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Description
Technical Field
[0001] The present invention relates to a method and a reagent for detecting cell death.
Background Art

[0002] Graft versus host disease (GVHD), which is a disease that is caused after bone marrow transplantation and
damages many organs; hemophagocytic syndrome (HPS), which is a disease where blood cells are phagocytized by
phagocytes, especially virus associated hemophagocytic syndrome (VAHS) occurring after viral infection; and so forth
are severe diseases that cause organ failures and eventually lead to death. Currently, cytologic diagnosis such as
biopsy is generally used for diagnosing these diseases. However, such diagnosis suffers from drawbacks in view of
patient's pain during the test, time required for diagnosis and operation procedures.

[0003] Since it has been found in recent years that a major cause of GVHD and HPS is cell apoptosis in living bodies,
it is considered that GVHD and HPS may be diagnosed by detecting apoptosis.

[0004] As methods for detecting apoptosis, there have conventionally been used 1) morphologic methods, 2) histo-
chemical methods, 3) biochemical methods and 4) immunochemical methods.

1) Morphologic methods

[0005] There are used the chromatin codensation method, in which DNA fragmentation specifically occurring during
apoptosis is detected by staining, and a method of detecting morphologic change specific to apoptosis by observation
under an electron microscope or measurement of a cell size.

2) Histochemical methods

[0006] There is used a method of ligating a labeled nucleotide to a terminus of a DNA fragment and detecting it by
a fluorescence microscope. As another method, a flow cytometry is also used, in which amounts of intracellular sub-
stances are measured for individual cells.

3) Biochemical methods

[0007] Thereis used a method of detecting a DNA ladder by agarose gel electrophoresis. This is currently considered
to be the most reliable method for identifying apoptosis. However, since DNA is extracted from a tissue or a cell pop-
ulation as a whole, it is said that this method has a problem in sensitivity and quantitation performance when the
proportion of apoptotic cells is not high.

4) Immunochemical methods

[0008] A solid phase enzyme immunoassay (enzyme-linked immunosorbent assay, ELISA) for detecting histone-
binding DNA fragments (mono- or oligo-nucleosome) has been developed (Cell Detection ELISA: Boehringer Man-
nheim, Kokusan Chemical).

[0009] However, these methods have problems such as complicated procedures and poor sensitivity and quantifi-
cation performance, and have not been currently used in practice as methods for diagnosing GVHD and HPS.

Disclosure of the Invention

[0010] An object of the present invention is to develop a method and a reagent for detecting apoptosis occurring in
a living body, which are simple and show superior sensitivity and quantitation performance.

[0011] Cytochrome C is known as an important protein in the electron transport system in mitochondria. It is reported
that, when a cell is exposed to a stimulus that triggers apoptosis and enters into an apoptosis state, cytochrome C in
the mitochondria is rapidly released into cytosol (Dinsdale, D. et al., American J. Pathol. 155: 607-18, 1999). It is also
reported that cytochrome C in the cytosol is associated with activation of caspase-3, which is a key factor of apoptosis,
and an increase of cytochrome C is involved in the progress of apoptosis (Medina, V. et al., Cancer Research, 57:
3697-707, 1999).

[0012] The inventors of the present invention considered that, when apoptosis occurred in a living body, cytochrome
C released from mitochondria could also be measured in blood. Then, they established an ELISA method for measuring
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cytochrome C, and found that the cytochrome C level in blood strongly correlated with progress of GVHD, HPS, acute
lymphatic leukemia and influenzal encephalopathy. Thus, they accomplished the present invention.

[0013] The present invention provides a method for detecting cell death occurring in a living body by determining
cytochrome C in body fluid, and a method and a reagent for measuring cytochrome C that can be used in such a
method, which are described below.

(1) A method for detecting cell death, which comprises determining cytochrome C in body fluid and detecting cell
death based on a determined value.

(2) The method for detecting cell death according to (1), wherein cytochrome C is determined by an immunochem-
ical method.

(3) A method for measuring cytochrome C, which comprises determining cytochrome C in body fluid by a sandwich
method.

(4) A reagent for measuring cytochrome C for determination of cytochrome C in body fluid by a sandwich method,
which comprises an antibody directed to cytochrome C as an ingredient.

(5) The reagent for measuring cytochrome C according to (4), which is used for detection of cell death.

(6) The reagent for measuring cytochrome C according to (4), which is used for diagnosis of graft versus host
disease (GVHD).

(7) The reagent for measuring cytochrome C according to (4), which is used for diagnosis of hemophagocytic
syndrome (HPS).

(8) The reagent for measuring cytochrome C according to (4), which is used for diagnosis of acute lymphatic
leukemia.

(9) The reagent for measuring cytochrome C according to (4), which is used for diagnosis of viral encephalitis or
encephalopathy.

(10) The reagent for measuring cytochrome C according to (9), wherein the viral encephalitis or encephalopathy
is influenzal encephalitis or encephalopathy.

Brief Description of the Drawings
[0014]

Fig. 1 shows changes in values of LDH, AST, ALT, ferritin and cytochrome C (Cyto-C) in sera of HPS patients.
Fig. 2 shows cytochrome C levels in sera of influenza patients accompanied with high fever, heat cramp or en-
cephalitis or encephalopathy.

Fig. 3 shows changes in values of GOT, LDH and cytochrome C in blood of patients having developed influenzal
encephalopathy.

Fig. 4 shows levels of various cytokines in sera of influenza patients accompanied with high fever, heat cramp or
encephalitis or encephalopathy.

Best Mode for Carrying out the Invention

[0015] Hereafter, embodiments of the present invention will be explained in detail.

[0016] It is considered that cytochrome C transferred from mitochondria to cytoplasm in response to an apoptosis
signal is released outside a cell due to destruction of a cell membrane as a result of cell death. The present invention
is based on findings that cytochrome C released outside a cell due to cell death can be detected by determining
cytochrome C in body fluid such as blood, and that cell death occurring in a living body can be detected by determining
cytochrome C in body fluid. Therefore, any methods for detecting cell death by determinining cytochrome C in body
fluid fall within the scope of the present invention.

[0017] The term "cell death" used herein primarily refers to apoptosis. However, it is not easy to identify cell death
generally occurring in a living body as apoptosis, and any cell death accompanied by an increase of cytochrome C in
body fluid is included in the cell death referred to in the present invention.

[0018] Further, body fluid refers to blood, plasma, serum, cerebrospinal fluid or the like collected from a living body,
[0019] As the method for measuring cytochrome C, there can be mentioned an immunochemical method, method
utilizing electrophoresis, method utilizing chromatography and so forth. Examples of the methods utilizing electrophore-
sis include a method wherein polyacrylamide gel electrophoresis is performed to detect cytochrome C as a band, a
method wherein capillary electrophoresis is performed to detect cytochrome C as a peak and so forth. Further, as the
method utilizing chromatography, a method wherein high performance liquid chromatography is performed to detect
cytochrome C as a peak and so forth can be mentioned. In order to increase sensitivity, fluorescence labeling may be
used in some cases, but the present invention is not limited to such cases.
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[0020] As the method for measuring cytochrome C, an immunochemical method is preferred in view of sensitivity
and simplicity. The term "immunochemical method" used herein refers to a method of determining cytochrome C by
using an antibody directed to cytochrome C. As the immunochemical method, there can be mentioned various methods
such as a competitive method in which cytochrome C is labeled, a sandwich method in which an antibody is labeled,
a latex bead method in which agglutination of antibody-coated beads is observed and so forth, and they are included
in preferred embodiments of the present invention so long as an antibody directed to cytochrome C is used. The
antibody may be a monoclonal or polyclonal antibody. As the labeling method, there can also be mentioned various
methods such as labeling with a radioactive isotope, labeling with a compound showing electro-chemiluminescence,
fluorescence labeling, labeling with an enzyme, labeling with biotin and so forth, but the present invention is not limited
to these examples.

[0021] As an example of the immunochemical method for measuring cytochrome C, a sandwich method will be
explained below step by step.

1) An antibody directed to cytochrome C is immobilized on beads or a cup. The beads may be microbeads. In this
case, microbeads of magnetic substance are preferred. The immobilization may be achieved by a covalent or non-
covalent bond. Usually, nonspecific binding sites on the beads or cup are blocked by using a protein such as bovine
serum albumin (BSA) or casein or a surfactant such as Tween 20.

2) A specimen is diluted with a buffer containing a protein such as BSA or casein or a surfactant such as Tween
20, if required, and added to the beads or the cup. Further, a known amount of cytochrome C is similarly diluted
and added.

3) The beads or the cup are/is washed with a buffer containing a surfactant such as Tween 20, if required, and a
labeled antibody diluted with a buffer containing a protein such as BSA or casein or a surfactant such as Tween
20, if required, is added thereto.

4) The beads or the cup are/is washed with a buffer containing a surfactant such as Tween 20, if required, and
measurement is performed by a method corresponding with the label. For example, radioactivity is measured when
it is radioactively labeled, or enzymatic activity is measured when it is labeled with an enzyme. Further, when it is
labeled with biotin, labeled avidin is further added and measurement is performed by a method corresponding with
the label.

5) A calibration curve is created by using known amounts of cytochrome C, and the amount of cytochrome C
contained in the specimen is calculated.

[0022] With the above steps, cytochrome C in the specimen is determined.

[0023] When the determined value of cytochrome C is higher than a normal value, it can be considered that cell
death is detected.

[0024] The present invention also relates to a method for measuring cytochrome C, which comprises determining
cytochrome C in body fluid by a sandwich method. The sandwich method is animmunochemical method such as ELISA
utilizing an antigen sandwiched by an immobilized antibody and a labeled antibody.

[0025] As the method for measuring cytochrome C by an immunochemical method, a dot blot method is widely used
(Souichi A. et al., J. Biological Chem. 273: 19892-4, 1998). However, while this method can measure cytochrome C
in a cell homogenate containing a high content of cytochrome C and a low concentration of protein, this is not suitable
for determining cytochrome C with high sensitivity in body fluid containing a low content of cytochrome C and a high
concentration of protein. The present invention is based on a finding that even such a trace amount of cytochrome C
in body fluid as released due to cell death occurring in a living body can be detected by using ELISA based on the
sandwich method to determine cytochrome C in the body fluid containing a high concentration of protein with high
sensitivity.

[0026] Further, the present invention also relates to a reagent for measuring cytochrome C, which comprises an
antibody directed to cytochrome C as an ingredient and used for determining cytochrome C in body fluid by the sandwich
method. This measurement reagent may have the same constitution as that of a reagent (kit) used in a usual sandwich
method except that the anti-cytochrome C antibody is used as an antibody. For example, the reagent for measuring
cytochrome C by the sandwich method may contain 1) an anti-cytochrome C antibody-coated solid phase such as an
anti-cytochrome C antibody-coated cup or anti-cytochrome C antibody-coated beads, 2) a labeled anti-cytochrome C
antibody, 3) a cytochrome C standard solution of a known concentration, 4) a diluent and 5) a washing solution. Further,
if labeling with an enzyme is used, 6) a chromogenic substrate and 7) a solution for terminating a reaction may be
included.

[0027] The method and the reagent for measuring cytochrome C disclosed by the present invention enable detection
of cell death. Therefore, it becomes possible to provide a diagnostic indicator for diagnosis of various diseases accom-
panied with apoptosis such as differential diagnosis or follow-up of the diseases. Thus, there are provided a method
and reagent for measuring cytochrome C for the purpose of detection of cell death or diagnosis of a disease accom-



10

15

20

25

30

35

40

45

50

55

EP 1229 328 A1

panied with apoptosis.
[0028] As examples of the diseases accompanied with apoptosis, the followings can be mentioned.

1) Diseases in which apoptosis is induced in response to a signal generated by a cell of an immune system re-
sponsible for biophylaxis, for example, GVHD and autoimmune diseases (systemic lupus erythematosus (SLE),
rheumatoid arthritis (RA), scleroderma, Sjogren's syndrome, multiple sclerosis, insulin dependent diabetes melli-
tus, ulcerative colitis)

2) Diseases in which cell death is induced by viral infection or apoptosis is induced by reaction of a cell of an
immune system with a cell infected by a virus, for example, virus associated hemophagocytic syndrome (VAHS)
and other viral infections (HCV, HIV, influenza virus)

3) Diseases in which cell death is induced by an abnormal apoptosis signal, for example, neurodegenerative dis-
eases (Alzheimer's disease, Parkinson's disease)

4) Leukemia, for example, acute lymphatic leukemia

5) Diseases in which apoptosis is artificially induced by, for example, radiation exposure or medication (anticancer
drug etc.)

6) Systemic inflammatory reaction syndrome (SIRS), diseases in which organ disorder occurs because the immune
system is nonspecifically activated in response to invasion to a living body and thus control of cytokine production
becomes impossible (HPS, severe pancreatitis)

[0029] Among the diseases induced by viral infection, those that are severe and likely to leave aftereffects are en-
cephalitis and encephalopathy. In particular, encephalitis and encephalopathy caused by influenza virus account for a
large proportion of causes of death by influenza, but it is difficult to differentiate the diseases from heat cramp, and a
method of accurate early diagnosis for providing appropriate treatment therefor is required. The measurement method
and the measurement reagent of the present invention enable accurate and early diagnosis.

[0030] By measuring cytochrome C in body fluid, cell death progressing in a living body can be determined, and
hence progress of these diseases can be monitored. In particular, in GVHD, hemophagocytic syndrome (HPS), espe-
cially virus associated hemophagocytic syndrome (VAHS), acute lymphatic leukemia and influenzal encephalitis or
encephalopathy, determination of cytochrome C is useful to understand the conditions of the diseases.

[0031] As a result of further studies of the inventors of the present invention, it was confirmed that the cytochrome
C level in blood well correlated with LDH, which was regarded as an indicator of cell death, in HPS and influenzal
encephalopathy, and it was further revealed that increase and decrease of cytochrome C preceded those of LDH.
[0032] Cytochrome C in body fluid is a favorable indicator of cell death occurring in a living body, and can be a useful
indicator to find a pathological condition early and accurately.

Examples

[0033] The present invention will be explained more specifically with reference to the following examples. However,
the scope of the present invention is not limited to these examples. % refers to % by mass unless otherwise indicated.

Example 1: Measurement of cytochrome C by ELISA
[0034] Cytochrome C is measured by the following procedure.
1) Purification of anti-cytochrome C antibody

[0035] A rabbit is immunized with rat cytochrome C (Sigma) to obtain antiserum directed to cytochrome C. To the
antiserum, ammonium sulfate is added at a final concentration of 2 M, and it is stirred at room temperature (20-30°C)
for 5 hours. The stirred solution is centrifuged at 10000 rpm for 30 minutes and the supernatant is discarded. The
precipitation is dissolved in 0.1 M phosphate buffer (pH 7.2) and dialyzed against the same buffer. The dialyzed solution
is applied to a column of a carrier obtained by binding bovine cytochrome C to CNBr-Sepharose 4B (Pharmacia). The
column is washed with 0.01 M Tris-HCI buffer (pH 7.5) containing 0.15 M NaCl, and then anti-cytochrome C antibodies
are eluted with 0.1 M guanidine hydrochloride. The eluted solution is dialyzed against 0.01 M Tris-HCI buffer (pH 7.5)
containing 0.15 M NaCl to obtain purified antibodies (IgG).

2) Preparation of anti-cytochrome C antibody F(ab'),

[0036] The purified IgG is dialyzed against 0.1 M acetate buffer (pH 4.2). To the dialyzed IgG solution, pepsin (Sigma)
is added in a mass concentration ratio of 20:1 and it is allowed to react at 37°C for 16 hours. The solution after the
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reaction is adjusted to pH 7.5 with 1 N NaOH and subjected to gel filtration by using a Sephacryl S-200 (Pharmacia)
column equilibrated with 0.01 M Tris-HCI buffer (pH 7.5) containing 0.15 M NaCl. A first peak of the fractions obtained
from the gel filtration is collected and concentrated to obtain an anti-cytochrome C antibody F(ab'), solution.

3) Preparation of horseradish peroxidase (HRP)-labeled anti-cytochrome C antibody F(ab'),

[0037] To 1 ml of HRP (Toyobo) solution adjusted to 4 mg/ml, 60 pl of 0.1 M sodium metaperiodate is added, and it
is stirred at room temperature (20-30°C) for 20 minutes, and dialyzed against 0.001 M acetate buffer (pH 4.4). The
dialyzed solution is adjusted to pH 9.0-9.5 with 0.2 M sodium carbonate solution. To this solution, 1 ml of the anti-
cytochrome C antibody F(ab'), solution (4 mg/ml) dialyzed against 0.1 M carbonate buffer (pH 9.5) is added and it is
stirred at room temperature (20-30°C) for 2 hours. Then 50 pl of sodium borohydride solution adjusted to 4 mg/ml is
added, and it is stirred at 4°C for 2 hours and left standing for 16 hours. This solution is dialyzed against a phosphate
buffer (pH 7.2) containing 0.15 M NaCl and then subjected to gel filtration by using a Sephacryl S-200 (Pharmacia)
column. Afirst peak of the fractions obtained from the gelfiltration is collected and diluted with 0.2 M disodium phosphate
buffer (pH 5.4) containing 25% rabbit serum (Nippon Seibutsu Zairyo) to obtain a HRP-labeled anti-cytochrome C
antibody F(ab'), solution (labeled antibody solution).

4) Preparation of anti-cytochrome C antibody-immobilized cup

[0038] The purified IgG obtained in 1) is adjusted to an absorbance of 0.1 with 0.01 M Tris-HCI buffer (pH 7.5). 100
ul of this antibody solution is introduced into a polystyrene cup, and allowed to react at 4°C for 16 hours and the cup
is washed three times (for 4 seconds each time) with 0.01 M Tris-HCI buffer (pH 7.5) containing 0.15 M NaCl and
0.01% Tween 20 by using a washer designed for use in EIA. 200 ul of 0.01 M Tris-HCI buffer (pH 7.5) containing 0.5%
bovine albumin is added to the washed cup and allowed to react at 4°C for 16 hours again to obtain an antibody-
immobilized solid phase cup.

5) Preparation of standard antigen

[0039] Rat cytochrome C (Sigma) is diluted with 0.05 M Tris buffer (pH 7.5) containing 2% BSA, 0.01 M EDTA 2Na,
0.1% NaN3, 0.01% Tween 20 and 0.15 M NaCl to prepare 50-0.05 ng/ml dilutions.

6) Measurement

[0040] The bovine albumin solution in the anti-cytochrome C antibody-immobilized cup is sucked out and 50 pl of
0.05 M Tris buffer (pH 7.5) containing 2% BSA, 0.01 M EDTA 2Na, 0.1% NaNj3, 0.01% Tween 20 and 0.15 M NaCl is
introduced into the aforementioned cup. 50 pl each of diluted standard antigen solutions and a specimen is added to
the cup and allowed to react at room temperature (20-30°C) for 1 hour. After the reaction, the cup is washed three
times (for 4 seconds each time) with 0.005 M Tris buffer (pH 7.5) containing 0.01% Tween 20, 0.0015 M NaCl, 0.0015%
methyl paraoxybenzoate and 0.005% 2-chloroacetamide by using a washer designed for use in EIA. After the washing,
100 ul of the labeled antibody solution is added and allowed to react at room temperature (20-30°C) for 1 hour. After
the reaction, the cup is washed three times (for 4 seconds each time) with 0.005 M Tris buffer (pH 7.5) containing
0.01% Tween 20, 0.15 M NaCl, 0.0015% methyl paraoxybenzoate and 0.005% 2-chloroacetamide by using a washer
designed for use in EIA. After the washing, 100 ul of 0.1 M citrate buffer (pH 4.2) containing 1.5 mg/ml ABTS (2,2-azino-
bis-(3-ethylbenzothiazoline-6-sulfonic. acid) is added and allowed to react at room temperature (20-30°C) for 1 hour,
and then 100 ul of 0.013% NaNj solution is added to terminate the reaction. The absorbance of the color-developed
solution is measured at 405 nm by using a spectrophotometer.

7) Characteristics of standard antigen curve

[0041] Absorbance value of a blank is subtracted from each of absorbance values of the cytochrome C at various
concentrations and the specimen. The standard antigen concentration and the absorbance of the standard antigen
are plotted on the horizontal axis and the vertical axis, respectively, to draw a standard curve. Based on the standard
antigen curve, the amount of cytochrome C contained in the specimen is calculated.

Example 2: Quantitation of cytochrome C in sera of GVHD, HPS and acute lymphatic leukemia patients

[0042] Cytochrome C levels in sera of GVHD, HPS and acute lymphatic leukemia patients and normal subjects were
measured by using the ELISA system for measuring cytochrome C described in Example 1.
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[0043] As a result, as shown in Table 1, 15 normal subjects were all negative (< 0.05 ng/ml), whereas 4 out of 6
GVHD patients were positive (67%), 4 out of 4 HPS patients were positive (100%) and 2 out of 2 acute lymphatic
leukemia patients were positive (100%). Further, HPS patients having a high blood cytochrome C concentration tended
to show poor course of the disease.

[0044] Clearly high determined values of cytochrome C were observed in sera of patients where apoptosis was
considered to occur.

Table 1

Determined values of cytochrome C in sera of GVHD, HPS and acute lymphatic leukemia patients

Disease Determined value of cytochrome C in serum (ng/ml)

GVHD 1.1
<0.05
0.4
0.3
<0.05
0.3
HPS (including VAHS) 3.1
22.0
38.0
2.9
Acute lymphatic leukemia 0.4
0.4
Normal subjects* <0.05

*: All the 15 normal subjects had values less than the detection limit (< 0.05 ng/ml).

[0045] Further, changes in values of LDH, AST, ALT, ferritin and cytochrome C in sera of HPS patients are shown in
Fig. 1. The cytochrome C value substantially correlated with the LDH and its change preceded that of LDH. Therefore,
cytochrome C is considered to be useful as an indicator for sensitively reflecting changes in pathological conditions.

Example 3: Determination of cytochrome C in sera of influenzal encephalitis or encephalopathy patients

[0046] The amounts of cytochrome C in sera of influenza patients accompanied with high fever, heat cramp or en-
cephalitis or encephalopathy were measured by using the ELISA system described in Example 1.

[0047] The results including those of multiple measurements for one patient are shown in Fig. 2. Among the cases
accompanied with encephalitis or encephalopathy, all 27 specimens (8 cases) showed high values not lower than 5
ng/ml, and among these, 17 specimens showed high values not lower than 30 ng/ml. Further, patients having a high
blood cytochrome C concentration tended to show poor course of the disease.

[0048] Some patients having repeated heat cramps showed slightly high values, and it was considered that a suffi-
cient care was necessary for these patients. Among patients accompanied with high fever, no patient showed a high
determined value of cytochrome C.

[0049] Further, changes in values of GOT, LDH and cytochrome C in blood of influenzal encephalopathy patients
are shown in Fig. 3. Increase and decrease of the cytochrome C level preceded those of LDH, and it was revealed
that cytochrome C was useful as a preceding indicator reflecting a pathological condition of influenzal encephalopathy.

Example 4: Concentrations of various cytokines in sera of influenzal encephalitis or encephalopathy patients

[0050] Concentrations of E-selectin, soluble thrombomodulin (sTM), tumor necrosis factor (TNF), Fas, FasL and
cytochrome C in sera of influenza patients accompanied with high fever, heat cramp or encephalitis or encephalopathy
were determined. E-selectin was measured by using sE-Selectin ELISA Kit (Version 2, Bender Med Systems). sTM
was measured by using TM Test (Teijin Diagnostics). TNF was measured by using Human TNF-o Cytoscreen Immu-
noassay Kit (Biosource International). Fas was measured by using sFas ELISA Kit, and FasL was measured by using
sFas Ligand ELISA Kit (both produced by Medical and Biological Laboratories). Cytochrome C was measured by using
the ELISA system described in Example 1.

[0051] As shown in Fig. 4, for all of the cytokines, number of cases showing high determined values increased for
sera of encephalitis or encephalopathy patients. However, cytochrome C most markedly increased in encephalitis or
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encephalopathy patients. Thus, it was revealed that cytochrome C was the most suitable for differential diagnosis of
encephalitis or encephalopathy.

Industrial Applicability

[0052] The present invention provides an immunochemical method suitable for determination of cytochrome C in
body fluid. Further, it was revealed that cytochrome C was a favorable indicator of cell death occurring in a living body
and a useful indicator to find a pathological condition early and accurately. Therefore, measurement of cytochrome C
is useful for diagnosis such as differential diagnosis or follow-up of diseases in which apoptosis is involved in progress
of their pathological conditions, in particular, GVHD, HPS, acute lymphatic leukemia and influenzal encephalitis or
encephalopathy.

Claims

1. A method for detecting cell death, which comprises determining cytochrome C in body fluid and detecting cell
death based on a determined value.

2. The method for detecting cell death according to Claim 1, wherein cytochrome C is determined by an immuno-
chemical method.

3. A method for measuring cytochrome C, which comprises determining cytochrome C in body fluid by a sandwich
method.

4. A reagent for measuring cytochrome C for determination of cytochrome C in body fluid by a sandwich method,
which comprises an antibody directed to cytochrome C as an ingredient.

5. The reagent for measuring cytochrome C according to Claim 4, which is used for detection of cell death.

6. The reagent for measuring cytochrome C according to Claim 4, which is used for diagnosis of graft versus host
disease.

7. The reagent for measuring cytochrome C according to Claim 4, which is used for diagnosis of hemophagocytic
syndrome.

8. The reagent for measuring cytochrome C according to Claim 4, which is used for diagnosis of acute lymphatic
leukemia.

9. The reagent for measuring cytochrome C according to Claim 4, which is used for diagnosis of viral encephalitis or
encephalopathy.

10. The reagent for measuring cytochrome C according to Claim 9, wherein the viral encephalitis or encephalopathy
is influenzal encephalitis or encephalopathy.
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A, CLASSIFICATION OF SUBJECT MATTER
Int.cl’

GO1N 33/48, GO1N 33/53, GO1N 33/68

According to International Patent Classification (IPC) or to both national classification and IPC

B. FIELDS SEARCHED

Int.cl’

Minimum documentation searched (classification system followed by classification symbols)
GO1N 33/48, GOIN 33/53, GO1N 33/68

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched

WPI, BIOSIS

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used)

C. DOCUMENTS CONSIDERED TO BE RELEVANT

No.1l, pp.1239-1247 (1998)

& J. Cerebral Blood Flow and Metabolism, Vol.18,

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.
X JpP, 3-257367, A (Morinaga Seika K.K.), 3,4
/A 15 November, 1991 (15.11.91) /1,2,5-10
& GB, 2241782, A
A BIOSIS NO.:199900013224 1-10

D Further documents are listed in the continuation of Box C.

D See patent family annex.

* Special categories of cited documents:

“A”  document defining the general state of the art which is not
considered to be of particular relevance

“E" earlier document but published on or after the international filing
date

4" document which may throw doubts on priority claim(s) or which is
cited to establish the publication date of another citation or other
special reason (as specified)

“0”  document referring to an oral disclosure, use, exhibition or other
means

“p*  document published prior to the international filing date but later
than the priority date claimed

“T" laterd p d after the inter I filing date or
priority date and not in conflict with the application but cited to
understand the principle or theory underlying the invention

“X"  document of particular relevance; the claimed invention cannot be
considered novel or cannot be considered to involve an inventive
step when the document is taken alone

“Y”  document of particular relevance; the claimed invention cannot be
considered to involve an inventive step when the document is
combined with one or more other such documents, such
combination being obvious to a person skilled in the art

“&”  document member of the same patent family

Date of the actual completion of the international search
05 January, 2001 (05.01.01)

Date of mailing of the international search report
16 January, 2001 (16.01.01)

Name and mailing address of the ISA/
Japanese Patent Office

Facsimile No.
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