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A Bacterial Small-Molecule Three-Hybrid
System**
Eric A. Althoff and Virginia W. Cornish*

Affinity chromatography has long been used to identify the
protein targets of small-molecule drugs and other biomole-
cules. Although an essential tool for biochemical research,
affinity chromatography can often be labor-intensive and
time-consuming. Recently, the yeast three-hybrid assay, a
derivative of the two-hybrid assay, was introduced as a
straightforward, in vivo alternative to affinity chromatogra-
phy.[1, 2] In the three-hybrid assay, protein ± small molecule
interactions are detected by the dimerization of the two halves
of a transcriptional activator (TA) through the receptors of
the small molecule and subsequent transcription of a reporter
gene.[3±6] For affinity chromatography applications, one li-
gand ± receptor pair is used as an anchor and the other is the
small molecule ± protein interaction being investigated. Al-
though the yeast three-hybrid assay is quite powerful, a
bacterial equivalent would increase the number of proteins
that could be tested by several orders of magnitude because
the transformation efficiency of E. coli is significantly greater
than that of S. cerevisiae. Furthermore, there may be applica-
tions where it is advantageous to test a eukaryotic protein in a
prokaryotic environment in which many pathways are not
conserved. However, the yeast three-hybrid assay cannot be
transferred directly to bacteria. The components of the
transcription machinery and the mechanism of transcriptional
activation differ significantly between bacteria and yeast.
Ligand ± receptor pairs often are organism-specific because of
cell permeability, toxicity, or other interactions with the
cellular milieu. Bacterial two-hybrid assays have only begun
to be developed in the past few years[7] and to date only initial
efforts toward the design of a bacterial three-hybrid system
have been reported.[8, 9] Herein we report the first robust
small-molecule bacterial three-hybrid system–a heterodimer
of methotrexate and a synthetic analogue of FK506 that
activates transcription in the E. coli RNA polymerase two-
hybrid system (Figure 1).

We chose to construct our bacterial three-hybrid system
from the RNA polymerase two-hybrid system reported by
Dove et al. in 1997.[10] A variety of methods for detecting
protein ± protein interactions in bacteria are now availa-

NSC-16 cantilevers (resonance frequency�180 kHz). Scan rates used were
1.5 ± 2.5 Hz with a cantilever oscillation amplitude of the order of 20 ±
40 nm.

Received: February 5, 2002 [Z18661]

[1] a) C. M. Niemeyer, Angew. Chem. 2001, 113, 4254 ± 4287; Angew.
Chem. Int. Ed. 2001, 40, 4128 ± 4158; b) A. N. Shipway, E. Katz, I.
Willner, ChemPhysChem 2000, 1, 18 ± 52; c) W. Shenton, S. A. Davies,
S. Mann, Adv. Mater. 1999, 11, 449 ± 452; d) C. A. Mirkin, Inorg.
Chem. 2000, 39, 2258 ± 2272.

[2] a) Q. H. Liu, L. M. Wang, A. G. Frutos, A. E. Condon, R. M. Corn,
L. M. Smith,Nature 2000, 403, 175 ± 179; b) E. Ben-Jacob, A. Hermon,
S. Caspi, Phys. Lett. A 1999, 263, 199 ± 202.

[3] a) F. Patolsky, K. T. Ranjit, A. Lichtenstein, I. Willner, Chem.
Commun. 2000, 1025 ± 1026; b) T. A. Taton, R. C. Mucic, C. A.
Mirkin, R. L. Letsinger, J. Am. Chem. Soc. 2000, 122, 6305 ± 6306.

[4] I. Willner, F. Patolsky, J. Wasserman, Angew. Chem. 2001, 113, 1913 ±
1916; Angew. Chem. Int. Ed. 2001, 40, 1861 ± 1864.

[5] E. Braun, Y. Eichen, U. Sivan, G. Ben-Yoseph,Nature 1998, 391, 775 ±
778.

[6] a) J. Richter, R. Seidel, R. Kirsch, M. Mertig, W. Pompe, J. Planschke,
H. K. Schackert, Adv. Mater. 2000, 12, 507 ± 510; b) W. E. Ford, O.
Harnack, A. Yasuda, J. M. Wessels, Adv. Mater. 2001, 13, 1793 ±
1797.

[7] T. Torimoto, M. Yamashita, S. Kowabata, T. Sakata, H. Mori, H.
Yoneyama, J. Phys. Chem. B 1999, 103, 8799 ± 8803.

[8] Z. Wang, K. Shah, T. M. Rana, Biochemistry 2001, 40, 6458 ±
6464.

[9] a) A. P. H. J. Schenning, F. B. G. Benneker, H. P. M. Geurts, X. Y. Liu,
R. J. M. Nolte, J. Am. Chem. Soc. 1996, 118, 8549 ± 8552; b) L.
Latterini, R. Blossey, J. Hofkens, P. Vanoppen, F. C. de Schryver, A. E.
Rowan, R. J. M. Nolte, Langmuir 1999, 15, 3582 ± 3588.

[10] a) S. Maenosono, C. D. Dushkin, S. Saita, Y. Yamaguchi, Langmuir
1999, 15, 957 ± 965; b) P. C. Ohara, J. R. Heath, W. M. Gelbart,Angew.
Chem. 1997, 109, 1120 ± 1122; Angew. Chem. Int. Ed. 1997, 36, 1078 ±
1081.

[11] a) R. D. Deegan, O. Bakajin, T. F. Dupont, G. Huber, S. R. Nagel,
T. A. Whitten, Nature 1997, 389, 827 ± 829; b) U. Thiele, M. Mertig, W.
Pompe, Phys. Rev. Lett. 1998, 80, 2869 ± 2872.

[12] a) D. Beaglehole, H. K. Christenson, J. Phys. Chem. 1992, 96, 3395 ±
3403; b) A. S. Padmakar, K. Kargupta, A. Sharma, J. Chem. Phys.
1999, 110, 1735 ± 1744; c) G. Reiter, Phys. Rev. Lett. 1992, 68, 75 ± 78.

[13] a) M. Elbaum, S. G. Lipson, Phys. Rev. Lett. 1994, 72, 3562 ± 3566;
b) N. Samid-Merzel, S. G. Lipson, D. S. Tannhauser, Phys. Rev. E 1998,
57, 2906 ± 2913.

[14] J. Hu, M. Wang, H.-U. G. Weier, P. Frantz, W. Kolbe, D. F. Ogletree,
M. Salmeron, Langmuir 1996, 12, 1697 ± 1700.

[*] Prof. V. W. Cornish, E. A. Althoff
Department of Chemistry, Columbia University
New York, NY 10027 (USA)
Fax: (�1)212-932-1289
E-mail : vc114@columbia.edu

[**] We are grateful for financial support for this work from the National
Institutes of Health (grant GM62867) and Columbia University.
E.A.A. is a Howard Hughes Medical Institute Predoctoral Fellow.
V.W.C. is a Beckman, Burroughs-Wellcome, Dreyfus, and NSF Career
New Faculty Awardee. We especially thank A. Hochschild and S.
Dove for their guidance as well as for supplying many of the plasmids
and strains reported in this work; in addition, we thank Ariad
Pharmaceuticals for providing a synthetic protocol for SLF and J. Hu
and S. Kopytek for their many helpful suggestions.

Supporting information for this article is available on theWWWunder
http://www.angewandte.org or from the author.



ZUSCHRIFTEN

2434 ¹ WILEY-VCH Verlag GmbH, 69451 Weinheim, Germany, 2002 0044-8249/02/11413-2434 $ 20.00+.50/0 Angew. Chem. 2002, 114, Nr. 13

Figure 1. Bacterial RNA polymerase small-molecule three-hybrid system.
A bacterial two-hybrid system was developed by Dove and Hochschild
based on their observation that �cI-mediated recruitment of RNA
polymerase (RNA Pol) is sufficient to activate gene transcription. Herein
we report a three-hybrid variant of this system built around the interaction
between the small molecules methotrexate (Mtx) and a synthetic analogue
of FK506 (SLF) and their protein receptors, dihydrofolate reductase
(DHFR) and FK506-binding protein 12 (FKBP12), respectively. In this
assay, the binding site for the DNA-binding protein �cI is placed upstream
of the promoter for a lacZ reporter gene. �cI is fused to FKBP12 and the
N-terminal domain of the �-subunit of RNA Pol (�NTD) is fused to
DHFR. Thus, upon addition of the small molecule heterodimer Mtx ± SLF,
the �cI ± FKBP12 and �NTD±DHFR fusion proteins are dimerized, thus
activating transcription of the lacZ reporter gene.

ble.[7±14] Generally, these methods are based either on enzyme
complementation or transcriptional activation or repression
assays. Whereas the enzyme complementation assays are
essentially the same as those used in eukaryotes, entirely new
transcription-based assays had to be developed for bacteria
because the components of the transcription machinery are
poorly conserved between eukaryotes and prokaryotes. We
chose to adapt the RNA polymerase assay developed by Dove
et al. because transcriptional activation in this assay results in
a large increase in reporter gene transcription and because
reconstitution of transcriptional activation should be largely
conformation-independent. Based on their
studies of the mechanism of transcriptional
activation by �-repressor (�cI),[15] Dove et al.
developed an in vivo assay for protein ± pro-
tein interactions based on dimerization of �cI
and the N-terminal domain of the �-subunit
of RNA polymerase (�NTD). They showed
that this assay could detect the interaction
between the proteins Gal4 and Gal11P as an
increase in transcription of a lacZ reporter
gene.[16] We used this direct protein ± protein
interaction as a small-molecule independent
positive control in work reported herein.
Dove and Hochschild optimized the lacZ
reporter gene such that dimerization of �cI
and �NTD activates transcription 10 ± 100-
fold over basal levels. A variant of this assay
that can be run as a his3 growth selection was
recently reported.[17]

The key to converting this two-hybrid
assay into a three-hybrid system was the
design of a dimeric ligand that could bridge
�cI and �NTD through the receptors of the
ligand. For the bridging small molecule, we
chose to prepare a heterodimer of metho-
trexate (Mtx) and a synthetic analogue of

FK506 (SLF). We call this heterodimer Mtx ± SLF. We
planned to use Mtx ± SLF to dimerize a �cI ± FKBP12 (�cI ±
FK506-binding protein 12) protein chimera and an �NTD±
DHFR (�NTD±dihydrofolate reductase) protein chimera as
shown in Figure 1. Mtx inhibits DHFR with a low picomolar
KI , and the interaction between the two has been extensively
studied.[18, 19] Furthermore, our laboratory recently showed
that Mtx could be used successfully in a yeast three-hybrid
system.[6] For the other half of the bridging small molecule, we
used SLF. FK506 functions as a natural small-molecule
dimerizer, and dimers of FK506 have been developed as
artificial chemical inducers of dimerization.[3, 20] SLF was
developed by Ariad Pharmaceuticals as an FK506 analogue; it
has a nanomolar affinity for FKBP12, and the interaction
between the two has been fully characterized.[21, 22] Further-
more, SLF homodimers have been used previously in several
mammalian three-hybrid systems.[23]

The retrosynthetic analysis of Mtx ± SLF is shown in
Scheme 1. The synthesis is based on previous syntheses of
Mtx and SLF derivatives and was designed to allow Mtx, SLF,
or the linker between them to be varied readily. The Mtx
portion of the molecule begins as the �-methyl ester of �-
glutamic acid and is based on previous syntheses of Mtx.[6, 24]

�-Methyl �-glutamic acid is inexpensive, and the �-carbox-
ylate can be selectively protected as the tert-butyl ester by
transiently protonating the �-amino group.[25] The diprotected
amino acid is then coupled to 4-(methylamino)benzoic acid by
using standard peptide coupling reagents. Finally, the �-
methyl ester is saponified to yield the free acid for further
reactions. SLF acid was synthesized as described previously
from �-pipecolinic acid in 59% yield over six steps.[5, 21] The
Mtx and SLF portions were then coupled to 1,10-diaminode-
cane in a three-component peptide coupling reaction. 2,4-

Scheme 1. Retrosynthetic analysis of Mtx ± SLF.
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Diamino-6-bromomethyl-pteridine is added after this cou-
pling reaction to simplify the purification of the synthetic
intermediates. Finally, acid cleavage of the tert-butyl ester
yielded Mtx ± SLF. Thus, the Mtx ± SLF heterodimer was
prepared from two components in 5% overall yield over the
six steps from the �-methyl ester of �-glutamic acid or 6%
overall yield in nine steps from the �-pipecolinic acid
precursor of SLF.

The next step was the construction of the E. coli strain that
expresses the �cI ± FKBP12 and �NTD±DHFR fusion pro-
teins and contains the lacZ reporter construct. Plasmids that
encode the �cI ± FKBP12 and �NTD±DHFR chimeras were
prepared from vectors pAC�cI32 and pBR�LN by using
standard molecular biology techniques.[7] We used the same
synthetic lacZ reporter, placOR2-62, initially reported by the
Hochschild group. The reporter placOR2-62 is maintained in
one copy in the chromosome as a prophage and encodes the
lacZ gene 62 base pairs downstream from the �cI binding site
(Figure 1).[10] Based on previous results from Kopytek and Hu
showing that tolC�, which encodes a portion of a multidrug-
resistance efflux pump (MDR), and thyA�, which encodes an
enzyme upstream of DHFR in the thymidine biosynthesis
pathway, mutations improved the viability and tolerance of
E. coli to Mtx-based molecules, we expected export as well as
toxicity of Mtx ± SLF to be problematic in E. coli.[26] Thus, we
modified the original Hochschild strain KS1 to be tolC� to
decrease active export of our small molecule by the TolC-
dependent MDR efflux pump. At the low concentrations of
Mtx ± SLF required for the three-hybrid experiments, how-
ever, Mtx was not sufficiently toxic to warrant the thyA�

mutation (data not shown). We introduced the tolC� mutation
into KS1 by using a standard molecular biology technique for
gene transfer, P1vir transduction, from strain SK037.[26] We
call this test strain V674E. Transformation of the plasmids
bearing the various �cI and �NTD fusion proteins into V674E
yielded the final experimental strains.

We used standard �-galactosidase assays in liquid culture
and on plates[27] to establish that Mtx ± SLF activates tran-
scription of the lacZ reporter gene in E. coli strain V674E
(Figure 2 and Supporting Information). Overnight cultures
were used to innoculate fresh LB media that contained Mtx ±
SLF, IPTG, and the appropriate antibiotics. These cultures
were grown, lysed, and assayed for �-galactosidase activity by
using o-nitrophenyl-�-�-galactopyranoside (ONPG), a chro-
mogenic substrate for �-galactosidase. Cells that express �cI ±
FKBP12 and �NTD±DHFR showed sixfold greater activa-
tion of lacZ transcription at 1 �� Mtx ±SLF and tenfold
greater activation at 10 �� Mtx ± SLF than cells that express
only �cI and �NTD. For comparison, the levels of tran-
scription activation for the direct protein ± protein interaction
are 13-fold higher and are unaffected by the concentration of
Mtx ± SLF in the media. As seen in Figure 3, the levels of
transcriptional activation in the three-hybrid system correlate
with the concentration of Mtx ± SLF in the media. We begin to
see transcriptional activation at 0.3 �� Mtx ± SLF, and the
levels of activation are still increasing at 10 �� Mtx ± SLF.
Concentrations higher than 10 �� Mtx ±SLF cannot be used
as the small molecule begins to become toxic to the E. coli.
Several independent controls establish that transcriptional

Figure 2. The levels of small-molecule-induced transcriptional activation
were quantified by using liquid lacZ assays. The strains are assayed in liquid
ONPG assays in which the levels of transcriptional activation can be
quantified based on the amount of reporter protein �-galactosidase that is
produced. Each column corresponds to strain V674E bearing plasmids
expressing various �cI and �NTD fusion proteins: 1, �cI ±Gal4, �NTD±
Gal11P; 2, �cI, �NTD; 3, �cI ± FKBP12, �NTD; 4, �cI ± FKBP12, �NTD±
DHFR; 5, �cI, �NTD±DHFR. Strain 1 is the Gal4 ±Gal11P direct
protein ± protein interaction used as a positive control. Strains 2, 3, and 5
lack either DHFR or FKBP12 or both and are used as negative controls to
test the assumption that transcriptional activation is dependent on both
halves of the Mtx ± SLF small molecule. The last two small-molecule
concentrations are competition assays in which an excess of one of the
ligands for the receptor proteins was used to compete out the positive signal
by effectively decreasing the number of successful three-hybrid interac-
tions. The strains were assayed in triplicate from three transformants and
standard deviations are shown. The strains are grown in LB medium with
IPTG (0.5 m�), ampicillin (100 �gmL�1), chloramphenicol (6 �gmL�1),
and small molecules at the indicated concentration.

Figure 3. The levels of transcriptional activation depend on the concen-
tration of Mtx ± SLF in the bacterial three-hybrid system. The concen-
trations of Mtx ± SLF in the media were varied, and the levels of lacZ
transcription were quantified in liquid culture by using ONPG. The strains
are V674E expressing the following �cI and �NTD fusion proteins: (�),
�cI ±Gal4, �NTD±Gal11P (a direct protein ± protein interaction); (�),
�cI ± FKBP12, �NTD (a negative control); and (�), �cI ± FKBP12, �NTD±
DHFR (the three-hybrid system). The rate of ONPG hydrolysis was
measured in triplicate from three different transformants after growth in
LB media that contained IPTG (0.5 m�), ampicillin (100 �gmL�1), chlor-
amphenicol (6 �gmL�1), and Mtx ± SLF at the indicated concentrations.
The standard deviation for each data point is also shown.

activation indeed requires both halves of Mtx ± SLF (Fig-
ure 2). Neither Mtx, SLF, nor a combination of the two
increases the levels of transcription in the three-hybrid system
(data not shown). At 1 �� Mtx ±SLF, a tenfold excess of
either Mtx or the tert-butyl ester of SLF decreased the levels
of transcription to about half that with 1 �� Mtx ± SLF alone.
Deletion of either DHFR or FKBP12 from the �cI ± FKBP12
and �NTD±DHFR fusion proteins drops the levels of small-
molecule-induced transcriptional activation to the back-
ground levels observed in cells that express only �cI and
�NTD.
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Proton-Induced, Reversible Evolution of O2
from the OsIV± Sulfoximido Complex
[OsIV(tpy)(Cl)2{NS(O)-3,5-Me2C6H3}]**
My Hang V. Huynh,* David E. Morris, Peter S. White,
and Thomas J. Meyer*

O2 activation in biological systems is a key step in
respiration with O2 activation achieved by a complex series
of steps involving binding to an Fe ± heme, electron transfer,
and, ultimately, atom transfer to a reducing substrate.[1]

Kinetic difficulties in the electroreduction of O2 to H2O in
fuel cells create a significant over-voltage which limits

The bacterial small-molecule three-hybrid system described
herein should provide a robust platform for high-throughput
assays based on protein ± small molecule interactions. The
Mtx ± SLF heterodimeric ligand can be prepared readily and
gives a strong transcription readout in the E. coli RNA
polymerase three-hybrid system. Notably, the levels of tran-
scriptional activation with the Mtx ± SLF three-hybrid system
are comparable to those with the direct protein ± protein
interaction, despite the fact that one noncovalent interaction
has been replaced with two. The EC50 for lacZ transcription is
greater than the KD of either Mtx or SLF for FKBP12.[5]

Currently we are carrying out in vitro experiments to examine
the relationship between lacZ transcription and the KD of the
ligand ± receptor interaction. Three-hybrid systems provide an
in vivo alternative to affinity chromatography that can be
used to evolve proteins that recognize a particular small
molecule, to screen a library of small molecules based on
binding to a particular protein, or to screen cDNA libraries to
find the protein targets of drugs or to classify proteins based
on their small-molecule interactions. Because of the high
transformation efficiency and rapid doubling time of E. coli,
this system should increase the number of proteins that can be
tested in three-hybrid assays by several orders of magnitude
compared with yeast systems. A bacterial assay should be
particularly advantageous in molecular evolution experiments
in which in the order of 108 variants may be necessary to alter
protein function. Based on our results, we believe that Mtx
will provide a versatile anchor for presenting a variety of
different small molecules.

Received: February 4, 2002 [Z18636]

[1] S. Fields, O. Song, Nature 1989, 340, 245 ± 246.
[2] E. Licitra, J. Liu, Proc. Natl. Acad. Sci. USA 1996, 93, 12817 ± 12821.
[3] D. Spencer, T. Wandless, S. Schreiber, G. Crabtree, Science 1993, 262,

1019 ± 1024.
[4] M. Farrar, J. Alberola-Ila, R. Perlmutter, Nature 1996, 383, 178 ± 181.
[5] J. Amara, T. Clackson, V. Rivera, T. Guo, T. Keenan, S. Natesan, R.

Pollock, W. Yang, N. Courage, D. Holt, M. Gilman, Proc. Natl. Acad.
Sci. USA 1997, 94, 10618 ± 10623.

[6] H. Lin, W. Abida, R. Sauer, V. Cornish, J. Am. Chem. Soc. 2000, 122,
4247 ± 4248.

[7] J. Hu, M. Kornacker, A. Hochschild, Methods 2000, 20, 80 ± 94, and
references therein.

[8] S. Firestine, F. Salinas, A. Nixon, S. Baker, S. Benkovic, Nat.
Biotechnol. 2000, 18, 544 ± 547.

[9] S. Kopytek, R. Standaert, J. Dyer, J. Hu, Chem. Biol. 2000, 7, 313 ± 321.
[10] S. Dove, J. Joung, A. Hochschild, Nature 1997, 386, 627 ± 630.
[11] S. Michnick, I. Remy, F. Campbell-Valois, A. Vallee-Belisle, J.

Pelletier, Methods Enzymol. 2000, 238, 208 ± 230.
[12] G. Karimova, J. Pidoux, A. Ullmann, D. Ladant, Proc. Natl. Acad. Sci.

USA 1998, 95, 5752 ± 5756.
[13] T. Ozawa, S. Nogami, M. Sato, Y. Ohya, Y. Umezawa, Anal. Chem.

2000, 72, 5151 ± 5157.
[14] T. Wehrman, B. Kleaveland, J. Her, R. Balint, H. Blau, Proc. Natl.

Acad. Sci. USA 2002, 99, 3469 ± 3474.
[15] S. Dove, F. Huang, A. Hochschild, Proc. Natl. Acad. Sci. USA 2000, 97,

13215 ± 13220.
[16] S. Dove, A. Hochschild, Genes Dev. 1998, 12, 745 ± 754.
[17] J. Joung, E. Ramm, C. Pabo, Proc. Natl. Acad. Sci. USA 2000, 97,

7382 ± 7387.
[18] S. Benkovic, C. Fierke, A. Naylor, Science 1988, 239, 1105 ± 1110.
[19] J. Bolin, D. Filman, D. Matthews, R. Hamlin, J. Kraut, J. Biol. Chem.

1982, 257, 13663 ± 13672.
[20] G. Crabtree, S. Schreiber, Trends Biochem Sci. 1996, 21, 418 ± 422.

[21] T. Keenan, D. R. Yaeger, N. L. Courage, C. T. Rollins, M. E. Pavone,
V. M. Rivera, W. Yang, T. Guo, J. F. Amara, T. Clackson, M. Gilman,
D. A. Holt, Bioorg. Med. Chem. 1998, 6, 1309 ± 1335.

[22] D. Holt, J. Luengo, D. Yamashita, H. Oh, A. Konialan, H. Yen, L.
Rozamus, M. Brandt, M. Bossard, M. Levy, D. Eggleston, J. Liang, L.
Schultz, T. Stout, J. Clardy, J. Am. Chem. Soc. 1993, 115, 9925 ± 9938.

[23] T. Clackson, Curr. Opin. Chem. Biol. 1997, 1, 210 ± 218.
[24] B. Hart, W. Haile, N. Licato, W. Bolanowska, J. McGuire, J. Coward, J.

Med. Chem. 1996, 39, 56 ± 65.
[25] L. Liu, R. Tanke, M. Miller, J. Org. Chem. 1986, 51, 5332 ± 5337.
[26] S. Kopytek, J. Dyer, G. Knapp, J. Hu, Antimicrob. Agents Chemother.

2000, 44, 3210 ± 3212.
[27] J. H. Miller, A Short Course in Bacterial Genetics: A Laboratory

Manual and Handbook for Escherichia Coli and Related Bacteria,
Cold Spring Harbor Laboratory Press, Plainview, NY, 1992.

[*] Dr. T. J. Meyer
Associate Director for Strategic Research
Los Alamos National Laboratory, MS A127
Los Alamos, NM 87545 (USA)
Fax: (�1)505-667-5450
E-mail : tjmeyer@lanl.gov

Dr. M. H. V. Huynh
Director-Funded Postdoctoral Fellow
Los Alamos National Laboratory
Chemistry Division MS J514
Los Alamos, NM 87545 (USA)
Fax: (�1)505-667-3314
E-mail : huynh@lanl.gov

Dr. D. E. Morris
Actinide, Catalysis, and Separations Group
Chemistry Division MS J514
and the Glenn T. Seaborg Institute for Transactinium Science
Los Alamos National Laboratory
Los Alamos, NM 87545 (USA)

Dr. P. S. White
Department of Chemistry
University of North Carolina at Chapel Hill
Chapel Hill, NC 27599-3290 (USA)

[**] We are grateful to the Laboratory Directed Research and Develop-
ment Program for support of this research. M.H.V.H. gratefully
acknowledges postdoctoral fellowship support from the Director×s
Office of Los Alamos National Laboratory. Los Alamos National
Laboratory is operated by the University of California for the U.S.
Department of Energy under Contract W-7405-ENG-36. tpy�
2,2�:6�,2��-terpyridine.


