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whereas for BSA, no apparent enhancement was detected.
This is because SSB specifically binds to ssDNA with high
affinity, while histone mainly binds to dsDNA. There has been
no report suggesting any significant DNA binding to BSA. By
intelligent molecular beacon design, this difference in fluo-
rescence enhancement, which can be converted into a differ-
ence in bioassay sensitivity, might serve as the basis for the use
of molecular beacons in specific and sensitive protein
bioanalysis.

Our results demonstrate that there is a direct relationship
between the restoration of molecular beacon fluorescence
intensity and the DNA binding capability of the protein. Even
though nonspecific DNA binding proteins are used here, the
fact that different proteins do have different binding efficien-
cies with the molecular beacon in this first study is very
encouraging. The molecular beacon used in this report lacks
sequence specificity with regard to binding to particular
proteins. Thus the next step is to develop MBs which can
recognize certain proteins with high selectivity. There have
been many recent studies aimed at designing functionalized
single-stranded DNA or RNA molecules (aptamers) for
selective protein binding studies and for enzymatic applica-
tions.l'82 Therefore, it is likely that aptamer-based molecular
beacons can be developed for specific protein binding studies
and for protein analysis with excellent selectivity.

In summary, we have opened a new way for studying
protein-DNA interactions and for protein bioanalysis by
using molecular beacons. The interaction between single-
stranded DNA binding protein and molecular beacon results
in significant restoration of the fluorescence of the molecular
beacon. The fluorescence enhancement brought by SSB and
by complementary DNA is very comparable. The molar ratio
of the binding between SSB and MB is 1:1 with a SSB-MB
binding constant of around 2.0 x 10’M~". The detection limit
of SSB is 2.0 x 1071°M. Preliminary results also show that there
are significant differences in MB binding affinity by different
proteins, which will constitute the basis for highly selective
bioassay of a variety of proteins. The new approach is
potentially useful for the study of protein-DNA/RNA inter-
actions because of its high selectivity, speed, and convenience.
The result also opens the possibility of using easily obtainable
and designer DNA molecules for genomics and proteomics
and for new drug development.
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Novel Zinc Fluorescent Probes Excitable with
Visible Light for Biological Applications**
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Zinc is an essential component of many enzymes and
transcription factors (for example, Zn'" in carbonic anhydrase
and zinc finger proteins).l'! Synaptic vesicles in excitatory
nerve terminals contain high concentrations of chelatable
Zn' 2l which is released by neuronal activity’®! and may
modulate the N-methyl-p-aspartate (NMDA) receptor.!

Thus, Zn'" plays an important role in various biological
systems. However, little is known about the cellular regulation
of Zn'" in comparison with that of Ca'. Chemical tools for
measuring Zn" in living cells (like fura-2 for Cal') are
required. N-(6-Methoxy-8-quinolyl)-P-toluenesulfonamide
(TSQ) was the first fluorescent probe to be developed for
Zn'!: Its fluorescent intensity is increased by Zn!, but not by
Cal' or Mg!L.FI TSQ is used for histochemical staining of Zn' in
tissue sections.[) Zalewski et al. developed a water-soluble
TSQ derivative, Zinquin, which can, as an ethyl ester, be used
to stain Zn'" in living cells.”] However, TSQ and derivatives
are excited at UV wavelengths, which may cause cell damage,
and is subject to interference by autofluorescence from
pyridine nucleotides, among others.*!
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cein derivative, 6-hydroxy-9-
phenylfluorone. This fluoro-
phore is directly linked to a
macrocyclic polyamine, which
strongly complexes with transi-

tion metals such as Zn" and Cu'. @) 2500 -
When an amino group is at-
tached to the phthalic ring of 2000

fluorescein, the fluorescence is

quenched. This quenching is due

to photoinduced electron trans- 1500
fer (PET), which is the intra-
molecular quenching mecha-
nism of an amine group in
fluorophore —amine conju-
gates.’l However, when the ami- 500
no group is replaced by a weak-

er electron-donating group (e.g. 0 |

1000

TsO._~ N/\/OTS

3
CHs CHs
~N ~N
{ N f {
HaC-N N-CHs HaC-N N-CHs
Lone/ LN/
Br o X X
AN
o aoupness
HO o) o
RO o OR ~ .
Ko A
8b:Xx=cCl
R = TBDMS

Scheme 1. The structure and synthesis of ACFs: a) TsCl, Py, 0°C, 91 %; b) DMF, 100°C, 62 %; c) Na, nBuOH,
reflux, 67 %; d) HCHO, NaBH,;CN, MeOH, rt, 26 %; e) Br,, dioxane, 0°C, 90 %; f) rBuLi, 2MeTHF, —150°C,
(ACF-1 (22%) and ACF-2 (1.2%)). Ts = CH;C¢H,SO,.
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an amido group), the molecule 460 470 480
fluoresces because the PET is
hindered. This hindrance is
caused by a reduction of the
HOMO energy compared to
that of the amino moiety.'’) On
the basis of this concept, our group has developed two types of
fluorescent probes: diaminofluoresceins (DAFs) for nitric
oxide (NO)'Y and 9-{2-[3-(carboxy)-9,10-diphenyl]anthryl}-6-
hydroxy-3H-xanthen-3-ones (DPAXs) for singlet dioxygen
(*0,)." When NO is treated with DAFs, the diamino group is
transformed to a triazole, resulting in lowering the HOMO
level and an increase in the fluorescent intensity. Similarly,
when Zn" binds to a macrocyclic polyamine, it too may hinder
PET and enhance the fluorescence.

Excitation and emission spectra of ACF-1 (5 um) at pH7.5
(100 mm  2-[4-(2-hydroxyethyl)-1-piperazinyl]ethanesulfonic
acid (HEPES) buffer) in the presence of various concentra-
tions of Zn! are shown in Figure 1. Upon addition of Zn"
(5 um), the fluorescent intensity of ACF-1 was increased 14-
fold with no significant change in the position of excitation
and emission maxima (4., =495 nm, 1., = 515 nm). Under the
same conditions, the fluorescent intensity of ACF-2 was
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Figure 1. a) Excitation spectra (emission at 4., =515 nm) and b) emission spectra (excitation at 1., =495 nm)
of ACF-1 (5 pm) in the presence of Zn" from 0-10 pMm. These spectra were measured at pH 7.5 (100 mm HEPES
buffer). F=Fluorescent intensity (arbitrary units).

increased 26-fold (1, =505 nm, A.,=525nm). ACFs were
more sensitive than the existing zinc fluorescent probe
excitable with visible light, Newport Green,['3] whose fluo-
rescent intensity increased only 3.3-fold (Figure 2). The
detection limit of the ACFs is 500 nm of Zn" under these
conditions, with a signal-to-noise ratio of 3.0, using 5 pm of
ACFs. At pH10.0 (100 mM 3-(cyclohexylamino) 1-propane-
sulfonic acid (CAPS) buffer), the fluorescent intensities of the
ACFs increased linearly with Zn™ concentration up to 1:1
Zn"™:ACF mole ratio and remained at a plateau at increasing
zinc levels (data not shown), indicating that ACFs and Zn"
form a 1:1 complex.

The fluorescent intensities of ACF-2 (5 uM) with various
metal cations at pH 7.5 are shown in Table 1. The fluorescent
intensities were not increased by addition of various cations
found at high concentrations in cells, such as K' and Ca™
These results were due to the poor complexation of alkaline
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Figure 2. Fluorescent intensity of zinc fluorescent probes (5 um) in the
presence of various concentrations of Zn''. The fluorescent intensities of
ACF-2 (&1 Ayy=505nm; A, =525 nm), ACF-1 (0: A,,=495nm; A, =
515nm), and Newport Green (o: A, =505nm; A.,,=535nm) were
measured at pH75 (100 mm HEPES buffer). F=Fluorescent intensity.
F,=Fluorescent intensity of each fluorescent probe without metal.

Table 1. Relative fluorescent intensities of ACF-2 (5 um) with various
biologically important metal cations.

Entry Metal cation Relative intensityl®!
1 none 1.0
2 Sum Zn! 243
3 Smm Na! 1.2
4 Smum K! 14
5 Smwm Call 1.0
6 Smm Mg 12
7 Spm Fe!! 1.1
8 Sum Fel! 1.0
9 Spm Cul! 0.3

10 Spm Nil! 0.9

11 Spm Colt 1.1

12 5um Mn!! 1.1

13 Sum Ca! 6.3

14 SpM Zn"+5mm Na! 253

15 Sum Zn" + 5mm K! 254

16 SpM Zn"+5mm Ca! 24.6

17 5um Zn' + 5my Mg" 23.1

[a] The fluorescent intensities (4., =505 nm, 4., =525 nm) were measured
at pH7.5 (100 mm HEPES buffer).

metals or alkaline earth metals with macrocyclic polyamines
like the ACFs. Addition of transition metals such as Cu' and
Fe!' did not increase the fluorescent intensity. Although the
binding constants of Cu' to macrocyclic polyamines are
generally larger than that of Zn',['¥] the Cu" -~ ACF complexes
did not fluoresce possibly because of a quenching mecha-
nism.") Addition of Cd" increased the fluorescent intensity
slightly but its concentration in cells is much lower than that of
Zn", so, in practice, Cd" would not significantly affect the
measurement of Zn'. The fluorescence of ACF-2 (5 um) and
Zn" (5 um) was not affected by high concentrations (5 mm) of
Na!, K, Ca' and Mg'". Similar results were obtained with
ACF-1.

Czarnik et al. developed fluorescent probes whose accept-
ors for Zn' are also macrocyclic polyamines.'!] At pH 10, the
fluorescent intensity of their 9-(1,4,7,10-tetraazacyclododec-
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yl)methylanthracene increased 14-fold upon the addition of
Zn', However, under neutral conditions the nitrogen atom in
this molecule, which is linked with the anthracene moiety
through a methylene bridge, is protonated and the fluorescent
intensity increased without addition of Zn'. This result was
due to the elimination of the PET upon protonation.”l To
avoid this, we bound the macrocyclic polyamine directly to the
fluorophore in the design of our ACFs. The fluorophore -
nitrogen atom binding results in lower pK, values and
consequently the fluorescent intensity of the ACFs at pH7
was comparable to that at around pH10. The ACF-Zn"
complex thereby fluoresces at a physiological pH.

In summary, our fluorescent probes for Zn'', the ACFs, are
excited by visible light, and can selectively detect Zn"" under
physiological conditions. ACFs are expected to be a useful
tool for measuring Zn" concentrations in the living cells.
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