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SO S ONFHEEAFBE) (d-PeT)IZ XV 40kto ON
HIEAAIEETH 1 | Cys FR KL D thiol £ & DFUSIZ X 2,4-Dinitrophenyl
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L7z, £72. Z D 2,4-dinitrophenyl ether 15 & ® -His-His-His-His-His-His-Cys-
thiol & DGIE. His tag & NTA-NiZ*SEARDOFEA 12 Figure 1. (A) The chemical structure of NTA-DCFDNB-Ni®*
Fl 5 N L o> TN = & A L7, complex. (B) The amino acid sequence of designed peptide tag.

Pk & Fx 13487 1 —7 NTA-DCFDNB-Ni* O F 1 > « &% %17~ 7= (Figurel),
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Figure 2. (A) The chemical structures of 1-4. (B) Absorption and emission spectra of 1 (10 uM) before and after 6 hr of addition of
reduced glutathione (10 mM) in 0.1 M HEPES buffer (pH 7.4) containing 0.1% DMSO as a cosolvent (Aex = 505 nm).
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R Z 220t B A&7~ L7z (Figure 3B).
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Figure 3. (A) Activations of fluorescence intensity of NTA-DCFDNB (10 uM) at 20 min after addition of Ac-CysHisgTyr-NH,
(10 M) (hex =507 nm). (B) The change of fluorescence intensity of NTA-DCFDNB (10 uM) with Ni** (10 pM) after addition of
peptide Ac-CysHisgTyr-NH,, Ac-CysGlys Tyr-NH,, Ac-SerHisgTyr-NH, or Ac-GlyHisgTyr-NH; (10 uM).
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Figure 5. (A) Absorption spectra of NTA-DCFDNB (10 pM) with Ni?* (10 puM) at 60 min after addition of His-EBFP or
HisCys-EBFP (10 uM) in 0.1 M HEPES buffer (pH 7.4) containing 0.1% DMSO as a cosolvent at 25 °C (e = 507 nm). (B)
Activations of fluorescence intensity at 60 min after addition of His-EBFP or HisCys-EBFP (10 uM) (kex = 507 nm). (C) The
photograph shows fluorescence of NTA-DCFDNB (10 pM) with Ni** (10 pM) at 60 min after addition of His-EBFP or
HisCys-EBFP (10 uM) (Aex = 365 nm).
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