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A chemoselective as well as enantioselective fluorescent probe 
has been developed to determine both the concentration and 
enantiomeric composition of the biologically important amino 
acid histidine by measuring fluorescent responses when excited 
at two different wavelengths.  

Fluorescent probes to detect amino acids have been 
actively investigated in the past two decades because of the 
easily available instruments, fast analysis, multiple sensing 
modes and capability of high throughput assay.1-3  L-Amino 
acids are the structural units of proteins and play diverse 
biological functions.4,5  In recent years, more and more 
research has revealed that D-amino acids also exist in 
biosystems including human.6-8  For example, they are found 
in central never systems as important neural transmitters.  
The enantiomerically pure L- and D-amino acids are 
extensively used in the asymmetric synthesis of functional 
organic compounds including many pharmaceutical 
products as either the starting materials or the chirality 
sources.9,10  However, fluorescent recognition of the 
biologically important amino acids with both 
chemoselectivity and enantioselectivity still presents 
significant challenges in this area.3

Histidine is an essential amino acid for human growth.11  
It is a precursor for histamine, an amine produced in the body 
necessary for inflammation.12a  Proteins enriched with 
histidine play many important roles in human body.12  It is 
also useful in asymmetric synthesis and has been applied to 
catalyze the cross-aldol reactions of enolizable aldehydes.13  

Although several fluorescent probes were developed for the 
detection of histidine, they cannot be used to distinguish the 
L- and D-enantiomers.14  For example, a metal organic 
framework-based fluorescence probe was found to show 
selective recognition of histidine but its enantioselectivity 
was not high.14g

Previously, we discovered that the 1,1’-bi-2-naphthol 
(BINOL)-based dialdehyde (R)-1 in combination with Zn(II) 
exhibits enantioselective fluorescent enhancement with 
amino acids via an amine-aldehyde condensation followed 
by Zn(II) coordination and intermolecular association to 
generate dimeric complexes like 2.15  A two-stage 
fluorescence enhancement mechanism is proposed for this 
process: (1) The Zn(II) coordination with the imine restricts 
the excited state C=N bond isomerization; (2) The formation 
of the macrocyclic dimeric product 2 rigidifies the structure 
and restricts the rotation of the BINOL units around its 1,1’-
bonds.15,16  Although (R)-1 exhibits enantioselective 
fluorescent responses toward several amino acids, it is not 

chemoselective for a specific substrate.  In order to develop 
fluorescent probes that are both chemoselective and 
enantioselective for specific amino acids such as histidine, 
we have conducted a systematic modification of the 
structure of the BINOL-aldehyde-based probe.  

Scheme 1.  The reaction of the fluorescent probe (R)-1 with an 
amino acid and Zn(II).  
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We have designed the monoaldehyde probe (S)-3 for the 
selective recognition of histidine in the presence of Zn(II).  
As shown in Scheme 2, when (S)-3 is treated with histidine 
and Zn2+, a six-coordinated Zn(II) complex like 4 could be 
generated to restrict the rotation of the BINOL unit to show 
fluorescence enhancement.  The L- and D-enantiomers of 
histidine may lead to different stability and/or structural 
rigidity of 4, giving enantioselective response.  Other amino 
acids without the imidazole substituent of histidine cannot 
generate the structure of 4 which would allow histidine to be 
selectively detected by (S)-3.  We have discovered that (S)-
3 in combination with Zn(II) is an unprecedented highly 
chemoselective as well as highly enantioselective 
fluorescent probe for histidine.  Herein, this result is 
reported.

Scheme 2.  A proposed reaction of (S)-3 with histidine and Zn(II) 
to form 4.  
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We prepared the proposed fluorescent probe (S)-3 
according to Scheme 3.  Reaction of the monoBINOL 
aldehyde (S)-517 with 618 in the presence of a base at 80 °C 
gave a MOM protected intermediate.  Removal of the MOM 
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protecting group of this intermediate with HCl (anhydrous 
Et2O) led to the formation of the desired product (S)-3 in 
91% yield.  In the 1H NMR spectrum of (S)-3 in CDCl3, the 
singlet at  10.21 is assigned to the hydroxyl proton as it 
disappeared with the addition of D2O.  This low field signal 
of the hydroxyl proton is consistent with a strong 
intramolecular hydrogen bond similar to that observed in the 
dialdehyde compound (R)-1.  

Scheme 3.  Synthesis of the proposed fluorescent probe (S)-3
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Compound (S)-3 displays an emission at 470 nm upon 
excitation at 378 nm (Figure 1a).  Addition of Zn(II) has no 
significant influence on the fluorescence (S)-3.  It was found 
that both D- and L-histidine reduced the fluorescence 
intensity of the (S)-3+Zn(II) solution at  = 470 nm equally 
(Figure 1a-d).  That is, the fluorescence quenching at this 
wavelength is independent of the amino acid configuration.  

We further found that a new emission emerged at λ2 = 
560 nm (λexc = 450 nm) when (S)-3+Zn2+ was treated with 
histidine.  As shown in Figure 2, D-histidine greatly 
enhanced the fluorescence at this wavelength but L-histidine 
generated much weaker response.  Thus, the fluorescent 
probe (S)-3+Zn(II) exhibits high enantioselectivity for 
histidine at λ2.  At 10 equiv histidine, the enantioselective 
fluorescent enhancement ratio [ef = (ID–I0)/(IL–I0).  I0:  the 
fluorescence intensity in the absence of D- and L-histidine] 
was found to be at 24.3 (Figure 2a).  
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Figure 1.  Fluorescence spectra of (S)-3 (0.01 mM) + Zn(OAc)2 
(2.0 equiv) with (a) D- and L-histidine (10.0 equiv), (b) D-histidine, 
and (c) L-histidine.  (d) Fluorescence intensity at 470 nm versus the 
equivalence of D- and L-histidine (Error bars from three 
independent experiments.  λexc = 378 nm. Slit: 5/5 nm.  Solvent:  
DMF/1% pH 6.35 phosphate buffer)
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Figure 2.  Fluorescence spectra of (S)-3 (0.01 mM) + Zn(OAc)2 
(2.0 equiv) with (a) D- and L-histidine (10.0 equiv), (b) D-histidine, 
and (c) L-histidine.  (d) Fluorescence intensity at 560 nm versus the 
equivalence of D- and L-histidine (Error bars from three 
independent experiments.  λexc = 450 nm. Slit: 5/5 nm.  Solvent:  
DMF/1% pH 6.35 phosphate buffer)

The enantiomer of (S)-3, compound (R)-3, was also 
prepared from (R)-BINOL, and its fluorescence response 
toward D- and L-histidine was studied under the same 
conditions.  As shown in Figure S2, a mirror-image relation 
was observed between the fluorescence responses of (R)-3 
and (S)-3 toward the enantiomers of the histidine at λ2, which 
confirms the inherent chiral recognition process.

We studied the interaction of both (S)- and (R)-3 with 
histidine at various enantiomeric composition and plotted 
the fluorescence response of each enantiomeric probe at λ2 
= 560 nm versus the enantiomeric excess [ee = ([D]-
[L])/([D]+[L])%] of histidine in Figure 3.  The mirror-image 
relation was observed between the fluorescence responses of 
this enantiomeric probe pair. These plots can be used to 
determine the enantiomeric composition of histidine.
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Figure 3.  Fluorescence intensity of (S)-3 or (R)-3 (0.01 mM) + 
Zn(OAc)2 (2.0 equiv) at 560 nm versus the ee of histidine (10.0 
equiv) (Error bars from three independent experiments. λexc = 450 
nm. Slit: 5/5 nm.  Solvent:  DMF/1% pH 6.35 phosphate buffer)

We investigated the fluorescence responses of (S)-
3+Zn(II) toward 17 enantiomeric pairs of common amino 
acids (including histidine).  Under the same conditions, all 
17 amino acids reduced the fluorescence of the probe at λ1 = 
470 nm (λexc = 378 nm) with no enantioselectivity (Figure 
S22 in SI).  However, at λ2 = 560 nm (λexc = 450 nm), only 
D-histidine showed greatly enhanced fluorescence (Figure 
4).  Thus, the probe (S)-3+Zn(II) is highly chemoselective 
and enantioselective for fluorescent recognition of histidine.
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Figure 4.  Fluorescence intensity at 560 nm of (S)-3 (0.01 mM) + Zn(OAc)2 (2.0 equiv) with 17 amino acids (10 equiv) (λexc = 450 nm.  Slit: 
5/5 nm.  Solvent:  DMF/1% pH 6.35 phosphate buffer).

As described above, when excited at 378 nm (Figure 1), 
the two enantiomers of histidine produced similar 
fluorescence quenching on (S)-3+Zn(II) at 1; however, 
when excited at 450 nm (Figure 2), one enantiomer of 
histidine greatly enhanced fluorescence of the probe at 2 
while the other enantiomer did not.  This indicates that the 
excitation at 378 nm should allow the determination of the 
histidine concentration, and the excitation at 450 nm should 
allow the determination of the histidine enantiomeric 
composition.19  We thus measured the fluorescence 
intensities of (S)-3+Zn2+, that is, I470 (λexc = 378 nm) and I560 
(λexc = 450 nm), with D- and L-histidine at varying 
concentrations and ee’s (Figure 5).  As shown in Figure 5a, 
I470 is only correlated 
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Figure 5.  Fluorescence response of (S)-3 (0.01 Mm) + Zn(OAc)2 
(2.0 equiv) toward histidine (0 - 13 equiv).  (a) I470 (λexc = 378 nm) 
versus ee of histidine at varying concentration.  (b) I560 (λexc = 450 
nm) versus ee of histidine at varying concentration.  (c) I470 versus 
I560 at varying [D-His]%.  (Solvent:  DMF/1% pH 6.35 phosphate 
buffer.  All the data were obtained from three independent 
experiments.  Slit: 5/5 nm)

with the histidine concentration but independent of its ee’s 
which can be used to determine the total concentration of a 
histidine sample containing both enantiomers.  Figure 5b 
shows that I560 is strongly influenced by both the 

concentration and ee’s of histidine.  Combining the data of 
Figure 5a,b, we obtained the 3D graph Figure 5c by plotting 
the [D-His]% versus the fluorescence intensities I470 and I560.  
Therefore, we can determine the enantiomeric composition 
of a given histidine sample by using the fluorescence 
responses at the two wavelengths and this 3D plot.  

We have applied the 3D plot Figure 5c to analyze the 
concentration and enantiomeric composition of 7 histidine 
samples.  As the results summarized in Table 1 (see more 
details in Table S1 in SI) show, the values of [D-His]% and 
histidine concentration obtained from the fluorescent 
measurements had good agreement with the actual data.

Table 1.  Using fluorescence measurements to determine the 
concentration and enantiomeric compositions of histidine samples.a

[D-His]% [His]/*10-5Mentry actual found actual found
1 80.0 75.1 3.50 3.69
2 45.0 46.2 4.50 4.92
3 70.0 71.9 5.50 6.05
4 30.0 28.9 7.50 7.54
5 65.0 69.3 8.50 8.32
6 25.0 25.3 9.50 9.67
7 55.0 56.3 11.50 11.08

a.  The plots and conditions in Figure 5 were used.  All the data 
were obtained by averaging three independent experiments.

We have synthesized and characterized the imine 
compounds (S,R)- and (S,S)-7 from the condensation of (S)-
3 with L- and D-histidine respectively (see the synthesis in 
SI).  Both of these diastereomeric imine compounds are 
found to form 1:1 complex with Zn(II) in the absence of a 
buffer (see Figure S3 in SI) with similar fluorescence 
enhancement at 550 nm.  However, when these complexes 
were exposed to the pH 6.35 phosphate buffer used in the 
fluorescence measurement, the emission of (S,S)-7 greatly 
diminished, but that of (S,R)-7 was observed at much higher 
intensity though still reduced from that in the absence of a 
buffer (Figure S4).  Thus, it is proposed that under the 
fluorescence measurement conditions, the Zn(II) complex of 
(S,R)-7 should be more stable than that of (S,S)-7, giving the 
observed enantioselective fluorescent response at 2.  The 
fluorescent quenching observed at 1 for the interaction of 
(S)-3 with both D- and L-histidine should be due to the 
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consumption of (S)-3 as it was converted to the 
corresponding imine-Zn(II) complexes.

We conducted COSY and NOESY NMR spectroscopic 
analyses on the Zn(II) complex of (S,R)-7 in DMSO-d6 
solution (Figure S12-S15 in SI).  It was found that the imine 
proton H as shown in the proposed structure (S,R)-4 
exhibited stronger NOE effect with one of the diastereotopic 
hydrogens of H and H’ than with the other one.  This NOE 
effect was also stronger than that observed in the imine 
compound (S,R)-7 in the absence of Zn(II).  The NOE effects 
of H/H’ in (S,R)-4 with more aromatic hydrogens than 
those in (S,R)-7 were also observed.  These observations 
support the proposed multidented macrocyclic coordination 
of the histidine unit with the Zn(II) center as depicted in 
(S,R)-4.  The mass spectrum (MALDI-TOF) of (S,R)-4 was 
obtained (Figure S5) which gave a predominate signal at m/z 
= 704.1 consistent with the structure [calcd for (S,R)-4+H: 
704.2).  We were not able to obtain the single crystal of this 
complex for X-ray analysis yet at this stage, but are still 
working on getting more structural information about this 
compound.  Molecular modeling study will be conducted in 
order to understand the stability difference of the complexes 
generated from the reaction of (S)-3 with the enantiomers of 
histidine as well as other amino acids.
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In summary, we have discovered a highly 
chemoselective and enantioselective fluorescent probe for 
histidine.  Upon excitation at two different wavelengths, this 
probe exhibits very different fluorescent responses toward 
the enantiomers of histidine which allows the determination 
of both the concentration and enantiomeric composition of 
amino acids.  

This work was financially supported by US National 
Science Foundation (CHE-1855443).

Supplementary Information Available:  Experimental 
procedures and additional spectroscopic data are provided.  

Keywords:  fluorescent probe, histidine, enantioselective, 
chemoselective, amino acids

References

(1)  Zhou, Y.; Yoon, J.  Recent Progress in Fluorescent and Colorimetric 
Chemosensors for Detection of Amino Acids.  Chem. Soc. Rev. 2012, 41, 
52–67.  
(2)  Wang, J.; Liu, H.-B.; Tong, Z.; Ha, C.-S.  Fluorescent/Luminescent 
Detection of Natural Amino Acids by Organometallic Systems.  Coord. 
Chem. Rev. 2015, 303, 139-184.  
(3)  Pu, L.  Enantioselective Fluorescent Recognition of Free Amino Acids:  
Challenges and Opportunities.  Angew. Chem. 2020, 
doi.org/10.1002/anie.202003969
(4)  (a)  Elmore, D. T.; Barrett, G. C. Amino acids and peptides. Cambridge, 
UK: Cambridge University Press, 1988.  (b)  Nefyodov L. Amino Acids and 

Their Derivatives (chemistry, biochemistry, pharmacology, medicine). Proc 
of Internat. Symp; Grodno. 1996:125.
(5)  (a)  Lubec, C. Amino Acids (Chemistry, Biology, Medicine). Escom, 
New York. 1990:1196.  (b)  Holden, J. T.  Amino Acid Pools. Elsevier, 
Amsterdam. 1962:815. 
(6)  Konno, R.; Brückner, H.; D’Aniello, A.; Fisher, G.; Fujii, N.; Homma, 
H. (Eds) D-Amino Acids: A New Frontier in Amino Acids and Protein 
Research - Practical Methods and Protocols.  Nova Science, New York, 
2007.  
(7)  Cava, F.; Lam, H.; de Pedro, M. A.; Waldor, M. K.  Emerging 
Knowledge of Regulatory Roles of D-Amino Acids in Bacteria.  Cell. Mol. 
Life Sci. 2011, 68, 817–831.  
(8)  (a)  Weatherly, C. A.; Du, S.; Parpia, C.; Santos, P. T.; Hartman, A. L.; 
Armstrong, D. W.  D-Amino Acid Levels in Perfused Mouse Brain Tissue 
and Blood: A Comparative Study. ACS Chem. Neurosci. 2017, 8, 1251–
1261.  (b)  Kiriyama, Y.; Nochi, H.  D-Amino Acids in the Nervous and 
Endocrine Systems.  Scientifica 2016, 6494621.
(9)  List, B.; Lerner, R. A.; Barbas III, C. F. Proline-Catalyzed Direct 
Asymmetric Aldol Reactions. J. Am. Chem. Soc. 2000, 122, 2395–2396.  
(b)  MacMillan, D. W. C. The Advent and Development of Organocatalysis. 
Nature 2008, 455, 304–308.  
(10)  Micskei, K.; Patonay, T.; Caglioti, L.; Pályi, G. Amino Acid Ligand 
Chirality for Enantioselective Syntheses. Chem. Biodiversity 2010, 7, 1660-
1669.
(11)  Otten, J. J.; Hellwig, J. P.; Meyers, L. D. (Eds)  Dietary Reference 
Intakes: The Essential Guide to Nutrient Requirements.  The National 
Academies Press:  Washington, D.C., 2011, page 145-155.  
(12)  (a) Andersen, H. H.; Elberling, J.; Arendt-Nielsen, L. Human surrogate 
models of histaminergic and non-histaminergic itch. Acta Dermato-
Venereologica. 2015, 95 (7), 771–777.  (b)  Jones, A. L.; Hulett, M. D.; 
Parish, C. R.  Immunol. Cell Biol. 2005, 83, 106-118.  (c)  Sullivan Jr. D. J.; 
Gluzman, I. Y.; Goldberg, D. E.  Science 1996, 271, 219-222.  (d)  Leebeek, 
F. W. G.; Kluft, C.; Knot, E. A. R.; De Maat, M. P. M.  J. Lab. Clin. Med. 
1989, 113, 493-497.  (e)  Saito, H.; Goodnough, L. T.; Boyle, J. M.; 
Heimburger, N.  Am. J. Med. 1982, 73, 179-182.  
(13)  Markert, M.; Scheffler, U.; Mahrwald, R. Asymmetric histidine-
catalyzed cross-Aldol reactions of enolizable aldehydes: access to defined 
configured quaternary stereogenic centers. J. Am. Chem. Soc. 2009, 131 
(46), 16642–16643.
(14)  (a)  Hortalà, M. A.; Fabbrizzi, L.; Marcotte, N.; Stomeo, F.; Taglietti, 
A. J. Am. Chem. Soc. 2003, 125, 20-21.  (b)  Fabbrizzi, L.; Francese, G.; 
Licchelli, M.; Perotti, A.; Taglietti, A.  Chem. Commun. 1997, 581-582.  (c)  
Ma, D. –L.; Wong, W. –L.; Chung, W. –H.; Chan, F. –Y.; So, P. –K.; Lai, 
T. –S.; Zhou, Z. –Y.; Leung, Y. –C.; Wong, K. -Y.  Angew. Chem. Int. Ed. 
2008, 47, 3735–3739.  (d)  Zhang, Y.; Yang, R. H.; Liu, F.; Li, K. –A.  Anal. 
Chem. 2004, 76, 7336-7345.  (e)  Fu, Y. –Y.; Li, H. –X.; Hu, W. –P.  Sens. 
Actuat. B 2008, 131, 167–173.  (f)  Huang, Z.; Du, J.; Zhang, J.; Yu, X. -
Q.; Pu, L.  A simple and efficient fluorescent sensor for histidine.  Chem. 
Commun. 2012, 48, 3412–3414.  (g)  An enantioselective fluorescent 
quenching ratio [ef = (I0–ID)/( I0–IL) of ~1.8 was found:  Chandrasekhar, P.; 
Mukhopadhyay, A.; Savitha, G.; Moorthy. J. N.  Remarkably Selective and 
Enantiodifferentiating Sensing of Histidine by a Fluorescent Homochiral 
Zn-MOF Based on Pyrene-Tetralactic Acid.  Chem. Sci. 2016, 7, 3085-
3091.  
(15)  Huang, Z.; Yu, S.; Wen, K.; Yu, X.; Pu, L.  Zn(II) Promoted Dramatic 
Enhancement in the Enantioselective Fluorescent Recognition of Chiral 
Amines by a Chiral Aldehyde.  Chem. Sci. 2014, 5, 3457–3462.  
(16)  Song, T.; Cao, Y.; Zhao, G.; Pu, L.  Fluorescent Recognition of Zn2+ 
by Two Salicylaldimine Diastereomers:  Dramatically Different Responses 
and Spectroscopic Investigation.  Inorg. Chem. 2017, 56, 4395-4399.
(17)  Zhu, Y.; Wu, X.; Gu, S.; Pu, L. Free Amino Acid Recognition: A 
bisbinaphthyl-based fluorescent probe with high enantioselectivity. J. Am. 
Chem. Soc. 2019, 141, 175–181.
(18)  Bravard, F.; Bretonniere, Y.; Wietzke, R.; Gateau, C.; Mazzanti, M.; 
Delangle, P.; Pecaut, J. Solid-State and Solution Properties of Cationic 
Lanthanide Complexes of a New Neutral Heptadentate N4O3 Tripodal 
Ligand. Inorg. Chem. 2003, 42 (24), 7978–7989
(19)  Wang, Q.; Wu, X.; Pu, L.  Excitation of One Fluorescent Probe at Two 
Different Wavelengths to Determine the Concentration and Enantiomeric 
Composition of Amino Acids.  Org. Lett. 2019, 21, 9036-9039.

Page 4 of 5ChemComm

https://reporting.research.gov/rppr-web/rppr?execution=e1s2&_eventId=awardDetail&awardId=1855443
https://pubs.rsc.org/en/content/articlehtml/2012/cs/c1cs15159b
https://pubs.rsc.org/en/content/articlehtml/2012/cs/c1cs15159b
https://www.sciencedirect.com/science/article/pii/S0010854515001770
https://www.sciencedirect.com/science/article/pii/S0010854515001770
https://doi.org/10.1002/anie.202003969
https://archive.org/details/aminoacidspeptid00barr_040
https://link.springer.com/article/10.1007/s00018-010-0571-8
https://link.springer.com/article/10.1007/s00018-010-0571-8
https://pubs.acs.org/doi/abs/10.1021/acschemneuro.6b00398
https://pubs.acs.org/doi/abs/10.1021/acschemneuro.6b00398
https://web.archive.org/web/20140705140516/http:/www.nal.usda.gov/fnic/DRI/Essential_Guide/DRIEssentialGuideNutReq.pdf
https://web.archive.org/web/20140705140516/http:/www.nal.usda.gov/fnic/DRI/Essential_Guide/DRIEssentialGuideNutReq.pdf
https://web.archive.org/web/20140705140516/http:/www.nal.usda.gov/fnic/DRI/Essential_Guide/DRIEssentialGuideNutReq.pdf


5

Page 5 of 5 ChemComm


