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Abstract: As the focus of synthesis increasingly shifts from its historical emphasis on molecular structure
to function, improved strategies are clearly required for the generation of molecules with defined physical,
chemical, and biological properties. In contrast, living organisms are remarkably adept at producing
molecules and molecular assemblies with an impressive array of functions — from enzymes and antibodies
to the photosynthetic center. Thus, the marriage of Nature’s synthetic strategies, molecules, and biosynthetic
machinery with more traditional synthetic approaches might enable the generation of molecules with
properties difficult to achieve by chemical strategies alone. Here we illustrate the potential of this approach
and overview some opportunities and challenges in the coming years.

Introduction

The feature that perhaps most distinguishes chemistry from
the rest of the sciences is the ability of chemists to control the
structure of matter at the molecular level — from complex
natural products like vancomycin to nanoparticles and whole
genomes. Indeed there have been remarkable advances in the
fields of total synthesis and synthetic methods over the past 50
years. Unfortunately, we are not nearly as adept at the synthesis
of molecules with defined functions as we are at the synthesis
of molecules with defined structures. As the focus of chemistry
increasingly shifts from structure to function, chemists will need
to develop better strategies to efficiently generate molecules,
and systems of molecules, with desired physical, chemical, or
biological properties in order to meet the biomedical, energy,
and environmental needs of the future. Indeed this challenge
represents one of the great opportunities for synthesis in the
coming years. One direction we can turn for help is Mother
Nature — after all, living organisms carry out a remarkable array
of complex functions using natural molecules and molecular
assemblies, ranging from antibiotics and enzymes to the
ribosome and photosynthetic center.

Organic chemists have spent considerable effort synthesizing
molecules that attempt to mimic the functions found in Nature.
Early examples include functionalized synthetic hosts,'?
iron—sulfur clusters,® and heme analogues.4 These efforts
attempted to replicate key functions of natural enzymes and
receptors and, thereby, give new insight into their molecular
mechanisms. As chemists became more sophisticated in their
understanding of biomolecules and biological methods, there
was an increasing shift in focus to the synthesis of biomolecular
mimetics that directly modulate the activities of biological
systems themselves. A pioneering example was the synthesis
by Dervan and co-workers of polypyrrole-carboxamides that
bind DNA in a sequence-specific manner much like transcrip-
tional repressors (Figure 1).>7
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Figure 1. Synthetic molecules that sequence-specifically bind duplex DNA
much like transcriptional repressors.® Image courtesy of Peter Dervan.
But one need not be limited to chemical synthesis alone to
generate molecules with novel functions. One can exploit Nature
itself, i.e., use the synthetic strategies, molecules, and biosyn-
thetic machinery of living organisms together with more
traditional chemical approaches to generate molecules with
properties that might be difficult to realize by either strategy
alone. Such an approach represents a marriage of traditional
chemical synthesis with the emerging field of synthetic biology.®
Early efforts in this direction included the generation of
semisynthetic enzymes® and ion channels'® by Kaiser and
Erlanger, respectively, and the work of Orgel on DNA-directed
chemical synthesis.'' Today this approach is beginning to impact
many areas of the chemical, biological, and materials sciences.
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Examples include the biosynthesis of proteins and DNAs from
unnatural building blocks,'?~ ' the DNA- or protein-templated
assembly of inorganic and organic materials,”® >* combinatorial
synthetic strategies inspired by Nature,>~?°the construction of
biohybrid thin films,* the use of enzymes in organic synthesis,>' >
and the generation of orthogonal enzyme—inhibitor pairs.*® We
hope to illustrate the exciting opportunities that exist in synthesis
at the interface of chemistry and biology through the examples
detailed below, which, for reasons of space rather than
significance, are derived largely from our own work.

Harnessing Nature’s Biosynthetic Machinery

Nature has developed both templated and nontemplated
biosynthetic machinery including the ribosome, DNA and RNA
polymerases, polyketide and peptide synthases, and metabolic
enzymes to make complex molecules with diverse functions.
Moreover, the structure and properties of these molecules can
be modified and enhanced by generating large numbers of
analogues (through mutation, recombination, and amplification)
and subjecting them to iterative selective processes. There are
an increasing number of examples in which chemists have co-
opted this natural biosynthetic machinery to create molecules
with novel or enhanced functions. For example, the polyketide
synthases are large multifunctional enzyme assemblies that
consist of modules which encode ketosynthases, acyl trans-
ferases, ketoreductases, dehydrogenases, and enoyl reductases.
Elegant studies by Khosla and others have shown that deletion
of individual modules, alterations in the activity or specificity
of a module, or addition of exogenous building blocks can lead
to new macrolide antibiotics with enhanced activity®* >’ (which
it may in the future be possible to further optimize through
directed evolution). Similar strategies are being applied to the
synthesis of novel nonribosomal and ribosomal-derived peptide
antibiotics,*®*! secondary metabolites,**** glycopeptides,***°
and most recently biofuels.*®*’

Other efforts focus on the generation of larger biomolecules
with altered structures and functions. For example, DNAs are
being synthesized in vitro by natural and engineered DNA
polymerases that incorporate unnatural base pairs whose ther-
modynamic stabilities and fidelity of replication begin to rival
or exceed those of the Watson—Crick A-T and G-C base pairs
(Figure 2)'®7'9%875 (the efficient in wvivo replication and
transcription of modified DNAs or RNAs with these unnatural
bases remains a challenge for the future). Sugar and phosphate
backbone replacements are also widely used to silence gene
expression in vivo°®>" and explore DNA structural constraints.*®
Natural proteins are also inspiring the synthesis of designed,
folded polypeptides and, more recently, functional synthetic
peptides and proteins.>®~%* In addition, a number of laboratories
are focused on the synthesis of structurally defined, folded
polymers entirely from unnatural building blocks (including
N-alkylglycine and acyclic and cyclic 8-amino acids®~ %) — it
may ultimately even be possible to produce these unnatural
biopolymers enzymatically by templated synthesis. Of course,
the above experiments were made possible by the pioneering
work of Merrifield, Khorana, and Caruthers that enabled the
efficient synthesis of large biological macromolecules.®”~"! In
another exciting direction, the promiscuity of glycosyl trans-
ferases has been exploited to engineer glycoproteins which
contain unnatural carbohydrates with orthogonal chemical
handles to allow further chemical elaboration (including modi-
fication of cell surfaces).”>’> This approach can also be applied
to other protein and nucleic acid modifying enzymes and has
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Figure 2. Representative unnatural base pairs. Only nucleobase analogues
are shown; sugar and phosphate backbone have been omitted for clarity.
Image courtesy of Floyd Romesberg. 830753

been used to selectively modify proteins with biophysical
probes.””7¢ Perhaps in the future such methods will make it
possible to control higher order cellular architectures in a defined
way.

An Expanded Genetic Code

Synthesis of 21 Amino Acid Organisms. In our own work
we asked the question whether our molecular level understand-
ing and chemical/biological tools are sophisticated enough to
begin to manipulate the genetic code itself, i.e., generate
organisms that genetically encode 21 or more amino acids.
Although the genetic codes of all known organisms specify the
same 20 amino acids (with the rare exceptions of selenocysteine
and pyrrolysine), it is clear that many proteins require additional
chemistries associated with cofactors and post-translational
modifications to carry out their natural functions. Therefore,
although the functional groups contained in the 20 amino acid
code might be sufficient for life, they might not be optimal.
Consequently, the development of a general method that allows
us to genetically encode additional amino acids beyond the
canonical 20 might facilitate the evolution of proteins, or even
entire organisms, with new or enhanced properties. Moreover,
the ability to incorporate amino acids with defined steric/
electronic properties and chemical reactivity at unique sites in
proteins should provide powerful new tools for exploring protein
structure and function, much the same way physical organic
chemists use synthesis to understand the chemical reactivity of
organic molecules.

Several approaches have been developed to insert unnatural
amino acids into proteins. These include the use of native
chemical ligation and intein-based methods for protein semi-
synthesis’’ " and in vitro and cellular (microinjection) protein
translation systems which make use of chemically aminoacylated
tRNAs.'>1480782 The Jatter have been used in detailed molecular
studies of protein structure and function; notable examples
include studies of the mechanism of ion channel gating,** and
the quantification of the contribution of side-chain and backbone
H-bonds to protein stability.***5 This methodology has even
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Figure 3. Protein biosynthesis with an expanded genetic code. Reprinted
with permission from Ambrx.

allowed the biosynthetic incorporation of D-amino acids into
proteins.®*® However, these methods require the stoichiometric
use of chemically aminoacylated tRNAs which results in
relatively low yields of protein.'*'* Alternatively, a number of
in vivo methods have been developed to substitute the canonical
amino acids in bacteria with unnatural amino analogues,'>*” "
for example, substituting methionine with selenomethionine for
phase determination in X-ray crystallography.®® Perhaps the
most elegant of these is that of Tirrell'® in which rationally
engineered mutations alter the specificity of aminoacyl-tRNA
synthetases so that they can incorporate unnatural amino acids
(p-azidophenylalanine, trifluoroisoleucine, etc.) in auxotrophic
strains of Escherichia coli deficient in the biosynthesis of one
of the 20 common amino acids. Although this approach
overcomes the historical requirement that the unnatural amino
acid be a close structural analogue of a common amino acid
(so that it is misacylated by an endogenous aminoacyl-tRNA
synthetase), the unnatural amino acid is still substituted for its
corresponding canonical amino acid at all such sites throughout
the proteome (i.e., one replaces one of the common 20 amino
acids with an analogue; one does not add a new amino acid to
the code). In addition, the use of auxotrophic strains can lead
to partial incorporation of the unnatural amino acid in competi-
tion with endogenous amino acids. Nonetheless, these methods
have found many exciting applications in the generation of novel
biomaterials,”* the surface immobilization of proteins,”® the
selective labeling of proteins with biophysical probes,'>*> and
the like.

The challenge we undertook was to develop a general method
that makes it possible to expand the genetic code, i.e.,
incorporate additional amino acids (beyond the common 20)
uniquely at any genetically specified site in a protein with the
same high translational fidelity and efficiency characteristic of
natural protein biosynthesis. The incorporation of additional
amino acids into proteins directly in a living organism requires
a unique tRNA:codon pair, a corresponding aminoacyl-tRNA
synthetase, and significant intracellular levels of the unnatural
amino acid (Figure 3).'? First, the unnatural amino acid must
be efficiently transported into the cytoplasm when added to the
growth medium, or biosynthesized by the host, and it must be
stable in the presence of endogenous metabolic enzymes (most
unnatural amino acids meet these criteria). Next, to ensure that
the unnatural amino acid is incorporated uniquely at the site
specified by its codon, a tRNA must be constructed such that it

is not recognized by the endogenous aminoacyl-tRNA syn-
thetases (aaRS) of the host (21 in E. coli) but functions
efficiently in translation (an orthogonal tRNA). Moreover, this
tRNA must deliver the novel amino acid in response to a unique
codon that does not encode any of the common 20 amino acids.
This codon can be either one of the degenerate stop codons
(e.g., an amber nonsense codon) or an efficient four-base
frameshift codon. Another requirement for high fidelity is that
the cognate aminoacyl-tRNA synthetase (an orthogonal syn-
thetase) aminoacylates the orthogonal tRNA but does not
aminoacylate any of the endogenous host tRNAs (86 in E. coli).
Furthermore, this synthetase must aminoacylate the tRNA with
only the desired unnatural amino acid, and not with any of the
large number of endogenous amino acids of the host organism.
Similarly, the unnatural amino acid cannot be a substrate for
the endogenous synthetases if it is to be incorporated uniquely
in response to its cognate codon. This set of severe specificity
requirements represented the major synthetic challenge to the
successful development of this methodology.

Fortunately, we have atomic-resolution structures of virtually
the entire protein translational machinery,”®®” so that the creation
of new components with the requisite specificities is largely a
chemical challenge. In brief, it was known that, for certain
isoacceptor tRNAs, the identity elements of tRNAs from
bacteria, archaea, and eukaryotes differ®® so that, in theory, one
could import a tRNA/aminoacyl-tRNA synthetase pair from
archaea that would be functionally orthogonal in E. coli.®® This
proved not to be the case when an archael tRNAE{Jr , was
imported into E. coli, so a large library of tRNA mutants was
generated based on a consensus sequence analysis, and a general,
two-step positive and negative selection scheme was developed
to identify from this library orthogonal tRNA/aaRS pairs.'* This
strategy has proven a general approach for generating orthogonal
tRNA/aaRS pairs; more recently, such pairs have also been
generated from pyrrolysine-derived aminoacyl-tRNA syn-
thetases.'®'~'% To alter the substrate specificity of the orthogo-
nal aminoacyl-tRNA synthetase so that it recognizes the desired
unnatural amino acid and not any endogenous amino acids, a
large, structure-based library (~10° mutants) of active-site
mutants was generated and subjected to a combination of
positive and negative selections to identify a synthetase with
the desired specificity (Scheme 1).'* The positive selection is
based on chloramphenicol resistance, which is conferred by the
suppression of an amber mutation at a permissive site in the
chloramphenicol acetyltransferase gene only in the presence of
the unnatural amino acid. The negative selection uses the toxic
barnase gene with amber mutations at permissive sites and is
carried out in the absence of the unnatural amino acid to
eliminate aaRS mutants that aminoacylate endogenous amino
acids.

This selection scheme and more facile variants'® have been
used to develop orthogonal tRNA/aaRS pairs that are capable
of selectively inserting one or more unnatural amino acids into
proteins in E. coli in response to nonsense and/or four-base
frameshift codons (with a cognate tRNA containing an expanded
anticodon loop)'% in good yields up to ~1 g/L and with high
translational fidelities which rival those of natural protein
biosynthesis. This system has been expanded to both yeast and
mammalian cells by ourselves as well as in the laboratories of
Yokoyama and Wang.'®”~''® Experiments are now underway
to generate a synthetic yeast, in which degenerate codons are
freed up to encode unnatural amino acids, and to create
transgenic worms and mice encoding a 21st amino acid of
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Figure 4. An expanding genetic code: examples of unnatural amino acids that have been genetically encoded in prokaryotic or eukaryotic organisms.'?

choice. In addition, further improvements in the methodology
are being pursued, including reducing context effects, enhancing
suppression efficiency, and broadening substrate specificity
through mutations in EF-Tu, tRNAs, the ribosome, release
factors, etc.

Unnatural Amino Acids and Their Uses. Approximately 50
unnatural amino acids with novel chemical, biological, and
physical properties have been genetically encoded in living
organisms (Figure 4).'>!'7 These include heavy atom containing
amino acids to facilitate X-ray crystallographic studies;''®'"
amino acids with novel steric/packing and electronic properties
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for mechanistic studies;''®'>*!?! photo-cross-linking amino

acids which can be used to probe protein—protein and protein—
nucleic acid interactions in vitro or in vivo'**~'*® or to identify
orphan ligands/receptors; keto, diketo, acetylene, azide, thioester,
boronate, long-chain thiol- and dehydroalanine-containing amino
acids that contain functional groups with unique chemical
reactivity which can be used to site-specifically introduce a large
number of biophysical probes, tags, toxins, and novel chemical
functional groups into proteins in vitro or in vivo or to generate
intra- or intermolecular cross-linked proteins and/or pep-
tides;'*""'# redox-active amino acids to modulate electron
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Figure 5. (A) Metal-ion-binding amino acid HQ-Ala, fluorescent amino
acid Prodan-Ala, and immunogenic amino acid p-nitrophenylalanine. (B)
Crystal structure of TM0665 Phe22—HQAIla mutant.''® (C) Fluorescence
changes of an Asnl60—Prodan-Ala mutant of glutamine binding protein
upon addition of Gln.'®* (D) Substitution of the immunogenic amino acid
p-nitrophenylalanine for Tyr86 in murine TNF-a and subsequent vaccination
leads to a robust T-cell-driven immune response which cross-reacts with
wild-type TNF-a and protects mice from LPS challenge.'*®

transfer in proteins;'**~'* photocaged and photoisomerizable

amino acids to photoregulate cellular processes'>’~'*! such as
signal transduction, protein trafficking, and transcription; metal-
binding amino acids for catalysis, polypeptide self-assembly,
X-ray phasing, and in vivo imaging (Figure 5A,B);!'813¢-142:143
amino acids that contain NMR probes or fluorescent or IR-active
side chains as local probes of protein structure and dynamics
in vitro and in vivo (Figure 5A,C);'**~ ! a-hydroxy acids and
D-amino acids as probes of backbone conformation and hydrogen-
bonding interactions'>* (raising the intriguing possibility of
making folded “polyester” proteins); and sulfated amino acids
and mimetics of phosphorylated amino acids as probes of protein
post-translational modifications.'>*'>* Clearly this list can likely
be expanded to include many additional amino acids with novel
chemical, physical, and biological properties. Importantly, we
have solved the X-ray crystal structures of a number of these
mutant aminoacyl-tRNA synthetases, and they reveal active sites

with a high degree of plasticity, as evidenced by significant
alterations in both active-site side chains and the polypeptide
backbone to create new van der Waals packing and hydrogen-
bonding interactions with the bound unnatural amino acid.">>'>®

There are many applications of these unnatural amino acids,
including the following:

(1) The generation of therapeutic proteins with enhanced
pharmacology (e.g., a long-lived, selectively pegylated human
growth hormone made by Ambrx is in phase II clinical trials
and is produced on greater than a 1000 L scale) — indeed this
methodology promises for the first time to allow medicinal
chemistry-like control over the structures of proteins to produce
homogeneous therapeutic agents.'>” This is in contrast to the
historical, relatively nonspecific methods for the chemical
modification of therapeutic proteins with electrophilic moi-
eties'”® or the selective modification of cysteine residues which
is often complicated by the presence of multiple cysteines and/
or their involvement in protein folding (e.g., immunoglobulins).

(2) The use of p-nitrophenylalanine mutants to break im-
munological self-tolerance and generate robust, long-lasting T-
and B-cell-mediated immune responses that cross-react with
wild-type proteins. This method for increasing the immunoge-
nicity of self-proteins or weakly immunogenic pathogen proteins
is currently being applied to the development of cancer and
antiviral vaccines (Figure SA,D)."*%'%° Indeed the demonstration
that simple nitration of phenylalanine at one site in a protein
can break tolerance through T-cell-mediated mechanisms sug-
gests that the enzymatic posttranslational generation of nitro-
tyrosine in proteins stimulated by local inflammation and
cytokine release may be a general underlying initiating event
in autoimmune disease.'®!

(3) The use of photocaged amino acids to photoactivate
enzymatic activity or protein phosphorylation in living cells in
a temporally and spatially defined fashion.'%'%°

(4) The generation of structurally-defined antibody conjugates
including immunotoxins, antibody-based imaging agents,
antibody—DNA conjugates, and bispecific antibodies as well
as carrier—peptide conjugates with enhanced pharmacokinetics
or targeted activities.''”

(5) The use of environmentally sensitive, fluorescent amino
acids (e.g., Prodan, dansyl, and 5-hydroxycoumarin side chains)
for in wvitro and cellular imaging of protein localization,
biomolecular interactions, and conformational changes with the
ability to place these small probes at virtually any site in the
proteome.l48’162’163

(6) The use of multidentate metal ion binding amino acids
(e.g., bipyridyl and hydroxyquinoline side chains) to introduce
mono- and bimetallic sites into proteins with redox and
hydrolytic activities (either by selection or design) without the
need to organize complex primary and secondary metal ion
binding shells.'®*

(7) The use of redox amino acids as mechanistic probes of
electron transfer in enzymes,'* isotopically labeled amino acids
as IR probes of protein dynamics,'*® and sterically modified
amino acids as probes of ion channel activation.''®

(8) The use of photo-cross-linking amino acids to map
biomolecular interactions in cells and identify orphan ligands
and receptors.'® %7

(9) The use of uniquely reactive amino acids to introduce
FRET pairs into proteins for single molecule spectroscopy
studies of protein folding.'*®

(10) o-Hydroxy acids for protein purification with “traceless”
affinity tags.'>?
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In addition, we are beginning to examine the influence of an
expanded genetic code on the evolution of peptides and proteins
with new or enhanced properties. For example, a modified phage
display system was used to evolve germline antibodies (with a
randomized Vy CDR3 loop NNK library, where N = A, G, C,
T and K = G or T) in strains that genetically encode
sulfotyrosine or p-boronophenylalanine. We found that sulfo-
tyrosine- and p-boronophenylalanine-containing Fab fragments
emerged over all other clones in selections for gpl20 and
glucamine binding, respectively. In both cases, the selected
mutant proteins utilized the unnatural amino acid to outcompete
the other variants in the initial library, most of which contained
only the 20 natural amino acids.'®®'%® These results suggest
that it may be possible to evolve antibodies with enhanced
binding affinities to glycoproteins, serine proteases, metalloen-
zymes, and the like by incorporating amino acids with chemical
“warheads” (hydroxamates, boronates, keto groups, etc.). A
similar approach is now being applied to the synthesis and
selection of acyclic and cyclic ribosomal peptides containing
unnatural amino acids. It is likely that one can also either
rationally design or evolve proteins with new or enhanced
catalytic activities by introducing transition metal binding sites,
or evolve novel folds from randomized codon libraries which
encode both the canonical 20 as well as unnatural amino acids.
The generation of orthogonal ribosomes by Chin and co-workers
also promises to facilitate the ribosomal biosynthesis of unnatural
biopolymers from nucleic acid templates by allowing mutations
that do not affect natural translation.'’® Finally, we have also
successfully “synthesized” an autonomous 21 amino acid bacterium
that both biosynthesizes and genetically encodes the unnatural
amino acid p-aminophenylalanine.'”" Tt will be of interest to
compare its evolutionary fitness to that of wild-type E. coli. Thus,
by seamlessly integrating the complex translational machinery of
living cells with new chemistries and in vitro evolution methods,
we have overcome an evolutionary constraint imposed by the
universality of the genetic code. This advance may allow the
generation of proteins and perhaps even living organisms with novel
or enhanced properties, and underscores the power of co-opting
(rather than mimicking) Nature to create novel new functions.

Molecular Diversity—Nature’s Synthetic Strategy

Catalytic Antibodies. Another example of synergy between
chemistry and biology in the generation of molecules with novel
functions is the development and application of diversity-based
synthetic strategies. This approach, inspired by Nature, involves
the generation of large collections or “libraries” of molecules
that are subsequently screened or selected on the basis of
function. Indeed this represents one of living organisms’ most
powerful strategies for synthesizing molecules with desired
properties. For example, the humoral immune system has
developed highly sophisticated combinatorial and mutational
mechanisms for generating large libraries of antibodies and
selecting those that can recognize foreign antigens with high
affinity and selectivity (Figure 6).'”* The notion that this natural
diversity can be used to create novel chemical function was
first illustrated with the generation of catalytic antibodies.'”'7¢
Rather than attempting to design a synthetic host that selectively
binds a substrate of interest and then modify it with catalytic
auxiliaries, it was realized that one could simply co-opt the
immune system to generate a highly selective natural host in
the form of an antibody combining site. To generate a selective
catalyst rather than a selective receptor, stable transition-state
analogues (rather than substrates) were used as antigens on the
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tion imprecision and subsequent somatic hypermutation during affinity
maturation results in an enormous antibody repertoire capable of binding
virtually any foreign molecule.'”?

Figure 7. A catalytic antibody with broad substrate specificity that catalyzes
aldol reactions through covalent catalysis. Reprinted with permission from
ref 180. Copyright 1997 American Association for the Advancement of
Science.

basis of the Pauling notion'”” that enzymes evolve maximum

binding affinity to the transition state of a reaction. The early
experiments by Lerner and co-workers and in our own laboratory
involved the generation of esterolytic antibodies using phos-
phonate/phosphate transition-state analogues.'’*'”* Other ap-
proaches have since been developed to generate catalytic
antibodies, including covalent catalysis, proximity effects, and
general acid—base catalysis®® (thereby allowing us to dissect
the contribution of each of these factors to biological catalysis).
Using these approaches, antibodies have been generated that
catalyze a wide array of chemical reactions, from acyl transfer
and redox reactions to pericyclic and photochemical reactions
with specificities and, in some cases, rates rivaling those of
enzymes.”>'"®!7® For example, Lerner and Barbas used a
mechanism-based selection to generate antibodies that catalyze
aldol reactions through covalent catalysis with catalytic ef-
ficiencies and selectivities remarkably similar to those of the
Class I adolases (Figure 7)."® Indeed one such antibody has
made its way into clinical trials as a carrier for therapeutic
peptides, which are bound covalently to the catalytic lysine
residue. At the same time, mechanistic studies of this aldolase
antibody led these investigators to the discovery that the simple
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Figure 8. X-ray crystal structure of the Michaelis complex of the strained
porphyrin substrate in a ferrochelatase antibody active site. Reprinted with
permission from ref 185. Copyright 2003 The National Academy of
Sciences, U.S.A.

amino acid proline could act as an asymmetric organocata-
lyst.'81:182 Antibodies have also been generated to catalyze
“difficult” chemical transformations such as kinetically disfa-
vored exo-Diels—Alder and anti-Baldwin cyclization reac-
tions.'®3

The detailed characterization of the immunological evolution,
three-dimensional structures, and mechanisms of catalytic
antibodies has also helped to dissect and quantify the relationship
between binding energy and catalysis in the evolution of
catalytic function. Indeed the use of transition-state analogues
to elicit catalytic antibodies provided “proof by synthesis” of
the Pauling notion of enzymatic catalysis. In another example,
a “ferrochelatase” antibody, which catalyzes the efficient
insertion of metal ions into porphyrin (the last step in heme
biosynthesis), was generated against an N-methyl porphyrin,
which mimics the distorted porphyrin ring of the putative
transition state for metalation.'®* The crystal structure of the
Michaelis complex (Figure 8)'85 indeed showed that the
substrate is bound in a strained conformation, providing the first
direct structural evidence for the theory of substrate strain
proposed by Haldane over 70 years ago.'®°

The characterization of catalytic antibodies has also provided
fundamental insight into the mechanisms by which the immune
system itself evolves selective receptors. For example, the first
detailed structural comparisons of germline and affinity-matured
antibodies revealed the critical role of structural plasticity (in
addition to genetic diversity) in determining the tremendous
binding potential of the germline antibody repertoire (Figure
9).'87~1%% Germline antibodies appear to have a high degree of
intrinsic combining site conformational flexibility (reminiscent
of the chemical instruction theory of the immune response
proposed by Haurowitz'*® and Pauling'®") which allows them
to bind multiple, distinct ligands in different conformational
states.'®> That conformational state which binds a specific
antigen is then locked and further refined by somatic mutations
which occur during affinity maturation (not protein folding as
proposed by Pauling). Structural and biophysical analyses of
the immunological evolution of catalytic antibodies also pointed
to the critical role of mutations distal to the active site in
controlling the binding and catalytic activity of proteins through

Affinity Malured Antibody

—

Somatic
mutations

Germline Antibody

L

Jeffamine
Figure 9. Structural plasticity of a germline antibody that binds N-
methylmesoporphyrin (NMP). Somatic mutations during affinity maturation
lock the optimal active site conformation.'®®

Germline Complex Germline Complex

complex networks of side chain and backbone interactions.'?

Indeed these studies underscore a key aspect of diversity-based
synthetic strategies—detailed analyses of the relationship be-
tween molecular structure and properties in molecules obtained
by combinatorial methods (properties which may be difficult
to obtain by more conventional synthetic approaches) often lead
to new chemical insight which further increases our ability to
generate new molecular function from basic chemical principles.

Other Applications of Biological Diversity. The demonstration
that the vast structural diversity of antibody molecules can be
redirected with proper chemical instruction to generate selective
catalysts illustrated the utility of molecular diversity (the
antibody repertoire in this case) as a new, biologically inspired
“synthetic strategy” to create novel chemical properties. Shortly
thereafter, libraries of other biomolecules were designed and
synthesized in order to identify molecules with new or enhanced
functions. These included the use of phage display libraries®”-' %+
to generate peptides, proteins, and antibody fragments with novel
specificities—for example, a peptide dimer with erythropoietin-
like activity,'®® zinc finger proteins with new DNA binding
specificities,'””'*? peptibodies, and more recently, polypeptides
that template inorganic materials.’°® An example of the latter
involves the selection of peptides that specifically bind semi-
conductors to direct nanoparticle assembly.®! Libraries of
random RNA sequences (including those containing unnatural
bases with novel functional groups) have been transcribed and
subjected to in vitro selections to identify RNAs that selectively
bind ligands with high affinity (aptamers),?°>?%* that catalyze
chemical reactions such as acyl or phosphoryl transfers,%*—2%¢
or whose structure and transcription is regulated by the binding
of small synthetic molecules.””” Indeed it may even be possible
to use diversity-based approaches to construct completely
synthetic viruses (e.g., small RNA viroids that do not encode
proteins) that target specific cell types, or even self-replicating
systems of molecules.?’®72!° In addition, combinatorial-based
diversity approaches such as DNA shuffling (in which positively
selected point mutants are recombined to yield additive im-
provements in function) are also being used to evolve proteins
with new catalytic activities, specificities, and regulation;*'''?
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and cellular complementation strategies are being used to evolve
enzymes for the in vivo manipulation of biomolecules.?'> The
inherent somatic mutation machinery of the B-cell itself has
also been harnessed to evolve fluorescent proteins with enhanced
photophysical properties.>'* Random libraries of amino acids
or secondary structural elements have even been created to
identify minimalist and novel protein folds.>'>~*'® Diversity-
based approaches are also being used to create synthetic
biological circuitry in which a defined input is biologically
processed to give a specific output (e.g., bacteria migrate to
illuminated regions of a plate, or a binding event initiates
enzymatic amplification of a specific signal).?'***° Finally,
libraries of peptides, oligonucleotides, and unnatural biopoly-
mers provide a powerful approach to identify molecules that
facilitate the trafficking of therapeutic small molecules, polypep-
tides, DNAs, and siRNAs across cellular, endosomal, and
intestinal membranes—a major challenge in medicine.?*!' 2%
These various applications are beyond the scope of this
Perspective but represent important new directions for synthesis
at the interface of chemistry and biology.

Applications of Molecular Diversity to Chemistry

Materials Science. Today, combinatorial strategies, which in
their most basic form involve the parallel synthesis of large
numbers of chemically diverse structures around a central
framework (typically chosen on the basis of theoretical or
empirical considerations), are impacting many areas of chem-
istry.?> This method is particularly valuable when theory has
insufficient predictive power to guide molecular design with
precision—it quickly provides large amounts of experimental
data around initial candidate structures to either iterate with
theoretical predictions or develop improved empirical models
to guide additional experiments. One particularly illustrative
example of how a synthetic concept, adopted from the natural
process of mutation and selection, can impact a very distinct
scientific discipline is the application of diversity-based ap-
proaches to the generation of solid-state materials with novel
properties.”**"2%® The properties of many functional materials,
such as high-temperature superconductors, heterogeneous cata-
lysts, ferroelectric materials, magnets, and even structural
materials, arise from complex interactions involving the host
structure, dopants, defects, and morphology, all of which are
highly dependent on composition and processing. Unfortunately,
our current level of theoretical understanding does not generally
allow one to predict the structures and resulting properties of
these materials. The situation is further complicated by the
complex compositions and structures of many modern materials
and size-dependent properties, and by the fact that materials
synthesis, unlike organic synthesis, is generally not a kinetically
controlled process. Given the large number of elements in the
periodic table that can be used to make compositions consisting
of up to six elements, the universe of possible new compounds
with interesting physical and chemical properties remains largely
unexplored; combinatorial synthetic methods represent a power-
ful way for experimentalists and theorists alike to more
effectively mine this huge chemical space for interesting new
materials properties.**?~23?

The first application of combinatorial methods to materials
science involved the synthesis and screening of libraries of thin-
film copper oxides to identify high-temperature superconduc-
tors.>** Libraries of solid-state materials were synthesized to
explore many different compositions of interest by sequentially
sputtering precursors at different sites on a substrate using a
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Figure 10. A library of novel luminescent molecules generated by laser
ablation of metal oxides through a series of physical masks, under both
ambient and UV irradiation. Reprinted with permission from ref 226.
Copyright 1998 American Association for the Advancement of Science.

series of precisely positioned physical masks. Low-temperature
annealing followed by high-temperature processing resulted in
the formation of superconducting thin films. More recently,
quaternary and shutter masking systems, together with photo-
lithographic masking techniques and pulsed laser deposition,
have made possible the synthesis of high-quality, diverse thin-
film libraries of some 1000—10 000 samples (Figure 10). We
and others have used such libraries to discover phosphors with
novel luminescent properties and structures, new families of
giant magnetoresistive materials, and ferroelectric mate-
rials.”***?” Solution-based and bulk methods (e.g., ball milling)
have also been applied to materials and catalyst library syn-
thesis>* (and, in an interesting twist, have been used to explore
phase diagrams for crystalline proteins>**). In addition, a large
number of scanning or parallel detection systems have been
developed for rapidly screening materials libraries for optical,
electronic, magnetic, adsorptive, or catalytic properties of
interest. This combinatorial approach to materials discovery,
which was dramatically expanded in scope by Weinberg and
co-workers at Symyx, is now practiced in many industries and
has led to new olefin polymerization and oxidative catalysts,
hydrogen storage materials, separations materials, dielectrics,
phosphors, etc. and is now being applied to the optimization of
complex integrated devices such as lithium ion batteries, solar
cells, and computer chips.?**7233>337238 [ndeed with the chal-
lenges we now face for new environmentally friendly energy
sources, combinatorial methods are likely to play a critical role
in the development of enabling new materials—these include
new hydrogen and methane storage materials, fuel cell catalysts,
photovoltaic devices, CO, sequestrants, and high-energy-density
batteries. This will likely be best achieved by a synergistic use
of combinatorial approaches, more conventional solid-state
chemistry, and theory.

Biologically Active Small Molecules. Another particularly
powerful application of combinatorial strategies, pioneered by
Ellman and co-workers with their work on benzodiazepines,
involves the synthesis of diverse libraries of nonoligomeric
synthetic molecules.”®***?*° Just as large libraries of antibodies
are genetically assembled from families of V, D, and J gene
segments, it was realized that libraries of small organic
molecules could be efficiently assembled from chemical building
blocks. Although there are many examples of the rational design
of biologically active small molecules (notable examples include
mechanism-based inhibitors by Bloch,?*' reporters of cellular
messengers by Tsien,”** and the synthesis of captopril and
Prozac by chemists at Squibb and Eli Lilly, respectively>*****),
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Figure 11. Automated high-throughput screening systems and chemical,
genomic, and protein libraries are enabling large-scale, cost-effective cellular
screens.”*> Image courtesy of GNF Engineering.

it remains a challenge to design a priori molecules that
selectively activate or inhibit a desired enzyme or receptor, or
modulate a specific cellular signaling pathway, regulatory circuit,
or transcriptional program. As a consequence, the screening of
synthetic chemical libraries offers a highly effective approach
to identify biologically active molecules, especially molecules
with novel cellular activities which may not be predicted or
even conceived of in hypothesis-driven experiments. Chemical
leads from these screens can then form the basis for further
optimization experiments (including structure-based design), just
as natural products have long inspired medicinal chemists in
the synthesis of new drugs. The real challenge for chemists here
is not chemical synthesis itself, but rather the creation and
integration of productive chemical libraries with well-designed
cellular screens and screening strategies (transcriptional, path-
way, image-based, and phenotypic screens) to find molecules
that selectively modulate biological systems in interesting and/
or even unprecedented ways, and the subsequent characterization
of their mechanisms of action.

In particular, combinatorial strategies allow one to assimilate
large libraries (>100 000 molecules) of diverse molecular
structures relatively easily and inexpensively (in contrast to the
historical large collections of synthetic compounds and natural
products that were found almost exclusively in large pharma-
ceutical companies). In addition, high-throughput screening
systems in which compound libraries can be screened in parallel
in biochemical or cellular assays in <10 L. volumes (and in
almost any format from FRET and ELISA assays to luminescent
and high-content imaging screens) have reduced the cost of
assays (as well as the amount of compound required) from
dollars per data point to pennies per data point. These advances
have now made small-molecule screens a viable research tool
for many academic laboratories and not just the domain of
industrial research efforts.**>*%*¢ Recent innovations in micro-
and nanofluidics and dispensing technologies have further
miniaturized the screening format;**” and automated cell culture
systems in which 100+ cell lines can be passaged, plated, and
assayed in a completely automated fashion allow massively
parallel screening of protein families for selective ligands (Figure
11).>* As a consequence, the number of small molecules that
modulate protein or RNA targets or cellular pathways will grow
enormously in the next 5—10 years. Indeed the screening
database at the Genomics Institute of the Novartis Research
Foundation (GNF) now exceeds 500 million data points,
allowing one to rapidly correlate the activity of “hits” from any
given screen to hundreds of other cell-based or biochemical
screens to determine selectivity and/or potential cellular path-

ways that are affected through cluster analysis. For example,
screening of >2 Mio molecules in a Plasmodium falciparum
proliferation assay in red blood cells yielded >1000 active
compounds which had antimalarial activity and minimal activity
against human cells.>*® Cluster analysis revealed a number of
novel scaffolds that targeted both known and novel biochemical
pathways and were active against mutant strains. New chemoin-
formatic and data mining tools will be essential to fully exploit
the data generated by these screens in the coming years.
Since it is impossible to represent all chemical space
corresponding to low-molecular-weight (LMW) compounds
(<500 Da), various arguments have been put forth regarding
the structural motifs that should be represented in chemical
libraries—from complex natural product-like molecules®**~>"!
to heterocycles such as purines, benzimidazoles, indoles, quino-
lines,** and other “privileged” scaffolds (Figure 12).>>® The
latter have the advantage that they have historically yielded
biologically active molecules that selectively modulate the
activities of enzymes, GPCRs, nuclear receptors, ion channels,
and the like. Moreover, they can be rapidly synthesized, and
there exists a wealth of information on the pharmacology of
these scaffolds—which is critical to the chemical optimization
of these structures for in vivo studies. Indeed our experience is
that these heterocycle libraries are an extremely rich source of
selective and potent hits (in both cellular and biochemical
assays) whose properties can be rapidly optimized. There are
many other approaches being pursued toward library design,
including the synthesis of metal-templated combinatorial librar-

jes.2>*

One can ask why academic laboratories should screen small-
molecule libraries for novel biological activities, given that this
activity has historically been the focus of the pharmaceutical
and biotechnology industries. Arguments have been made that
unbiased cell-based screens of small molecules offer an alterna-
tive to genetic approaches to identify novel genes associated
with a cellular phenotype.*>>** Indeed novel gene products have
been identified from synthetic molecules and natural products:
the identification of FK506 binding protein independently by
Schreiber and the Merck group using affinity-based methods
represents one outstanding example.>>’ However, the lack of
selectivity and weak potency of many primary screen hits (in
comparison to natural products), the need for structure—activity
relationship information to optimize activity and generate affinity
probes, and the complexities associated with either genomic
(mRNA expression analysis, cDNA overexpression) or pro-
teomic (phosphoprotein profiling and protein affinity arrays)
target deconvolution make this approach challenging even for
laboratories with considerable chemical and biological expertise.
The availability of genome-wide cDNA, siRNA or shRNA, and
noncoding RNA libraries in transfectable or retro-/lentiviral
format provides a more straightforward approach to identify new
gene function that requires no deconvolution and is generally
far more selective in targeting a specific gene.”>®2°° However,
as improved methods for identifying the targets and mechanisms
of biologically active small molecules are developed, cellular
screens of chemical libraries will become increasingly important
in cell biology.?®' Indeed such methods represent probably the
most significant current challenge to the effective use of cell-
based small-molecule screens to discover novel biology.

Nonetheless, cell-based screens of small-molecule libraries
do allow one, in a single experiment, to interrogate large
numbers of interacting proteins and nucleic acids (many with
unknown function) in an unbiased fashion to identify synthetic
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Figure 12. An efficient synthesis of heterocycle libraries.

molecules that affect biological systems in novel ways. Fur-
thermore, in contrast to most genetic methods, small molecules
are able to perturb specific functions of a single protein (or
multiple proteins) with temporal control and without affecting
its other activities, which is an especially useful feature for
dissecting signaling pathways where proteins often serve both
catalytic and recruitment functions that cannot be addressed
independently with genetic approaches. Indeed the power of
cell-based screens dates back to the pioneering studies by
Ehrlich, in which synthetic arsenicals were identified that
selectively killed syphilis.?®* This cell biological approach was
largely displaced by biochemical target-based approaches, but
with large chemical libraries, highly sensitive screening and
imaging technologies, and genomic and proteomic target de-
convolution strategies, cellular screens once again offer a
powerful strategy for finding synthetic molecules with novel
biological and potentially therapeutic activities.

Another real advantage of the small molecules derived from
such screens is that they can be relatively quickly translated to
primary cells and in vivo models to test biological hypotheses
in the complex setting of whole organism physiology (without
the need to generate knockout or transgenic animals or to use
viral gene or siRNA delivery) — ultimately with the hope of
finding new medicines that operate by novel mechanisms. To
do so, however, requires a knowledge of basic medicinal
chemistry and pharmacology to optimize the properties of
molecules including but not limited to potency, selectivity
(indeed most molecules isolated from screens lack high selectiv-
ity), bioavailability, serum half-life, blood—brain barrier pen-
etration, biodistribution, and the like.®* This aspect of “chemical
biology” has been largely ignored or less explored by many in
the academic research community — an oversight that must be
remedied if we are to realize the full biomedical value of the
molecules that will result from such screening activities. Indeed
it is likely that we will see a large increase in the number of
therapeutic agents resulting from academic efforts as chemists
become more sophisticated in in vitro and in vivo pharmacology,
animal models, and cell biology.

Chemical Libraries and Stem Cell Biology. Given the
increased availability and decreased cost of chemical libraries
and the power of modern screening technologies, what op-
portunities should the academic chemistry community pursue
with these new tools? One answer is to focus on those areas of
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biology which are still poorly understood and, as a consequence,
there exists a real need for small molecules as in vitro and in
vivo probes; another is to focus on major unmet medical needs
that have been largely ignored by industrial research efforts due
to perceived risk or financial considerations. A timely example
(of both) is regenerative medicine, in which new cells (e.g.,
neurons, muscle, chondrocytes, etc.) are generated to replace
tissues lost to degenerative diseases or aging. Small molecules
offer an alternative to cell-based therapies or gene therapy, which
carry with them the possibility of developing cancers. To this
end, we and others have been carrying out cell-based screens
to identify molecules that (1) control the self-renewal or lineage-
specific differentiation of adult and embryonic stem cells (cells
with the capacity to self-renew or differentiate into specialized
tissues) and (2) control the proliferation or reprogramming of
differentiated cells.>** 2’ For example, we have carried out
image-based screens (using cellular markers such as CD34,
CD133, CD41, etc.) with one class of adult stem cells,
hematopoietic stem cells (HSCs), for molecules that control self-
renewal and differentiation (HSCs are adult stem cells that give
rise to all the blood lineages such as macrophages, B and T
cells, platelets, red blood cells, etc.). Molecules have been
identified that induce the selective differentiation of human
HSCs toward megakaryocytes; molecules have also been found
that are able to significantly expand both human peripheral
mobilized HSCs and umbilical cord blood HSCs in an undif-
ferentiated state such that they efficiently engraft in a NOG
mouse model and give rise to all blood cell lineages.>”> The
latter molecules represent a new regenerative medicine to expand
cord blood HSCs for the large number of cancer, blood, and
autoimmune disease patients for which no matched donors exist,
but for which matches do exist in cord blood banks (but the
number of cells is too small for effective engraftment in adult
patients). In other experiments with adult stem cells, we have
used cell-based screens, coupled with immunostaining of
neuronal markers, to identify a molecule that induces the
selective neurogenesis of neural progenitor cells in vitro and in
vivo in the rat dentate gyrus. This compound acts by selectively
binding the centrosomal protein Tacc3, which has been previ-
ously implicated in regulating the balance between progenitor
cell renewal and differentiation.?’*>*’* This and other such
molecules may ultimately lead to new treatments for neurode-
generative disease. In other experiments, we have used alkaline
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phosphatase and Alcian blue-based screens to identify molecules
that selectively induce mesenchymal stem cells (adult stem cells
which normally give rise to osteoblasts, adipocytes, and
chondrocytes) to undergo osteogenesis to form bone, or chon-
drogenesis to form cartilage (with the potential to treat early-
stage osteoarthritis) on the basis of analysis of multiple tissue-
specific markers, cellular morphology, and the like (Figure
13).27527% The former molecule, purmorphamine, functions as
an agonist of Hedgehog signaling, a key developmental path-
way.?”® Other laboratories have also recently identified small
molecules that modulate stem cell fate. Examples include
molecules that suppress osteoclastogenesis, enhance differentia-
tion of osteoprogenitor cells to increase bone formation, affect
myocardium repair, and modulate the neuronal differentiation
of stem cells.?’” 7283 In addition, small-molecule agonists and
antagonists of important developmental signaling pathways
(Wnt, Hh, BMP, etc.) have been discovered and are serving as
important tools to study stem cell biology and cancer.?3* 258
Many additional exciting opportunities exist for chemists with
adult stem cells, including screens for molecules that expand
satellite cells, endothelial progenitors or neural stem cells for
muscular dystrophies, cardiovascular repair, neurodegeneration,
and the like. One can also attempt to identify molecules that
selectively induce apoptosis or differentiation of cancer stem
cells which have been implicated in a number of different
cancers (stem-like cells from which bulk tumors are thought to
arise and which are often resistant to chemotherapies).?®® For
example, we have identified small molecules that kill prostate-
tumor-initiating cells by blocking the PI3K signaling pathway.>*°
In combination with the antitumor drug Taxotere, this inhibitor
is extremely effective in regressing established tumors in a
mouse xenograft model.

One can also screen for molecules that affect the self-renewal
or differentiation of embryonic stem cells. For example, Oct4-
green fluorescent protein (GFP) (Oct4 is a gene expressed in
embryonic stem cells, ESCs) and ANF-luciferase (atrial natri-
uretic factor, ANF, is a cardiomyocyte-specific marker) tran-
scriptional reporter screens have been used to identify small
molecules that allow one to either expand ESCs in an undif-
ferentiated state®®' or induce their differentiation to cardiomyo-
cytes,”*? respectively. In the former case, affinity-based methods
showed that the molecule acts by binding both RasGAP and
Erk1/2 and thereby modulating both cellular proliferation and
differentiation. This combinatorial effect (one molecule modu-

lating two targets) was confirmed both by abrogating the activity
of the compound by overexpressing cDNAs for both genes and
by independently knocking down the activity of each gene with
siRNAs or chemical inhibitors.?®' Recently, a molecule (TWS119)
previously identified in our laboratory as a neurogenesis
inducing agent in ESCs*** was reported to also generate CD8™
memory stem cells with proliferative and antitumor activities,
and could have implications for the design of new vaccine
strategies.zg4 In another screen, which was based on the
induction of SOX17 expression (an endodermal marker) in the
presence of activin A, we identified a molecule that efficiently
potentiates ESCs to differentiate into ectodermal, mesodermal,
or endodermal lineages in high yield depending on the additional
lineage specification factors present (in chemically defined
media). This molecule functions by binding and blocking the
nuclear translocation of the protein NME2, which leads to
downregulation of c-Myc, a key ES self-renewal regulator and
oncogene (Figure 14A).>°° In a related series of experiments
by Melton and co-workers, it was recently shown that two small
molecules (IDE1 and IDE2) can selectively induce human ESCs
to differentiate into definitive endoderm,?*® and subsequent
treatment with (—)-indolactam V can further mature the
definitive endoderm cells to pancreatic progenitor cells (Figure
14B,C).>*” Combinations of molecules of this sort may facilitate
the generation of hepatocytes, endocrine, and other cell types
from ESCs in high yield under chemically defined conditions.
One can also expand these activities beyond small molecules
and screen libraries of purified, secreted proteins and peptides
(the majority of which have unknown functions) to identify
circulating polypeptides that affect stem cells in novel ways.>*®
For example, we recently identified the protein pigment
epithelium-derived factor that allows one to expand huESCs in
defined media.>*

Another exciting direction in the field of regenerative
medicine is the reprogramming of somatic cells**® to create
both cellular models of genetic disease and potentially cells
for clinical use in regenerative therapies. Recently, it was
shown by Yamanaka and co-workers that the overexpression
of four genes (Oct4, Sox2, c-Myc, and KIf4) in mouse
embryonic fibroblasts (MEFs) or human fibroblasts reverts
them to embryonic stem-like cells (termed induced pluripotent
stem cells, or iPS cells) that can then differentiate into all
three germ layers (Figure 15).°°°7* Clearly the identification
of drug-like small molecules with such activities might allow
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Figure 14. (A) Stauprimide potentiates the differentiation of ES cells toward multiple lineages (definitive endoderm, neural ectoderm, and mesoderm) when
combined with lineage specification cues. Reprinted with permission from ref 295. Copyright 2009 Elsevier. (B) IDE1 and IDE2 induce lineage specification
of ES cells to definitive endoderm. Chemically derived endoderm cells are functional in vivo. Reprinted with permission from ref 296. Copyright 2009
Elsevier. (C) (—)-Indolactam V (ILV) matures definitive endoderm cells to Pdx1 expressing pancreatic progenitor cells. Reprinted with permission from ref

297. Copyright 2009 Nature Publishing Group.
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Figure 15. Cellular reprogramming. When a combination of genetic factors
(for example, Oct4/Sox2/Kl1f4/c-Myc) is introduced into somatic cells, those
cell could be reprogrammed to form induced pluripotent stem (iPS) cells.
iPS cells show characteristics of pluripotent embryonic stem cells (tight
colonies; expression of embryonic stem cell markers such as alkaline
phosphatase (ALP) and Nanog; mouse iPS cells could form chimeric mice
when injected into developing mouse embryos).

one to create desired cell types (e.g., those lost to degenera-
tive disease: neurons, 3-cells, etc.) from other tissues patient-
specifically, without the need for nuclear transfer or embry-
onic stem cells. For example, we have identified a molecule
(reversine) from a phenotypic screen that can reprogram
myoblasts (muscle precursors) to a multipotent state which
can then be differentiated into adipocytes (fat cells) or
osteoblasts (bone cells) (Figure 16).>°33° Clonal analysis
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demonstrated reprogramming rather than a side population
artifact, and the relevant targets of reversine were found to
be MEK1/2 and nonmuscle myosin II. Similarly, molecules
have been identified that reprogram oligodendrocyte precursor
cells (which normally give rise to glial cells in the brain) to
neural stem-like cells, such that they can be further converted
to neurons and function in vivo.>*”-**® Many laboratories are
now attempting to identify molecules that replace single
factors or combinations of factors to generate iPS cells (in
our case using a Nanog promoter driven luciferase reporter
which allows >2 Mio compounds to be efficiently screened) —
indeed we have identified molecules that independently
replace Sox2 and KIf4 in reprogramming of embryonic
fibroblasts.’* Others have also demonstrated that small-
molecule inhibitors of histone modification (methylation,
deacetylation) and DNA methylation, agonists of L-type
calcium channels, and kinase inhibitors (TGFfS receptor,
GSK3p, or MEK), can enhance reprogramming efficiency,
replace certain genetic factors in generating iPS cells, or
maintain rat iPS cells.***3'°73!3 Future efforts in this regard
will likely include screens for small molecules that reprogram
pancreatic exocrine cells or hepatocytes to insulin-producing
[-cells, skin progenitors to various ectodermal lineages, and
the like.
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One can also ask whether new tissues can be regenerated
simply by reversibly controlling cellular proliferation of dif-
ferentiated cell types — after all, the liver regenerates after partial
hepatectomy by simple division of existing hepatocytes, and
pancreatic S-cells proliferate to meet metabolic demand during
pregnancy or after partial pancreatectomy.*'* To this end, we
have carried out a cell-based screen of murine pancreatic 3-cells
(reversibly immortalized with large-T antigen to generate the
large number of cells required for the screen) for molecules
that reversibly proliferate S-cells and maintain their ability to
produce insulin. We identified a number of known compounds,
including Wnt agonists and L-type calcium channel agonists,
as well as novel compounds, which allow us to reversibly
expand rodent 5-cells (and more recently molecules that expand
primary human islets) that are currently being tested in in vivo
rodent models of type I diabetes.>'> Others have demonstrated
that the Wnt signaling agonist BIO also promotes proliferation
of cardiomyocytes.*'® Thus, the controlled and reversible cellular
proliferation of terminally differentiated cells which are normally
growth-arrested (e.g., neurons, cardiomyocytes, hepatocytes,
kidney epithelial cells, etc.) may possibly offer an ex vivo (or
even in vivo) alternative to stem cells as a replacement for lost
tissue, especially for tissues where no adult stem cells have yet

been identified. Clearly the identification of molecules that
control cell fate is providing new insight into the complex factors
that regulate stem cell biology but, equally importantly, may
form the basis for a whole new therapeutic paradigm for
synthetic molecules in medicine.

Additional Examples of Chemical Libraries in Biology and
Medicine. Another exciting opportunity for the academic com-
munity to exploit chemical libraries and screening technologies
that is not generally competitive with pharmaceutical or
biotechnology research interests is in the area of orphan and
neglected diseases. For example, there exist both a large research
opportunity and a major unmet medical need with respect to
molecules that kill persistent Mycobacterium tuberculosis (the
biology of persistors is largely unknown), or molecules that
target nonessential host factors that are required for viral
replication (HIV, HCV, Dengue, etc.) but which will not mutate
rapidly. In addition, there are a large number of orphan diseases
(type I diabetes, muscular dystrophies, spinal muscular atrophy,
childhood cancers, Rett syndrome, Fragile X, Huntington
disease, etc.) for which no good treatments exist. The identifica-
tion of molecules that modulate these disease processes may
ultimately lead to new therapies as well as provide new insight
into the novel biology of many of these diseases, including
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epigenetic DNA modifications, alternative splicing, protein
translocations, protein misfolding, and the like. Exciting ex-
amples include the identification of compounds that selectively
inhibit cell death in neuronal cells expressing the mutant
huntingtin gene,*'”'® the isolation of molecules that affect
snRNP assembly by causing intramolecular disulfide cross-links
of SMN,*!” and the identification of molecules that modulate
protein misfolding in transthyretin amyloidoses.**° In our own
laboratory, we have recently identified molecules that affect
SMN?2 splicing, fetal y-hemoglobin expression, and the activity
of translocated kinases in childhood cancers.**!

Chemical libraries have many other applications in chem-
istry, biology, and medicine. They can be used to find
molecules to explore the physiological effects of new
biology—such as the roles of autophagy in neurodegenerative
diseases®** or sirtuins in aging.>** Chemical libraries have
also been used in synthetic lethal screens, synergy screens
to identify interacting pathways and regulatory mechanisms,
and multicellular organism screens for developmental de-
fects®®® or effects on longevity*** (although the latter require
relatively large amounts of compound). They have also
afforded molecules that complement engineered mutations
in proteins, including transcription factors and growth factor
receptors.’>>*>¢ One can rationally design such molecules
as well. For example, in a beautiful series of experiments,
Shokat and co-workers mutated kinase active sites to
introduce “holes” (e.g., Thr338Gly in Src kinase) that allow
them to bind synthetic inhibitors and substrates containing
“bumps” (side chains) not recognized by wild-type kinases
(Figure 17).%* This strategy, in which one combines a genetic
mutation with a synthetic mutation, allows one to selectively
inhibit the function of one member of a structurally homolo-
gous family of kinases to determine its cellular function and
thereby avoid the arduous task of synthesizing highly
selective kinase inhibitors. A similar approach has been
applied to natural mutations in nuclear receptors®*’ and can
likely be applied to other enzymes and receptors, such as
lipid kinases and methyltransferases.
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A number of laboratories, including those of Liu, Harbury,
and Pederson, have created libraries of small molecules by
templated organic synthesis in which a DNA template is used
to direct the stepwise synthesis of molecules using duplex
formation to create high effective molarities of reactants (Figure
18).2%23:328:329 Thig approach is being used to search for selective
ligands to biological receptors, as well as to identify novel
chemical reactions, and may one day lead to synthetic libraries
which can be encoded, amplified, chemically mutated, and
selected in a process that mimics natural protein evolution.
Diversity-based approaches are also being applied to the
synthesis of libraries of carbohydrates®*® and larger bio-
molecules.*' 3% For example, sequence-defined libraries of
oligonucleotide, polypeptide, carbamate, and peptoid probes are
being chemically fabricated (in some cases using a combination
of solid-phase synthesis and photolithographic methods) and
used to interrogate mRNA expression on a genome-wide level
and probe single nucleotide polymorphisms in genetic studies,**”
identify selective modulators of receptors and enzymes,*’ >*°
or define substrates for phosphatases and other protein inter-
faces.>*® In addition, self-organizing dynamic libraries of ligands
are being used to assemble supramolecular structures with
defined properties.**' Finally, the use of modern mass spectro-
metric and separation tools together with highly sensitive
phenotypic or reporter-based cellular screens opens the op-
portunity to reexamine the library of natural small-molecule
metabolites derived from mammalian cells or the microbiome
to identify molecules that affect cellular processes such as stem
cell self-renewal or differentiation or bind and activate orphan
receptors***** (including, for example, endogenous thyroid
hormone derivatives with unusual activities***).

Conclusion

Chemistry continues to evolve from its historical focus on
molecular structure, reactivity, and synthesis to take on the
challenge of making small and large molecules and even systems
of molecules with tailored properties and functions. This requires
improved theoretical and analytical tools, as well as innovative
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new synthetic strategies. Given the remarkable array of functions
found in biological molecules, Mother Nature offers help in this
regard through an approach to synthesis that seamlessly
interfaces biology and chemistry. However, to fully exploit this
opportunity, chemists must become highly proficient in the tools
and concepts of modern biology without sacrificing their
traditional understanding of molecular structure and reactivity.
This represents a major challenge for the traditional chemistry
education, from secondary education through postdoctoral
studies. It will require increased scientific partnerships between
the disciplines of chemistry, biology, and medicine in both
education and research, and a reevaluation of the most important
concepts and materials that we teach at the undergraduate and
graduate levels. At the same time, we can inspire future
generations of chemists with the exciting and highly relevant
opportunities that exist at the interface of the chemical and
biological sciences.
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