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Abstract

FENEY., 2019FERFUTOSEEEL TV,
(1) FERERMEZHRME L MNFERE (EGPA ) BEEMBEN BE & HRFBEKEZFHENLL. DNAM
SYJEFETHEEZRASHICT S,
(2)EGPARENAERBEBZAV THBERENEABRTEI NLUMLEA N OHZEEZTV
. MEXRBFFCTHBRERMEBANT Y T (EETs ) FRETVDZEZHSHIZT B,
(3) MFBRHRNAZRETDLHOF Y NEERKL. EGPAREZEIEFR DIgGH HFHIREZZEMN &
THEERRAT D,
(4) MFBRIKAEZRET BDELISAT Y NZER L. EGPAREMBEONMFRRNEZERT S

TNETNOEBEUTOE TH D,

(1) MREREIEEBMEds-DNAREH L TROSZHE - EET D FEICK > THHIKMAAII/DNA K
SYTERADRRRIEBILTHY, EETSICODVTERAHEOFEATHE EETHENHX
Tzo TR EL T, REBROEGPAREMNRIFRIKE DBIRICHEL BER, EETsZR LT
WBZEZHsAELL. o, BOIDEGPAREMBICXPRBMICIZBEEARFRKROE
ZHEULER, BRICEETsHAFEET D & 2/BRL I,
(2)EGPARENEREBZREVLLEE, RELTVWD, LBBHREZEFBEHRLZSH. 2020
FECEBFEEEZTV, NERBATEETSHEETVSEZHASHICT S,

(3) (4) NHFRKNEBZRETEIEHOFY NOERBEBHIELTVD, RBEOGEELT
ERAOE—XICHEZERBAES Y, MBEPOBCHBFZRETEIATLAERILE, 20O
ATALIZER 2T, FRIREZENETIIGCH L FIgAZRB T D EN TED LS LA 2 1,
20205 Elx. (2) (3) (4) DEHBEEDHDIELEIC, EGPAREMBFN S HFBERIE%Z @YX
L. MFBRRIAOBES LRI EZRETEFETH S,
As stated in the application form, the following projects were planned in 2019.

(1) To elucidate that serum from eosinophilic granulomatosis with polyangiitis (EGPA)patients
activates eosinophils from healthy individuals and induces DNA traps.

(2) Using co-staining of eosinophil granule protein and citrullinated histone using biopsy tissue of
EGPA patients, we will clarify that eosinophil exctacellular traps (EETs) occur locally in vasculitis.
(3) Prepare a kit for detecting anti-eosinophil antibodies and confirm that IgG in the serum of EGPA
patients targets eosinophils.

(4) Prepare an ELISA kit for measuring anti-eosinophil antibodies and quantify anti-eosinophil
antibodies in EGPA patient serum.
The progress of each is as follows.

(1) We have established an experimental system for capturing EETs by observing and quantifying
plasma membrane non-permeable ds-DNA staining and ROS, applying the technologies used in
detecting neutrophil extracellular traps. As a preliminary study, observation of eosinophils from
untreated EGPA patients after isolation revealed that EETs had occurred. In addition, as a result of
observing changes in eosinophils derived from healthy subjects due to stimulation with the serum
of several EGPA patients, it was confirmed that EETs were similarly induced.

(2) The kidney tissue of EGPA patients is provided and stored. Since the necessary antibodies
have been prepared, tissue staining will be performed in 2020 to clarify that EETs are occurring
locally in vasculitis.

(3) (4) Progress in making kits for detecting anti-eosinophil antibodies has been delayed. As an
alternative, a system was developed to express antigens on experimental beads and detect
autoantibodies in serum. This system allowed the recognition of IgG and IgA targeting eosinophils.
In 2020, we plan to proceed (2), (3), (4), and will collect anti-eosinophil antibodies from the serum
of EGPA patients, and identify the structure and reaction sites of the anti-eosinophil antibodies.
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Eosinophil extracellular traps in eosinophilic polyangiitis granulomatosis and evidence for anti—eosinophil antibodies

1. HIREBRFROBE

HEZ0@EY. 2019 EEIILUTOEEEFETELTL =,

(1) IFEEBR 1 2 R IME X ERSFIEE (EGPA) BE MEMERE S HEFHRIKEFMHIEL. DNA Moy T2 FE T L EEHALNIZT S,
(2)EGPA EEF N ERERZAVTIFERBH EASIUI MLV EER Y D HEAETL, IME X BT CIFEEERHIREN NSy T
(EETs) AEEETWAEFBALHMZT S,

QR IFRIKINALZIRE T 2= DFUNEERL. EGPA EEMET D 1gG M IFREIkEIZEME T A LEHERT S,

(4) PUFEEBRIAAEAIE I 5 ELISA v bh4/ERL . EGPA EE MFEDIMITHHRNAEEET S,
FNEFNOEBTLUTOEYTHS,

() #RRIEIEBBTE ds-DNA 2B H XU ROS 2EE - EETHFERICK > TIFF MRS DNA RSV TEIRZ ARBREHEILTH
U.EETs IZDWTHEIHDFETHRE - EETHIENH KT, FHREFTEL T, RABED EGPA BE HRIFHEkE D BER ICEHEL
4R EETs 2L TWAIEFBALMNELT-, £1-. HD EGPA BEME LA T HI- LA EEEHIFREOELEERLT-
{ER . RFRICEETs AEE A EEMHEELT-,

(2)EGPA BEDBIHMABZREVNEE. RELTWS, BELGRAZERE K126, 2020 FEICHEBEEEFTL. WEXBFFR
TEETs AEEETWAEFHLMIZT D,

3) (D RFRIRIMAZRE T 2O VNDERIZESNEN TS, REO A XRELT. EBANE—XIZHRAZHIRSE. M
EROBECHARERE T AV AT LEHEIL -, COVRATLALIZE ST IFHIREFIBMET D 1G BLU [gA ZRHTHEATED L
3o T=,

2020 FEE (%, (2) (3) (4) DEHEEDHDEEDIZ, EGPA BHMEMN SIIFEEIRAEEIRL . SUIFEER A DEE S LU RIGEML
RETDFETHD,

2. BREERREROME (GGR)

As stated in the application form, the following projects were planned in 2019.

(1) To elucidate that serum from eosinophilic granulomatosis with polyangiitis (EGPA)patients activates eosinophils from healthy
individuals and induces DNA traps.

(2) Using co—staining of eosinophil granule protein and citrullinated histone using biopsy tissue of EGPA patients, we will clarify that
eosinophil exctacellular traps (EETs) occur locally in vasculitis.

(3) Prepare a kit for detecting anti—eosinophil antibodies and confirm that IgG in the serum of EGPA patients targets eosinophils.

(4) Prepare an ELISA kit for measuring anti—eosinophil antibodies and quantify anti—eosinophil antibodies in EGPA patient serum.

The progress of each is as follows.

(1) We have established an experimental system for capturing EETs by observing and quantifying plasma membrane non—permeable
ds—DNA staining and ROS, applying the technologies used in detecting neutrophil extracellular traps. As a preliminary study,
observation of eosinophils from untreated EGPA patients after isolation revealed that EETs had occurred. In addition, as a result of
observing changes in eosinophils derived from healthy subjects due to stimulation with the serum of several EGPA patients, it was
confirmed that EETs were similarly induced.

(2) The kidney tissue of EGPA patients is provided and stored. Since the necessary antibodies have been prepared, tissue staining will
be performed in 2020 to clarify that EETs are occurring locally in vasculitis.

(3) (4) Progress in making kits for detecting anti—eosinophil antibodies has been delayed. As an alternative, a system was developed to
express antigens on experimental beads and detect autoantibodies in serum. This system allowed the recognition of IgG and IgA
targeting eosinophils.

In 2020, we plan to proceed (2), (3), (4), and will collect anti—eosinophil antibodies from the serum of EGPA patients, and identify the
structure and reaction sites of the anti—eosinophil antibodies.
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