand, rapid measure-
ment of endotoxin may be performed by using the LAL-
bound bead reagent.
[0078] In the above-mentioned example, gel formation
(formation of aggregates obtained by association of the
LAL-bound beads 10) may be measured by the laser light
scattering particle measurement method while stirring a
blended solution obtained by mixing the LAL-bound bead
reagent with the LAL reagent and blending an aqueous
endotoxin solution therein. By doing this, a synergistic
effect of the LAL-bound bead method and the laser light
scattering particle measurement method may enable

more rapid measurement of endotoxin.

Example 2

[0079] Next, Example 2 in the present invention is de-
scribed. In this example, an example of blending the LAL-
bound bead reagent singly with a test sample containing
endotoxin before use is described.
[0080] In the case where the LAL-bound bead reagent
is mixed singly with a test sample containing endotoxin
before use, endotoxin can be measured more simply be-
cause a step of mixing the LAL-bound bead reagent with
the LAL reagent can be omitted. However, in this case,
proteins in LAL cannot be supplemented to the LAL-
bound bead reagent because the LAL reagent cannot be
further added to the LAL-bound bead reagent.
[0081] Therefore, in this case, both the coagulogen
and serine protease are desirably adsorbed, supported,
or bound to the LAL-bound beads 10. By doing this, en-
dotoxin can act on the serine protease in the LAL-bound
bead reagent by blending the LAL-bound bead reagent
singly with a sample containing endotoxin without further
mixing the LAL-bound bead reagent with the LAL rea-
gent. This can cause hydrolysis of the coagulogen in the
LAL-bound bead reagent into the coagulin, and as a re-
sult, the LAL-bound beads 10 in the LAL-bound bead
reagent can be associated to aggregate at an early stage.
[0082] As described above, in this example, when the
LAL-bound bead reagent is prepared, proteins in LAL are
desirably adsorbed, supported, or bound to the surfaces
of the beads 1 instead of adsorbing, supporting, or bind-
ing only purified coagulogen to the surfaces of the beads
1.
[0083] Next, in this example, there is described the
case where the coagulogen and a protein component
other than the coagulogen in LAL, such as the serine
protease, are bound to the beads 1. Even in such a case,
in this example, when the serine protease activity is in-
hibited irreversibly by an enzyme inhibitor added in a
process of preparation of the LAL-bound bead reagent,
the LAL-bound beads 10 may not be aggregated even if
the LAL-bound bead reagent is blended with a sample
containing endotoxin.
[0084] Therefore, in this example, it is desirable to se-
lect an enzyme inhibitor or a preparation method, which
does not inhibit irreversibly enzymatic functions or does
not deactivate the enzyme. For example, in the process
of preparation of the LAL-bound bead reagent, an exces-
sive amount of iron ion or aluminum ion may be added
to reduce the effect of endotoxin, resulting in preventing
hydrolysis of the coagulogen into the coagulin without
inhibiting the enzymatic functions. Further, in the process
of preparation of the LAL-bound bead reagent, for exam-
ple, the activity of the serine protease may be inhibited
by a not-irreversible enzyme inhibitor (reversible inhibi-
tor). In this case, the deactivation of the enzyme may be
terminated by washing.
[0085] By doing this, it is possible to suppress irrevers-
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ible inhibition of the enzymatic functions or deactivation
of the protein in LAL, which is adsorbed, supported, or
bound to the beads 1. As a result, endotoxin can be meas-
ured sensitively by blending with a sample containing
endotoxin without further mixing the LAL reagent with the
LAL-bound bead reagent.
[0086] Note that the LAL-bound reagent prepared in
examples above corresponds to the reagent kit for en-
dotoxin measurement of the present invention.

Claims

1. A method of measuring endotoxin for detecting en-
dotoxin in a sample or measuring the concentration
of endotoxin in a sample, characterized in that:

binding or adsorbing a predetermined protein in
a limulus amoebocyte lysate to surfaces of fine
particles capable of dispersing in a reagent;
blending a reagent where the fine particles to
which the predetermined protein is bound or ad-
sorbed are dispersed with a sample; and
detecting formation of a gel in the blended so-
lution of the reagent and the sample to detect
endotoxin or measuring the degree of formation
of the gel to measure the concentration of en-
dotoxin.

2. A method of measuring endotoxin according to claim
1, characterized in that the predetermined protein
is a coagulogen purified from the limulus amoebo-
cyte lysate.

3. A method of measuring endotoxin according to claim
1 or 2, characterized in that:

further mixing the reagent where the fine parti-
cles to which the predetermined protein is bound
or adsorbed are dispersed with the limulus
amoebocyte lysate; and
blending the reagent and the sample simultane-
ously with or after the mixing.

4. A reagent kit for measurement of endotoxin, char-
acterized in that:

prepared by binding or adsorbing a predeter-
mined protein in a limulus amoebocyte lysate to
surfaces of fine particles capable of dispersing
in a reagent.

5. A reagent kit for measurement of endotoxin accord-
ing to claim 4, characterized in that the predeter-
mined protein is a coagulogen purified from the limu-
lus amoebocyte lysate.

6. A reagent kit for measurement of endotoxin accord-

ing to claim 4, characterized in that:

the predetermined protein includes serine pro-
tease and a coagulogen; and
an inhibitor which inhibits a reaction between
the serine protease and endotoxin is further add-
ed to a reagent where the fine particles to which
the predetermined protein is bound or adsorbed
are dispersed.

7. A reagent kit for measurement of endotoxin accord-
ing to any one of claims 4 to 6, characterized in
that the kit is prepared by further mixing the reagent
where the fine particles to which the predetermined
protein is bound or adsorbed are dispersed with the
limulus amoebocyte lysate.
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