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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.



HR-mOH

S
€ Dynamic
State  Aup(nm)  Aem (nm) pK. (M-l cm-l) P D on/ P orF Intensity p
ON* 578 602 50279 0.30 @ ‘ O
b 9.33 +0.13 3 132 N (0] N
OFF 577 603 43040 0.11

* Protonated form: pH 4
® Deprotonated form: pH 10

4000
0.30
pH pH
0.25 297 — 751 — \ — 297 —— 751
403 — 803 — 3000
456 9.04 —
020 503 10.09 —
° 551 — 11.02 —
g 015 601 1203 — 1142000
651 — 13.10 — .
0.10 701 —
0.05 1000
0.00
400 500 600 700

Wavelength (nm)

0 " . ;
545 600 650 700
Wavelength [nm]

Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is

107 M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:

Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:

Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is

107 M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.



250

200+

150+

100

Fluorescence Enhancement

50—

Fluorescence Intensity

1800 1

1600 -

1400 -

1200 -

1000 -

[
o
o

D
o
o

400 -

200 -

I T | T I T | T I T I T I 1

EDTA Zn?* Mg?* Ca** Fe¥* Mn2* Ccu®*
Metals

Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is

107 M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:

Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:

Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is

107 M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous
solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:

Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:

Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated.
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:
Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.



45
*
*
40 — 407
35
-
8
30 30 -
5 z
o * 2
c 2
© £25
£
Q
":20 - 320
o ]
[= 2
3 15 |
(7]
[
B
g10 - 10
[
5 |
*
0 .« *
T T T T T T T 1 0 - T T T T T T
3 4 5 6 7 8 9 10 EDTA*" n* Mg+ Ca* Fe?* Mn?* Cu?*
pH Metals

Left: Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated. Right:

Fluorescence intensities of the probe (5 uM) to a range of metal ions in a MOPS buffer (MOPS 30 mM, KCI1 100 mM, pH 7.2). The concentration of cations is
10° M.
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Left: Dependence of absorption on pH in a MOPS buffered aqueous solution. Right: Dependence of fluorescence intensity on pH in a MOPS buffered aqueous

solution. Excitation at 535 nm.
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Dependence of fluorescence enhancement on pH. Curve fitting was based on a modified Hill equation from which pK, values were calculated.



