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High Throughput Screening for Human Interferon-vy Production
Inhibitor Using Homogenous Time-Resolved Fluorescence

KOJI ENOMOTO,! YUKO AONO,> TAKASHI MITSUGI,?> KOJI TAKAHASHI,? RYUJI SUZUKI,?
MARC PREAUDAT,* GERARD MATHIS,* GORO KOMINAMI,! and HIROSHI TAKEMOTO?

Background ,
ABSTRACT = fluorescence Donor

— /ﬂ

An immunoassay for interferon-y (IFN-7y) using homogeneous time-resolved fluorescence (HTRF) has been devel-
oped. In this assay, IFN-y can be detected by simply adding a mixture of three reagents—biotinylated polyclonal

antibody, europium cryptate (fluorescence donor, EuK)-labeled monoclonal antibody, and crosslinked allophyco- —
cyanin (fluorescence acceptor, XL665) conjugated with streptavidin—and then measuring the time-resolved fluo- time
rescence. The detection limit of IFN-y by the proposed method is about 625 pg/ml. We applied the method to the time de [a}.r measurement

detection of IFN-y secreted from NK3.3 cells and employed it in high throughput screening for IFN-y production : window

inhibitors. With this screening format, IFN-y can be measured by directly adding the above reagents to microplate

wells where NK3.3 cells are being cultured and stimulated with interleukin-12. This “in sifu”” immunoassay requires . .
only pipetting reagents, with no need to transfer the culture supernatant to another microplate or wash the plate. Donor excitation
Therefore, this screening format makes possible full automation of cell-based immunoassay, thus reducing cost and

experimental time while increasing accuracy and throughput.

{88 : J Biomol Screening, 5 (4), 263-269, 2000
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Characterization of novel non-peptide thrombopoietin mimetics, their species
specificity and the activation mechanism of the thrombopoietin receptor

Noriko Yamane **, Yoshikazu Tanaka ®, Naoki Ohyabu b Shoji Yamane b Kazuhiko Maekawa °,
Jun Ishizaki °, Ryuji Suzuki®, Tsunetoshi Itoh ¢, Hiroshi Takemoto "

* Discovery Research Laboratories, Shionogi & Co., Lid., 1-1, Futaba-cho 3-chome, Tovonaka-shi, Osaka 561-0825, Japan
b Discovery Research Laboratories, Shionogi & Co., Ltd., 12-4, Sagisu 5-chome, Fukushima-ku, Osaka 553-0002, Japan
 Clinical Research Center for Allereyv and Rheumaiology, National Hospital Organization, Sagamihara National Hospital, Sakuradai 18-1, Sagamihara,
Kanagawa 228-8522, Japan
Y Department of Immunology and Embrvology, Tohoku University School of Medicine. 2-1 Seirvo-machi, Aoba-ku Sendai 980-8575, Japan

Received 22 July 2007; received in revised form 3 February 2008; accepted 13 February 2008
Awvailable online 29 February 2008

Abstract

A series of non-peptide small compounds discovered to be thrombopoietin receptor agonists showed species specificity to humans. Compound
I could induce megakaryocyte lineage from human bone marrow cells, but not from mouse, guinea pig or cynomolgus monkey bone marrow cells.
To elucidate the mechanism, we identified the pivotal amino acid residue for the receptor activation by compound [ by taking advantage of its
species specificity. The response of compound [ to three human/mouse chimeric receptors indicated the importance of the transmembrane domain.
Comparison of amino acid sequences of the transmembrane domain of the thrombopoietin receptor between human and three animal species led
us to hypothesize that histidine 499 is necessary for the reactivity to the thrombopoietin mimetics. We verified the hypothesis using two mutant
receptors: the human thrombopoietin receptor mutant His499Leu and the mouse thrombopoietin receptor mutant Leu490His. These results should
be helnful for structure—activity relationship studies and conductine in vive studies of thrombopoietin mimetics.

R

8 Eur J Pharmacology, 586, 44-51, 2008
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Article

Chemically defined cytokine-free expansion
of human haematopoietic stemcells

https://doi.org/10.1038/:41586-023-05739-9  Masatoshi Sakural*"”, Kantaro Ishitsuka®”, Ryoji Ito®, Adam C. Wilkinson"*,
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) Hirozhi Takemoto™, Tsubasa Sano”, Kelsuke Kataoka®™, Satoshi Takahashi®™,
Accepted: 18 January 2023 Yukio Nakamura”, David G. Kent™", Atsushi lwama'®, Shigeru Chiba®, Shinichiro Okamoto®,
BTl 13
Published online: 22 February 2023 Hiromitsu Nakauchi & Satoshi Yamazaki

W |Check for updates

Haematopoietic stem cells (H5Cs) are arare cell type that reconstitute the entire

blood and immune systems after transplantation and can be used as a curative cell
therapy for a variety of haematological diseases™. However, the low number of HSCs
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