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PHE SN T, &7z, #OLRERERE L OLHEETBE (PeT) ZFIF L7z, Benzil 11%
TLENA-1.1Vvs. SCE & R& | #AMAIHICHFET 2HEICITHEE D 5 Benzil ~D Yk
BFHE (donor-excited PeT, d-PeT) HEZ ¥, WMAEOHANKEZ ZZ N FHEEREZ, ULED
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FEE 2R3 L7 (Scheme 1),
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(Figure 1), FEMK 4 & NBzF i3 & bICENL@EBRLKRRISHESR R L7228, 82 NBzF 12
WTIIBER L KSR & ORUGRIMEITER M TH 270, KISHTHE T 150 40 KB /280858 E 0
ERBTONT, NBzF L@k E & ORIGERS A HPLC B L O'NMR I L 0@ L& =
A, ERERDIL 5-Carboxyfluorescein & 4-Nitrobenzoic acid DHTH B = L BRI,
F 72, NBzF @ ROS F TOBBRILAREIIRN T DBIRELMET Lz & 2 A NBzF Bt AkFEic
BVEBREL R L7z, LLE. NBzF [3iBEbAKEOBIRM M OBRE LR 2 RIS 2 Eh -
T o =T ThHDHZEHRRALNE R, T2 TRIZ, NBzF OAMA A —2 0 7~ H
17>, RAW264.7 w27 27 7 — 3 NBzF O Y7 £ F )46 NBzFDA 2 &/ L., RAR—L
TRATNVD—FETHSD PMA THIRAZFE L ZA, ilaNic=y FY —ARERSh, =
RY = ARNLRVEIE L 7 FUNBEINS (Figure 2), Ziid, PMA Bz 0 (L &
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Scheme 1. Design of novel fluorescence probes for HzOs.
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Figure 1. Reactivity with Hz0z 7n vitro. (A) Fluorescence increments of derivatives upon addition of H2Os.
(B) Pseudo-first order reaction rate constant (&) with 1 mM Hz0z. (C) Fluorescence spectra of NBzF upon
addition of Hz0z. All experiments were performed in 0.1 M sodium phosphate buffer at pH 7.4.
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WEOEES T ERIIME b, £, NO AERBERITH A L-NAME Tli, =K
V= bDEIEY T T NAVERTET D RERAEEEIIR N o7, &512, A431 & MERK
DAMIEZ EGF R 5 Z L IZ XY EA I 58 EKROEMIEA A— 0 712 NBzFDA %
WA L7ZE A, EGF RIBIKENREEY 7 A0 EERR B (Figure 3), ZOEKT
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Figure 2. Live cell imaging of RAW264.7 macrophages stimulated by PMA. (A) Control, (B) PMA
(1 ug/ml) stimulation, (C) PMA stimulation with 5 mM apocynin, (D) PMA stimulation with 5 uM
ebselen, (E) PMA stimulation with 5 mM L-NAME, (F) Fluorescence intensities of endosomes
were averaged. *P < 0.01, **P < 0.001 and error bars are + s.d.
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Figure 3. Live cell imaging of H20z in A431 cells. NBzFDA (5 uM) and inhibitors were loaded on
A431 cells at 37 °C for 10 min, then cells were stimulated by 500 ng/ml of EGF for 30 min. Scale bars
are 50 pm.
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