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1. INTRODUCTION

1.1. Synthesis of Cyanohydrins by Biocatalysis. Enzymes
catalyze the synthesis of chiral intermediates with high chemo-,
regio-, and enantioselectivity that are in high demand for bulk
preparations of pharmaceuticals and fine chemicals using envi-
ronmentally friendly methods. Carrying out the enzymatic reac-
tions at room temperature and under atmospheric pressure
makes it possible to avoid undesired problems originating from
extreme conditions. Immobilization and reusability of cells and
enzymes are big advantages. In addition, overexpression and
alteration of properties is possible for enzymes by protein
engineering techniques.1,2 In many cases, a combination of
chemical synthesis and biocatalysis can be an efficient strategy
to produce fine chemicals.3 Hydroxynitrile lyases (HNLs) play
an important role in the synthesis of chiral cyanohydrins. There is
free room for chemical synthesis of sterically demanding com-
pounds, although aldehydes and some ketones have been
synthesized by biocatalytic processes.4

Considering the literature on HNLs reveals much data from
different aspects of these enzymes. Even though current informa-
tion on the chemical reactions is dominant, there are remarkable
data on the biochemistry and other features of these valuable
biocatalysts. Previous major reviews have summarized the potential
of methods and reactions for synthesis of the cyanohydrins, which

are valuable intermediates in follow-up synthesis of pharmaceuticals,
agrochemicals, and other chemicals.5�11 It seems there are some
missing areas of HNLs, including reviews on updated biochemistry,
discovery, and engineering features. Although there are robust
HNLs at the present time, there is still a demand for improved
reaction conditions, new chemicals, and new reactions thatmight be
catalyzed by these enzymes.Newly discoveredHNLs also could be a
basis for engineering and achieving better biocatalysts for the above-
mentioned purposes. Therefore, we will have a quick view into the
chemistry of cyanohydrins in this article, although the main focus
will be on the biochemistry, discovery, and engineering of hydro-
xynitrile lyases from both groups (R- and S-selective HNLs)
(Figure 1).
2.2. General Information on Hydroxynitrile Lyases. Lyases

(EC 4) are categorized into (1) carbon�carbon, (2) carbon�
oxygen, (3) carbon�nitrogen, (4) carbon�sulfur, (5) carbon�
halide, (6) phosphorus�oxygen, and other lyases. Hydroxyni-
trile lyases (HNLs) belong to the aldehyde lyases, which are
categorized under C�C lyases. HNLs (EC 4.1.2.X, X = 10, 11,
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46, 47; Table 1) are of special interest in biocatalysis because they
are being used mainly for production of pure enantiomers of
cyanohydrins (R-hydroxynitriles), which are key intermediate
molecules in the production of ranges of chemicals, including
R-hydroxy acids, primary and secondary β-hydroxy amines,
aziridines, R-hydroxy aldehydes or ketones, R-hydroxy esters,
R- and β-amino alcohols, 3-ethanolamines, R-aminonitriles,
R-azidonitriles, etc.
Early research on oxynitrilase was carried out by the German

chemists Justus von Liebig and Friedrich W€ohler in 1837, who
named an extract of bitter almonds as “emulsin”, which could
cause release of HCN from the cyanogenic glycoside amygdalin.
Emulsin contained an oxynitrilase (HNL) and a β-glucosidase.12

The field grew during more than one century, and despite high
synthetic potential of chiral cyanohydrins in synthesis of

pharmaceuticals, agrochemicals and biologically active com-
pounds, intensive research on this field is relatively young.
There were three EC numbers for HNLs: EC 4.1.2.10, 11, and

37 until EC 4.1.2.39 was created in 1999, although it was deleted
and its content transferred to EC 4.2.1.37 in 2007. In an updated
classification by IUBMB in 2011, the current EC numbers of
HNL have been defined as EC 4.1.2.10, EC 4.1.2.11, EC 4.1.2.46,
and EC 4.1.2.47. Further reclassification of these enzymes is
expected, especially following the discovery of new HNLs.
2.3. Aldoxime-Nitrile Pathway, Cyanogenesis, and Hydro-

xynitrile Lyases. The microbial aldoxime-nitrile pathway, the
involved enzymes, and the main chemical compounds have
recently been reviewed in detail,15 and a comparison of this
pathway with that of plants was presented in 2009.16

The aldoxime-nitrile pathway is different between plants and
microorganisms in terms of both chemical molecules and
involved enzymes. In microorganisms, the main enzymes include
aldoxime dehydratase, nitrile hydratase, amidase, and nitrilase,
which convert the aldoxime, step by step, to carboxylic acid
(Scheme 1a).
In plants, usually there are enzymes with monooxygenase

activity, such as P450 (CYPs), that catalyze the earlier steps in the
pathway, starting usually from the biogenetic precursors hydro-
phobic aliphatic amino acids (such as L-tyrosine, L-phenylalanine,
L-valine, L-isoleucine, L-leucine) producing cyanogenic glyco-
sides in the cells: first P450 produces an aldoxime compound
by N-hydroxylation of amino group of the starting amino acid,
followed by decarboxylation and dehydration.17 Another P450
catalyzes the synthesis of an R-hydroxynitrile through nitrile
formation by dehydration and hydroxylation of R-carbon as
shown by Møller et al during their in vitro reconstruction of
the biosynthetic pathway of cyanogenic glycoside dhurrin in
Sorghum bicolor L. Moench.18 Glycosylation of the R-hydroxyni-
trile is catalyzed by aUDP�glucose glucosyltransferase, resulting
in the cyanogenic glycoside, which is the cyanohydrin substrate
of hydroxynitrile lyase in the last step, where it is cleaved to the
corresponding aldehyde or ketone and hydrogen cyanide
(Scheme 1b). HCN is used as a defense system and also as a
nitrogen source.19 There is also chemical decomposition of the

Figure 1. Synthesis of cyanohydrin by chemocatalysis and biocatalysis.
This review will give a pool of synthesized chemicals in the follow-up
reactions and mainly will discuss the biochemistry, discovery, and engineer-
ing of these versatile enzymes (DKR: dynamic kinetic resolution).

Table 1. EC numbera, Names and Reactions of the HNLs

EC systematic name accepted name reaction other names

4.1.2.10 (R)-mandelonitrile

benzaldehyde-lyase

(cyanide-forming)

(R) -mandelonitrile

lyase

(R)-mandelotiitrile = cyanide +

benzaldehyde

(R)-hydroxynitrile lyase, D-

oxynitrilase, (R)-oxynitrilase,

PaHNL, AtHNL, PeHNL,

FaHNL, etc.

4.1.2.11 (S)-4-hydroxymandelonitrile

4- hydroxybenzaldehyde

lyase (cyanide- forming)

hydroxy mandelonitrile

lyase

(S)-4-hydroxymandelonitrile =

cyanide + 4-hydroxybenzaldehyde

hydroxynitrile lyase, oxynitrilase,

Sorghum hydroxynitrile lyase, etc.

4.1.2.46b (2R)-2-hydroxy-2-

methylbutanenitrile butan-2-

one lyase (cyanide-forming)

aliphatic (R)-

hydroxynitrile lyase

(2R)-2-hydroxy-2-methylbutan

enitrile = cyanide + butan-2-one

(R)-HNL, LuHNL,

(R)-oxynitrilase, etc.

4.1.2. 47c (S)-cyanohydrin lyase

(cyanide-forming)

(S)-hy droxynitrile lyase (1) an aliphatic (S)-hydroxynitrile =

cyanide + an aliphatic aldehyde

or ketone (2) an aromatic (S)-

hydroxynitrile = cyanide +

an aromatic aldehyde

(S)-oxynitrilase, R-hydroxynitrile
lyase, hydroxynitrile lyase,

acetone-cyanohydrin lyase,

HbHNL, MeHNL, etc.

aAccording to the latest update from IUBMB in 2011.13 BRENDA Enzyme Database has also suggested some new temporary categorizations for
hydroxynitrile lyases, including former EC 4.1.2.10, 11, 37 and temporary categories of EC 4.1.2. B4, B5 and B6.14 b Similar to former EC 4.1.2.37.
c Similar to former EC 4.1.2.39.
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cyanohydrins in various cyanogenic plant species, that is, cyano-
genesis happens in many plants without involvement of hydro-
xynitrile lyases and only by slow chemical reaction.
Although cyanohydrins or R-hydroxynitriles are synthesized

in plants through cleavage reaction of cyanogenic glycosides
using β-glucosidases, they are synthesized using a reversible
reaction of hydroxynitrile lyases in industry. These compounds
have attracted much attention as precursors in follow-up reac-
tions (Scheme 1c). In Table 3, there are examples of the chemical
and pharmaceutical products that have been synthesized from
cyanohydrins and show the importance of these key intermedi-
ates, as well.
The number of cyanogenic plants in the literature varies from

>265020,21 to >3000 species in recent reports,22 although the
number of the hydroxynitrile lyases are quite limited, as illu-
strated in Figure 2. Cyanogenesis is not restricted to plant

species. For example, it has been reported in several bacteria
(e.g., Chromobacter violaceum, Psudomonas sp.), cyanobacteria
(e.g., Anacyctis nidulans), microalgae (e.g., Chlorella sp.), fungi
(e.g., Fusarium sp.), etc.23�25

The plant pathogenic bacterium Xylella fastidiosa, found to
have the onlymicrobial gene encodingHNL so far, was described
in 2009 following the genome mining for these enzymes.
Characteristics of this recombinant enzyme have been included
in the comparative Table 4 of R-selective HNLs in this review.26

There are almost 100 cyanogenic glycosides and related nitrile
glycosides that have been studied in detail, categorized properly
and reported by Lechtenberg and Nahrstedt in 1999. Prunasin,
amygdalin, dhurrin, and linamarin are among the most famous
cyanogenic glycosides in higher plants.20 We will compare the
details of the properties of the HNLs in the Biochemistry section
of this review.

Scheme 1. Aldoxime-Nitrile Pathways in (a) Microorganisms and (b) Plants and (c) Potential Application of Cyanohydrins As
Key Intermediates in Industrya

aHNLs condense the aldehydes or ketones with a cyanide source and synthesize R-hydroxynitriles, which are versatile chiral intermediates for ranges of
valuable chemicals and pharmaceuticals.
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Crystal structures of five HNLs, including three S-selective
enzymes MeHNL, HbHNL, and SbHNL and two R-selective
enzymes, PaHNL and AtHNL, have been solved and deposited
in the Protein Data Bank until mid-2011 (Table 2).27,28

2. CHEMISTRY OF CYANOHYDRINS

The main aspects of these enzymes have been highlighted by
researchers in the terms of chemical reactions, including improv-
ing reaction conditions, yield, and ee percent, as well as catalyzing
new reactions and introducing new substrates with potential
applications in industrial processes. Cyanohydrins are being
synthesized by R- and S-selective HNLs and, in some cases, by
lipases in dynamic kinetics resolutions. Chemical or metal
catalysts have priority in synthesis of chiral cyanohydrins when
the starting carbonyl compounds are not (or are poorly)
accepted by the enzymes as substrates, especially in the case of
sterically demanding aldehydes and ketones (Figure 1). The
reactivity of the carbonyl group in ketones is affected by higher
steric hindrance and lower electrophilicity.10

2.1. Functional Groups of Cyanohydrins. The functional
groups of cyanohydrins provide a wide variety of functionalized

units for further transformations in follow-up chemical or
chemo-enzymatic reactions for synthesis of valuable intermedi-
ates or pharmaceuticals and agrochemicals (Figure 3).
2.1. A. Nitrile Group. This group in cyanohydrins can undergo

hydrolysis, solvolysis, and reduction; therefore, ranges of pro-
ducts are synthesized by this property, a few of which are listed in
Table 3.
2.1. B. Hydroxyl or Alcohol Group. To suppress or avoid

instability, degradation and racemization, O-protection can be
used for the synthesized cyanohydrins. The hydroxyl group also
can be used for inversion of configuration.
2.1. C. Reactions at the carbon center. Inversion of the carbon

center also provides a range of opportunitites for follow-up
reactions for the cyanohydrins.
2.2. Examples of Chemicals Synthesized from Cyanohy-

drins in Follow-up Reactions. As we have mentioned earlier in
this article, there is much information regarding the methods of
cyanohydrin synthesis by both chemocatalytic and biocatalytic
reactions. Therefore, to avoid repetition, we present various
examples of cyanohydrin-containing chemicals, their cyano-
hydrin precursors, and applications in Table 3. Using low pH
values or organic solvents can increase the enantiomeric
excess in the aqueous media.29 Immobilization of these
enzymes on solid supports, such as cellulose, was introduced
in 1966, when (R)-mandelonitrile and some other cyanohy-
drins were continuously synthesized by native PaHNL from
HCN and very pure benzaldehyde in a methanol�water
mixture.30 A combination of HNL immobilization with the
various organic solvents and biphasic systems of buffer-
organic solvents resulted in high enantioselectivity and short-
er reaction times in industry.4

Another new option is the application of ionic liquids, which
has successfully been used for (R)-PaHNL- and (S)-HbHNL
catalyzed reactions, introduced by Griengl and co-workers in
2004.31 It is also necessary to state the potential and application
of CLEAs (cross-linked enzyme aggregates), which display an
enhanced stability to organic solvents and can be easily reused.32

These four HNLs are being used in preparative scales: (R)-
PaHNL (from almonds), (S)-SbHNL (from Sorghum), (S)-
MeHNL (Cassava) and (S)-HbHNL (rubber tree). HNL from
Prunus dulcis (Prunus amygdalus or almonds) is a very robust
enzyme in both natural and recombinant forms (isoform 5 in
Pichia pastoris). The enzyme accepts a wide range of carbonyl
compounds as substrate, including various aromatic and aliphatic
aldehydes and ketones and is being used in the industrial
processes of cyanohydrin synthesis. In addition, (R)-LuHNL is
available from commercial suppliers; its plant source is flax
(Linum usitatissimum).
Among (S)-HNLs, the enzyme from Sorghum accepts only

aromatic and heteroaromatic substrates and not prepared in
recombinant form, whereasMeHNL and HbHNL have a similar
broad substrate specificity. We have very recently described a
novel (S)-BmHNL, which has a different substrate specificity in
comparison with these two industrial enzymes in aqueous phase,

Figure 2. Comparison of a number of cyanogenic plants, known
cyanogenic compounds, hydroxynitrile lyases and crystallized enzymes
from both R- and S-selective hydroxynitrile lyases (also see Tables 4 and 5).
*See Table 2.

Table 2. Crystal Structures Deposited in Protein Data Bank
for These Five FAD-Dependent and Independent HNLs

Figure 3. General structure of a cyanohydrin molecule.
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Table 3. Examples of Pharmaceuticals, Agrochemicals, and Biologically Active Compounds Starting from Enzymatically
Synthesized Cyanohydrinsa
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Table 3. Continued



1127 dx.doi.org/10.1021/cs200325q |ACS Catal. 2011, 1, 1121–1149

ACS Catalysis REVIEW

Table 3. Continued



1128 dx.doi.org/10.1021/cs200325q |ACS Catal. 2011, 1, 1121–1149

ACS Catalysis REVIEW

although it shows a high level of amino acid identity with them.
There were 11 new substrates for this (S)-HNL in the report.33

3. BIOCHEMISTRY OF THE HNLS

Hydroxynitrile lyases originated from various ancestors
among the protein classes. They have different primary

structures, and all catalyze the same reaction; therefore, they
have been considered as an example of the convergent
evolution.27,66

Amino acid sequence alignment of the known HNLs classifies
them into four superfamilies:
(i) Esterase�lipase superfamily including HNLs from

Manihot esculenta ((S)-MeHNL), Hevea brasiliensis

Table 3. Continued

aOnly chemicals for which their cyanohydrin precursors are synthesized by the enzymatic procedures have been included in this table. bA, agrochemical;
B, biologically active compound; I, insecticide; F, pharmaceutical. c 13-(S)-HODE: (S)-13-hydroxyoctadeca-(9Z,11E)-dienoic acid.
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((S)-HbHNL), Baliospermum montanum ((S)-BmHNL),
and Arabidopsis thaliana ((R)-AtHNL);

(ii) Peptitades�S10 superfamily: serine carboxypeptidase,
including HNL from S. bicolor ((S)-SbHNL)

(iii) Medium-chain reductase/dehydrogenase (MDR) super-
family, including HNL from L. usitatissimum ((R)-
LuHNL)

(iv) Glucose�methanol�choline (GMC) oxidoreductases N
and C superfamily including HNLs from P. dulcis or P.
amygdalus (R-PaHNL), Prunus serotina (R-PsHNL), and
Prunus mume (R-PmHNL) (Tables 4 and 5).67

FAD-dependent HNLs (iv), being mainly glycosylated mono-
meric enzymes possessing (R)-mandelonitrile as in vivo sub-
strate, are of similar molecular weight and serologically related.68

Two main domains have been found in the structure of PaHNL
(almond HNL): FAD-binding and substrate-binding domains.
FAD-dependent proteins usually have a signal peptide in their
primary structures. First, it was thought that FADwas involved in
catalysis of R-PaHNL, but the idea was refuted by investigations
of Conn and co-workers.69 It is generally accepted that FAD has
an important role in stability70 because the enzyme shows HNL
activity only in the presence of this cofactor and glycosylation
maintains its functional structure.72

Non-FAD HNLs form a rather heterogeneous group of
enzymes differing in size, subunit composition, and the substrate
specificity.68 Three classes of these proteins were introduced
above (i�iii). The reaction mechanism for these enzymes has
been better understood than FAD-dependent HNLs, especially
by extensive investigations of (S)-HbHNL and (S)-MeHNL,
including X-ray crystallography and mutagenesis. The common
active triad Ser, His, and Asp (nucleophile�histidine�acid)
together with the side chain of a conserved Thr residue have
been considered to play important roles in the process of catalysis
(Scheme 2A, B).73�75

Hereafter, we have some highlights on HNLs, and finally, two
precise Tables 4 and 5 containing gathered information on 5 S-
and 11 R-selective HNLs. The remaining cases have been listed
under each corresponding table with some brief descriptions.
3.1. (R)-Hydroxynitrile Lyases ((R)-HNLs). (R)-PaHNL. The

first description of HNL from almond (P. dulcis or P. amygdalus)
in asymmetric synthesis was reported by L. Rosenthaler in
1908.76 “Emulsin” was studied for its enzymatic content,77,78

cleavage of amygdalin,79�82 cyanohydrin synthesis,77,83 and
cleavage.84 Hydroxynitrile lyase was described as an ideal catalyst,
and emulsin was found to affect the reaction velocity. HNL
promoted cyanohydrin synthesis and cleavage equally.85 There is
a gap until the 1960s, when researchers purified the (R)-HNLs
from the Prunaceae plant family and used the purified enzymes to
synthesize aliphatic, aromatic, and heterocyclic aldehyde cyano-
hydrins. Ultimately, the cyanohydrin products were converted to
D-R-hydroxy acids by acid saponification.30 It became possible to
synthesize the (R)-mandelonitrile with a yield of 95% and optical
purity of 94% using (R)-PaHNL combined with cellulose-based
ion exchangers.86�88

Although many research groups have studied the occurrence
and structures of cyanogenic glycosides in plants,89�101 hydro-
xynitrile lyases and their mechanism of action for years,102�108

there was another gap from a biocatalysis point of view until, after
many years, Effenberger and co-workers employed this enzyme
for synthesis of highly pure enantiomeric cyanohydrins in 1987.
Using this enzyme, they suppressed the chemical reaction in

addition of HCN to aldehydes. The enantiomeric excess up to 99
and 86% were achieved in ethyl acetate and water/ethanol,
respectively.109 It took more than 150 years, after the description
of emulsin in 1837, to have the first information from the crystal
structure of mandelonitrile lyase from almonds. Three isoen-
zymes were crystallized, and isoform III was obtained in a
resolution of 2.6 Å.110 To have new insights into the mechanism
of reactions catalyzed by this robust R-selective enzyme in
industry, continuous attempts have been made until now,
although it seems that more time is needed to clarify the
remaining unsolved part of the reaction mechanism.27,70,111,112

In one of the latest proposed mechanisms, researchers in-
vestigated the reversible cleavage of the mandelonitrile, accord-
ing to the structural, mutational, and available biochemical
evidence. The reaction proceeds via general acid/base catalysis
through residueHis497 (Scheme 2C).27 The cyanide is stabilized
by the overall positive electrostatic potential in the active site
region: His497 is proposed to act as a general base that abstracts
the proton from the hydroxyl group of mandelonitrile, which,
on the basis of the model built, is within hydrogen-bonding
distance to His497, Cys328, and Tyr457. The interaction net-
work around the hydroxyl group suggested that His497�Nε2 is
unprotonated, since both Cys328 and Tyr457 act as hydrogen
bond donors to the hydroxyl group of mandelonitrile. Covalent
modification of cysteine328, which previously was thought to be
involved in the process, destroyed catalytic activity because the
residue is very close to the substrate binding site. The second
active site histidine, His459, is probably responsible for proton-
ation of the cleaved cyanide ion. Because the hydroxyl group of
mandelonitrile is located far from the N5 atom of flavin, it is
suggested not to be directly involved in the reaction mechanism.
These researchers concluded that FAD is an evolutionary
remainder originating from an oxidoreductase precursor that is
necessary for the structural integrity of FAD-HNLs, such as
PaHNL. The positive potential at the active site facilitates
cyanide ion formation, which is mainly provided by Arg194,
Arg300, Lys361, and Arg182.27 Figure 4 illustrates a sequence
alignment of HNLs from Prunus species, signal peptides, and the
residues involved in the catalysis.
Various methods were employed to purify the (R)-PaHNL

from its natural source, almond, including regular purification
methods,69 although it was also purified by a polyethylene
glycol�citrate aqueous two-phase system continued by ultrafil-
tration and anion-exchange chromatography on a Q-Sepharose
column with a yield of 57%.114 An inhibitor of the enzyme,
methyl p-(3-aminopropoxy) benzoate, was synthesized and cova-
lently attached onto Sepharose as a solid matrix, and then the
enzyme was purified on the basis of this affinity in a simple step
with high yield.115 The characteristics of the purified PaHNLs
have been included in Table 4. The enzyme is available commer-
cially in both natural and recombinant forms from companies
such as AppliChem and J€ulich Fine Chemicals (Codexis).
(R)-PsHNL, (R)-LuHNL, and (R)-FaHNL. PsHNL was found to

have five isoenzymes (1�5) in black cherry (Prunus serotina) and
high amino acid sequence identical to the PaHNL, the almond
enzyme. These five isoenzymes were isolated by concanavalin
A-Sepharose 4B chromatography and chromatofocusing. Ki-
netics and molecular properties of two predominant forms, 4
and 5, were studied in 1986; however, there were no significant
differences between the Km, optimum pH, stability, and inhibi-
tors for these two studied enzymes.116 These enzymes were
studied in a biochemical and molecular biology level in the black
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Scheme 2. (A�C). Proposed Mechanisms of Catalysis for (S)-HNLs (A: HbHNL; B: MeHNL) and R-HNL (C: PaHNL)a

aMAN, mandelonitrile; BEN, benzaldehyde.27,75
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cherry in 1997�1999. It was found that all five isoenzymes
showed very similar genomic DNA structure, containing FAD-
binding site, N-glycosylation sites, N-terminal signal sequence
(first 27 amino acids) (Figure 4), and three short conserved
introns. The authors concluded that these five genes derived
from a common ancestral gene and are members of a gene
family.117,118

(R)-LuHNL. This acetone cyanohydrin lyase was first purified
from young seedlings of flax (L. usitatissimum) by Conn et al., in
1988. They used regular purification methods to isolate the
enzyme up to 136-fold with a recovery yields of 21%. The
enzyme was characterized and found to be a non-FAD-depen-
dent HNL. It showed no activity toward mandelonitrile and
4-hydroxymandelonitrile and was inhibited by the high concen-
trations of acetone cyanohydrin, its natural substrate. In another
study, the enzyme LuHNL was purified with an improved yield
(up to 60%) and specific activity toward acetone cyanohydrin
using ion exchange, hydrophobic interaction, and gel permeation
chromatographies. The enzyme acted on various aliphatic alde-
hydes and ketones, but no aromatic carbonyl substrates.29 The
first gene cloning and sequencing of the enzyme was reported in
1997. The kinetic parameters of the histidine-tagged recombi-
nant enzyme and the natural one were evaluated to be similar.
The authors also presented a scheme suggesting the convergent
evolution for the various HNLs, based on the sequence compar-
ison of the known enzymes.66 Low expression of the enzyme in
E. coli was the main barrier to further characterization and
mutational analyses; therefore, the gene for this Zn2+-containing
HNL was cloned as a myc-His-tagged LuHNL-cDNA and

expressed in the methylotrophic yeast P. pastoris (myc probably
was used for persistent expression of the hnl gene and also for the
detection of the expressed enzyme by specific anti-LuHNL
antibodies). The recombinant enzyme showed kinetic para-
meters similar to the natural LuHNL and was found to have
2�4mol of zinc ion in 1mol of the enzyme. The enzyme was also
used for synthesis of 16 (R)-cyanohydrins from carbonyls and
HCN with a low to excellent yield and ee percent.120 In another
attempt to solve the low recombinant protein expression pro-
blem of LuHNL in E. coli, cDNA cloning and expression of a
45.8 kDa LuHNL was reported as an N-terminal His-tagged
fusion protein in a thioreductase-deficient strain of E. coli at 28 �C
in 1998. The specific activity of the one-step purified enzyme was
improved to 75.7 U/mg toward acetone cyanohydrin as sub-
strate. In this work, the structurally and catalytically important
residues for both substrate and coenzyme binding domains were
identified as well as the ligands of important Zn2+.121 (R)-
LuHNL is available from J€ulich (Codexis).
(R)-FaHNL. The enzyme was purified and characterized from

the fern Phlebodium aureum byWajant et al. in 1995. The enzyme
was purified 1600-fold with a specific activity of 19 000 U/mg
toward (R)-mandelonitrile as a substrate and was studied for the
kinetic parameters. The enzyme was used for synthesis of a few
(R)-cyanohydrins, in which it was interestingly found that it
catalyzed addition of cyanide to thiophen-2-aldehyde in excellent
yield and ee percent with immobilized enzyme under a biphasic
system superior to (R)-HNL from almond.122

(R)-PmHNL, (R)-EjHNL, and (R)-PeHNL. These enzymes are of
new sources for (R)-HNLs which were discovered and reported

Figure 4. Sequence alignment of major (R)-HNLs from genus Prunus (PmHNL, HNL from P. mume; PaHNL, HNL from P. amygdalus; PsHNL, HNL
from P. serotina). The residues involved in the reaction catalyzed by PaHNL have been shown in the figure. Residues 1�27 are the signal sequence of
these proteins (T).27,113
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by Asano and co-workers in 2005.123 (R)-HNL from P. mume
(PmHNL) is FAD-dependent, inhibited by sulfhydryl reagents,
exhibits high sequence homology with PsHNL and PaHNL, and
shows substrate specificity similar to PaHNL. PmHNL was
purified to homogeneity from the plant source. The natural
enzyme was used to synthesize ranges of cyanohydrins. The
enzyme was expressed in P. pastoris as a secretory protein.113 (R)-
HNLs from Eriobotrya japonica (EjHNL) and Passiflora edulis or
passion fruit (PeHNL) were also purified, characterized and used
properly in the synthesis of ranges of (R)-cyanohydrins in
biphasic systems.124�126 Earlier than our report on EjHNL,
synthesis of some (R)-cyanohydrins was reported by (R)-oxyni-
trilase from Eriobotrya L. in a microaqueous reaction system
(Table 4).127 There will be more information on these newly
discovered enzymes under the screening section of this review.
Comparative information on 11 (R)-HNLs have been included
in the Table 4, as well.
3.2. (S)-Hydroxynitrile Lyases. (S)-SbHNL.HNL from S. bicolor

was first described in 1961 during a study of biosynthesis of dhurrin
in Sarghum vulgare (var. Honey Drip). The presence of a cyanohy-
drin catalyzing enzyme was observed, and the enzyme was purified
175-fold and partially characterized. The authors also introduced a
spectrometric assay method that could monitor decomposition of
the p-hydroxymandelonitrile.128 The enzyme was purified and
characterized by other groups in 1992129 and 1993.130 Finally, it
was cloned and sequenced by Wajant and co-workers, although the
genewas expressed as an inactive form inE. coli, probably because of
lack of post-translational processing.131 Currently, (S)-SbHNL is
available from Sigma.
(S)-MeHNL. HNL from M. esculenta was first purified from

acetone powder of young leaves of cassava to 277-fold in 1994;
the enzyme was characterized and its cDNA was sequenced for
the first time among the (S)-HNLs. It was reported that the
enzyme has a molecular mass of 92 000 kDa and, it was
suggested, a homotrimeric structure containing S�S bond.
The enzyme had three isoforms, based on the isoelectric focus-
ing, but they were neither glycosylated nor FAD-dependent
proteins. The protein showed a sigmoidal curve in a low
concentration of substrate acetone cyanohydrins, 0�30 mM in
the total range of 0�300 mM.22 A typical procedure was used for
purification of this HNL from dehydrated leaves of M. esculenta
up to 241-fold. Analysis of the purified fractions under reducing
and nonreducing SDS�PAGE showed a single band of∼30 kDa,
a proof of homogeneity of the MeHNL, and the molecular mass
of the native enzyme was calculated to be 124 kDa by gel
filtration using Superdex 200, suggesting a homotetrameric
structure. There was no serological relationship between this
acetone cyanohydrin lyase and those of known HNLs until that
time.68 In a recent work, fast equilibration of dimers and
tetramers were suggested for the structure of (S)-MeHNL in
solution. On the basis of the dimensions calculated for the
enzyme MeHNL (99.6 Å � 85.4 Å � 49.2 Å), it has also been
suggested that the enzyme resembles a platelet more than a
globular shape in solution, and this would be the reason for the
migration pattern in the size exclusion chromatography.132 (S)-
MeHNL can be purchased from evocatal and J€ulich (Codexis).
(S)-HbHNL. HNL from H. brasiliensis was partially purified in

1989, during the studies on significance of hydroxynitrile lyase in
rapid cyanogenesis. HbHNL increased the rate of HCN libera-
tion up to 20-fold, indicating the importance of the enzyme in fast
release of HCN and efficient cyanogenesis.133 HbHNL was then
purified from frozen leaves of the plantH. brasiliensis to 106-fold

in 1996. The enzyme showed only one band on the reducing
(DTT plus SDS) and nonreducing (only SDS) SDS�PAGE,
suggesting a lack of intermolecular disulfide bonds, and exhibited
a molecular mass of 100�105 kDa in gel filtration. A dimer or
tetramer structure was proposed for the enzyme, and kinetic
parameters were calculated on the basis of a typical Michaelis�
Menten substrate saturation curve for acetone cyanohydrin up to
300 mM. Later on, a dimeric structure was revealed for the
enzyme in a phosphate buffer pH 6.5 using small-angle X-ray
scattering (SAXS) based on the data collected from both
concentrated (46mg/mL) and 5- and 10-fold diluted samples.134

The enzyme was cloned and functionally expressed in E. coli and
Saccharomyces cerevisiae. The active site residues also were
determined by site-directed mutagenesis.135 The enzyme (S)-
HbHNL is commercially available from evocatal and J€ulich
(Codexis).
S-XaHNL. Lyases 1 and 2 were isoenzymes of the (S)-HNL

from Ximenia americana, which had been purified and character-
ized in 1989 (Table 5).136 We will discuss successful research of
the newly discovered S-selective enzyme (BmHNL) in the
screening section.33

4. SCREENING FOR DISCOVERY OF NEW AND POTENT
HNLS

A successful screening should focus on what is new in the
screening: substrate, gene, protein, property, screening source,
method, etc.16 One of the most important items in the screening
for each enzyme, including the HNL, is finding out a new source
possessing new catalytic or biochemical properties. Therefore, it
does not matter which method we use to achieve this goal. In the
case of HNLs, it is obvious that exploring for the cyanide
production, for instance, by plants might not be a perfect choice,
since there aremore than 3000 cyanogenic plant species, whereas
the number of reported HNLs (characterized and non-
characterized) is about 40 enzymes (less than 2% of cyanogenic
organisms including plants, insects, and microbial species).
Therefore, as shown in Figure 2, there are many cyanogenic
plants that have no HNL activity, although noncyanogenic
plants, such as model organism A. thaliana, have been found to
have an R-selective HNL.149 The majority of cyanogenic plants
use slow chemical decomposition of cyanohydrins in vivo with-
out interference of the HNLs.150

In addition, more efficient spectrometric, GC, or HPLC assay
methods have been developed for enzyme assay in recent
decades. In recent years, two main methods have been used for
screening of these enzymes from nature, including the “real
enzymatic activity” seeking and genome database information.
Although until now, the majority of the discovered HNL
enzymes have been found using the activity detection-based
method, the quite young genome-mining method is expected to
be more important for this purpose in the future. Indeed, there is
a desire for finding new sources of HNLs to expand the current
substrate range and for possibly catalyzing new reactions by these
enzymes. In addition, each of the already known or new HNLs
could be suitable for protein engineering and creation of new or
tailor-made enzymes.
4.1. Activity Detection-Based Screening. The traditional

experimentally based method relies on screening of the mainly
cyanogenic plants (as well as other organisms) and detects the
“real HNL activity”. Almost all of the HNLs have been discov-
ered from early times until now on the basis of various traditional
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methods based on spectrometers, HPLC, GC, and other
instruments.
Rosenthaler studied the distribution of emulsin-like enzymes

among preparations of a great variety of plants to investigate
whether they decompose the amygdalin to release HCN and
yield optically active nitriles. There were also two new sources of
the S-HNLs: Taraktogenos blumei (leaves) and Achillea mill-
efolium (flowers). A noticeable number of plants found as new
sources of the HNLs in later studies were listed in the study of
Rosenthaler almost one century ago.148

Pfeil et al. (1966 and 1972) introduced several new sources of
the flavoenzyme hydroxynitrile lyases from plants and studied
their biochemical and immunological properties in detail and in
comparison with the HNL from almond. The enzymes were
isolated from the seeds of 10 plants belong to the Rosaceae family,
including genus Prunus and the flowers of P. spinosa. The authors
used both polarimetric and spectrometric methods to assay the
hydroxynitrile activity. In the polarimetric method, the degree of
rotated light was used for the detection of reaction product, (R)-
mandelonitrile. The reaction was performed in a 25 mL flask,
including 1 mL of 10 mM highly distilled benzaldehyde as the
bottom layer, 1 mL of hydroxynitrile lyase solution (1 mg/mL),
and HCN dissolved in ethanol. The mixture was shaken until it
was clear, and the reaction was started in the ethanol/acetate
buffer at 20 �C.
In the photometric method, a decrease in the intensity of

crotonaldehyde was measured in a synthetic reaction of cyano-
hydrin from HCN and aldehyde at 304 nm. All of these enzymes
were catalyzed for both the synthesis and decomposition of (R)-
mandelonitrile.30,138 The discovered and studied HNLs are listed
in Tables 4 and 5. In another attempt in 1997, plant extracts from
various tissues were found to have HNL activity only in decom-
position of the mandelonitrile. The assay method was photo-
metric monitoring of benzaldehyde produced during the
cleavage of mandelonitrile.151

Hereafter, some new screening experiments will be reviewed,
and the properties or reactions catalyzed by the discovered
enzymes will also be highlighted. Hernandez and co-workers
screened for HNLs among edible vegetables and fruits in
2004.140 Their traditional method for the discovery of new
enzymes was a screening among the plant species based on
these criteria: plants having well-known cyanogenic glyco-
sides, taxonomically related to other knownHNLs, and readily
available. The seeds and leaves of the selected plants were
obtained from commercially available fresh fruits and garden
trees, then the materials were blended with acetone three
times to remove water, greasy materials, and pigments. Dii-
sopropyl ether-extracted KCN was added to the air-dried
materials containing the enzyme preparation in citrate buffer
and benzaldehyde as substrate. The resulting mixture was
stirred for 24 h at room temperature, dried over Na2SO4, and
filtrated.
Enantiomeric excess and conversion percentage of the evapo-

rated filtrate were determined by HPLC and 1H NMR, respec-
tively. The leaves and seeds of already known sources of HNL
such as P. amygdalus (almond) and P. serotina var. capuli
(capulin) were used as positive controls. The authors reported
a few new sources for HNLs, including Annona cherimolia
(cherimoya) and Annona squamosa (sugar-apple) for S-selective
enzymes and Cucumis melo (melon, a noncyanogenic plant) and
Poiteria sapota (mamey) as sources for R-selective HNLs. It is
noteworthy that P. serotina var. capuli and M. americana were

identified as sources of (R)-oxynitrilase in a similar manner
described above in 1998.139

A massive screening was carried out by Asano and co-workers
among 163 species from 74 cyanogenic and noncyanogenic plant
families in 2005. The authors prepared a homogenate of leaves or
seeds of each plant and established a simple HPLC-based HNL
activity measurement. Following these experiments, several new
HNL sources were found, including a few R- and only one S-
selective enzyme (∼4%). Bodies of plants, including leaves,
roots, shoots, spikes, and rhizomes, were mainly collected from
the Botanic Gardens of Toyama, Toyama City, Japan (Figure 5,
sections 4.1.1 and 2). Plant seeds were cracked to release the soft
kernels, and the kernels were crushed by a homogenizer at 4 �C
in 10 mM potassium phosphate buffer (KPB). The suspension
was filtered through cheesecloth and was then centrifuged to
precipitate the debris, which resulted in a crude enzyme prepara-
tion. The crude enzyme was concentrated by ammonium sulfate
fractionation and used for HNL assay by HPLC. Alternatively,
other plant materials mentioned earlier were placed in a few
layers of cheesecloth, frozen by soaking in liquid nitrogen, and
cracked to release smaller pieces of these materials. The latter
was converted into finer pieces or powder via grinding by
mortar and pestle on ice (Figure 5, section 4.1.3). The ground
materials were suspended in KPB and stirred overnight at
4 �C. The crude enzyme was prepared after centrifugation and
concentration of the homogenate by filtration. The homo-
genates of 156 out of 163 plant species showed no activity in
a cyanohydrin synthesis assay using benzaldehyde as sub-
strate (Figure 5, section 4.1.5). Six new sources of HNLs were
identified, including leaves and seeds of Passiflora edulis
and leaves of E. japonica, P. mume, Chaenomeles sinensis, and
Sorbus aucuparia for (R)-HNL and B. montanum as the only S-
selective HNL source in this study. Specific activity of the
enzyme in the homogenates varied between 0.63 U/mg for
the B. montanum and 16.3 U/mg for E. japonica, which are
lower than that of kernels of almond (P. dulcis, 73.5 U/mg)
under the same conditions. The HPLC method established in
this study sensitively determines activity, S or R configuration,
and enantiomeric excess, which is not possible to perform by
spectrometric methods.123

The Asano group has continued to study the discoveredHNLs
in the above-mentioned massive screening, and we will have
some highlights on the newly found enzymes and their properties
with emphasis on the “synthesis” of cyanohydrins in these
studies. As shown in Figure 5, after reconfirmation of the HNL
activity, the next step could be purification of the enzyme
(section 4.1.6). An ammonium sulfate fractionation and various
column chromatographies are regular purification steps of the
enzyme and have been used for four newly discovered (R)-
PmHNL, (R)-EjHNL, (R)-PeHNL, and (S)-BmHNL. In the case
of the enzymes with glycosylation, application of the columns
such as concanavalin A is recommended. (R)-PmHNL and (S)-
BmHNL were purified to homogeneity from the corresponding
plant; their N-terminal amino acid sequences were determined
(Figure 5, section 4.1.8); cDNA and genomic DNA cloning was
carried out (Figure 5, section 4.1.7, 9�10); and finally, their
genes were heterologously expressed in P. pastoris and E. coli,
respectively.33,113 Two others, EjHNL and PeHNL, as well as two
former enzymes were purified to homogeneity and characterized
in detail.124�126 The main features of these purified and char-
acterized enzymes from the natural sources or in the recombi-
nant forms have been included in Tables 4 and 5.
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R-PmHNL exhibited very broad substrate specificity: a screen-
ing was carried out among mono-, di-, and poly substituted
benzaldehydes; heteroaromatic and polycyclic aldehydes; alipha-
tic aldehydes; and methylketones. Overall, more than 100
carbonyl compounds were used as potential substrates in the
synthesis of R-selective cyanohydrins by the new enzyme. The
enzyme synthesized (R)-cyanohydrins from all categories men-
tioned earlier with excellent enantioselectivity.

Preparative scales of cyanohydrin synthesis for selected aro-
matic aldehydes (>20 substrates) and aliphatic aldehydes and
methyl ketones (>10 substrates) were also carried out by (R)-
PmHNL under a biphasic system (citrate buffer and an organic
solvent, such as DIPE, TBME, or DBE). These synthesis reac-
tions resulted in an ee up to 99% and a yield of 96% for the former
group and an ee up to 96% with a yield up to 72% for the latter
group.150 Since aliphatic aldehydes were shown to be accepted as

Figure 5. HNLs: from screening and discovery (upper part) to functional expression and characterization (lower part). The numbers and letters
correspond to the information given in the text.
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excellent substrates compared with the aliphatic methyl ketones,
a larger number of these carbonyl compounds having different
structural features were screened as potential substrates. The
enzyme (R)-PmHNL has a striking similarity to the (R)-PaHNL
in substrate specificity (chemical yield and enantioselectivity). In
addition, there are some unique new substrates that can be
exclusively accepted by the (R)-PmHNL.152 Despite this high
cyanohydrin synthetic potential of PmHNL, there was a problem
of active protein production in E. coli (Figure 5, sections A and
E), which was not unexpected because the native enzyme is
glycosylated, but E. coli cannot provide this post-translational
service to the expressed proteins. However, finally, the problem
was solved by functional secretory expression of the PmHNL in
the methylotrophic yeast P. pastoris. Here, we represent a
simplified scheme for the cloning strategy for genomic DNA
and cDNA encoding PmHNL2 in Figure 6.13

The second example of these enzymes comprises purification
from the plant, cloning, and expression in E. coli of HNL from the
plant B. montanum. A screening has also been performed among
100 carbonyl compounds as potential substrates for this enzyme.
Chemical parameters and kinetics of the cyanohydrin synthesis
for 20 selected substrates were studied for this only S-selective
enzyme discovered following the massive screening. The enzyme
was primarily purified from B. montanum with regular column
chromatographies, although it was isolated from a native-PAGE
in the last step. As an (S)-HNL, its activity was very low in the
homogenate and, therefore, harder to purify than the (R)-HNLs.
There was a problem of expression of the BmHNL in E. coli,

although it was not glycosylated and exhibited high identity to
(S)-HbHNL and, especially, (S)-MeHNL. These latter two could
already be expressed in E. coli, even though their expression level
was not desirable (Figure 5, sections A and E). The problem of
“no gene expression” in E. coli was solved for the enzyme with a
screening among a few expression vectors, and it was found that

the gene could be expressed as a fusion protein using both pColdI
and pRSET-B vectors. From the strategies mentioned for solving
the problem of the low activity, C-terminal truncation was found
to be effective in enhancing the productivity of the (S)-BmHNL
in culture medium (Figure 5, section E).
The recombinant enzyme was then purified to homogeneity

and used for a detailed characterization. Substrate specificity of
the enzyme is quite different from two other (S)-HNLs (MeHNL
and HbHNL), although there is a high sequence homology
between them. On the basis of a model built, there are differences
among residues around the active site area and also the substrate
channel, which is thought to be the probable reason for a new
profile for substrates of BmHNL. Piperonal was identified as the
best substrate for synthesis of cyanohydrins in aqueous systems.
The enzyme and its C-terminally truncated forms exhibited a
molecular mass of 60�66 kDa, indicating dimeric structures. The
ee percent and yield of cyanohydrin synthesis by the enzyme are
expected to be improved using biphasic systems.33

Availability of large enough amounts of these enzymes is a
prerequirement for designing and carrying out experiments to
find new substrates and also catalyzing new reactions, which has
not been reported before. Therefore, as Figure 5 represents
(section B), functional expression of the enzyme is a key step in
the biocatalysis and synthesis of HNLs. In the case of some HNL
enzymes, the preference would be expression in hosts other than
E. coli, such as S. cerevisiae or P. pastoris, which have already been
used for industrially used enzymes, such as PaHNL; HbHNL;
MeHNL; and recently, for PmHNL (section E). Briefly, flexibility
in usage of various methods to access large amounts of these
enzymes is a critical point. One of these tools is protein
engineering, which we will be discussing regarding its applica-
tions in the next sections.
In addition to the above-mentioned examples of screening for

the new HNLs, a new (R)-HNL from common vetch (Vicia

Figure 6. Cloning strategy for genomic DNA and cDNA encoding PmHNL2. Black area: gene encoding PmHNL2. Striped area: smino acid residues
(494YWYHGG498, sequence information from PaHNL1), including FAD-binding and putative active site residues. Hatched line box: introns. Two
HindIII sites were found in the flanking region of the gene. Step 1: amplification of part of the initial sequence of the gene. Step 2: amplification in part of
the terminal sequence of the gene using inverse PCR. Step 3: amplification of full-length genomic DNA encoding the enzyme. Step 4: amplification of
full-length cDNA encoding the enzyme.113
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sativa L.) was introduced in 2006. The pulverized meal of the
plant containing the enzyme was used for synthesis of several
cyanohydrins with good to excellent yield and ee percent,
although the discovery method was not described.141 In another
attempt, Nanda et al. used almost the same method as Asano
group to search among the Rosacea family in a northern territory
of India in 2009 and found a few (R)-HNL sources, including the
new source P. armeniaca Shakarpara cultivar (apricot). They used
a biphasic reaction mixture containing the new enzyme to
catalyze synthesis of δ,ε-unsaturated cyanohydrins with very
good to excellent yield and ee percent.153 Another new source
of the (R)-HNL was introduced from Prunus pseudoarmeniaca.
The acetone-extracted powder of the homogenate of kernels was
dried at room temperature and dissolved in phosphate buffer, the
suspension was centrifuged, and the crude enzyme preparation
was fractionated by ammonium sulfate and immobilized on the
Eupergit C and C250 L. The free and immobilized enzyme was
used to study the effect of pH and temperature on cleavage of
mandelonitrile to benzaldehyde using a spectrometric method.
The immobilized enzyme showed a higher Km value than other
known HNLs and could be reused 25 times with little loss of
activity.143

4.2. Genome-based Screening. In comparison with the
traditional method of screening for new HNLs, which relies on
detection of real HNL activity, the genome-based strategy is
easier and more straightforward. Although the chance of picking
a sequence having HNL activity still is low, it is expected to
increase in coming years, as we expect for other enzymes. We will
have a look into two successful cases of genome mining for
discovery of the new HNLs.
(R)-Hydroxynitrile lyase from noncyanogenic model plant

A. thaliana is the first successful example of genome-based search
for the HNL activity. During studies of structure�function
relationships of R/β-hydrolases, several putative (S)-HNLs
similar to HbHNL and MeHNL were cloned and expressed in

E. coli, and only one of them (AAN13041) showed activity
toward mandelonitrile and some other cyanohydrins. This en-
zyme was named as the first (R)-HNL with an R/β-hydrolase
fold. The subsequent study revealed that the enzyme has broad
substrate specificity in synthesis of cyanohydrins, including
various aromatic and aliphatic aldehydes and ketones.149

In the case of this enzyme, it is quite easier to have the cDNA,
because the cDNA library of the A. thaliana is already commer-
cialized and available (Invitrogen, Carlsbad, CA; Figure 5, section
4.2.2). This cDNA library has been used to clone and express the
enzyme and subsequently in synthesis of (R)-β-nitro alcohols by
the (R)-AtHNL in a potassium phosphate and n-butyl acetate
biphasic system as the first (R)-HNL-catalyzed Henry reaction.
An enantiomeric excess up to 95% was achieved in this study.
AtHNL showed an optimum for the reaction at pH 7.0; however,
it was quite unstable at pH values lower than 5.0.154 This is an
example of catalysis of an unusual reaction by the HNLs, that is,
enzyme promiscuity, as (S)-HbHNL does in the synthesis of the
S enantiomers of these valuable chemicals155 and also a retro-
Henry reaction, as reported by the same group.156 The crystal
structure of the AtHNL has been solved (PDB 3DQZ), and the
enzyme has already been made available commercially from
suppliers such as Sigma-Aldrich and evocatal GmbH.
As Figure 5 shows (section 4.2.2), there is no need for primary

purification of the enzyme from plant (or other sources),
N-terminal amino acid determination, and cDNA cloning steps.
Then the gene can be expressed in a host, based on the existing
information. If it is thought to be a glycosylated protein,
eukaryotic hosts are better choices than E. coli. On the other
hand, in some cases, the purified and characterized natural
enzyme is in hand, but there are difficulties in preparation of
cDNA and even genomic DNA for cloning purposes. Therefore,
the putative gene sequence will be very useful for cloning and
expressing the enzyme in a suitable host. In another scenario, the
sequence of the gene is available (Figure 5, sections 4.2.3�7), but

Figure 7. The high throughput screening method used for the generation of highly in vivo soluble mutants of MeHNL in E. coli158,159 (*) Lysozyme
solution contained 10 mM EDTA and 10 mg/mL lysozyme in 100 mM potassium phosphate buffer (pH 7.0). (**) Hypotonic solution consisted of
10 mM potassium phosphate buffer (pH 7.0) and 5 mM MgCl2. Three cycles of �80 and 37 �C were used for preparation of cell-free extracts.
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cDNA should be prepared from the genomic DNA. This is
slightly more complicated than the former situation but still
much easier than the regular cDNA cloning. The gene then can
be sequenced and amplified by the specific primers and subse-
quently be cloned and expressed in a suitable host.
The second example of the discovered HNL by genome-

mining is also an R-selective enzyme, which was also the first
bacterial hydroxynitrile lyase reported thus far. X. fastidiosa is a
Gram-negative bacterium pathogenic to many economically
important plants and is transferred by various vector insects. A
conserved hypothetical protein sequence that could be a putative
R-hydroxynitrile lyase enzyme was found. The bacterial genome
contains no introns; therefore, cloning of the gene is possible
using the gene-specific primers, that is, with skipping the cDNA
cloning (it was done like Figure 5, section 4.2.2). The gene
SCJ21.16 (XFa0032) was expressed in E. coli BL21 (DE3), and
the (R)-XfHNL was purified using a single nickel�Sepharose
step and used for detailed characterization. Its main studied
properties are included in Table 5.26 There are also examples of
very highly soluble expression of the putative HNL genes from
Oryza sativa in E. coli, which show no HNL activity, either in
synthesis or in decomposition of several cyanohydrins.157

4.3. High Throughput Screening of Libraries of Mutant
HNLs. Following generation of a library, there are thousands of
mutants that cannot be tested in a cyanohydrins synthesis or
decomposition reaction by spectrometry, HPLC, or GC; there-
fore, a method of screening is necessary.
(I) The method illustrated in Figure 7 was used for high-

throughput screening of highly in vivo soluble mutants of
MeHNL in E. coli by Asano and co-workers. The clones
were cultivated in Luria�Bertani broth, and 96-well plates
were incubated at 37 �C for overnight. Cell disruption was
performed by a combination of lysozyme and freeze-thaw
cycles (replaceable by mechanical cell disruption). Next,
centrifugation provided a cell-free extract ready to assay in
the presence of citrate buffer containing racemic mande-
lonitrile. The cleavage reaction of the mandelonitrile was
employed as the screening test to detect produced ben-
zaldehyde, although the more sensitive HPLC detection
was used for the positive clones in comparison with the
wild-type enzyme:158 the regular test tube level cultivation
and subsequent activity measurement was done for the
preselectedmutants. If a high activity was reconfirmed, the
protein expression profiles were monitored in soluble and
insoluble fractions by SDS-polyacrylamide gel electro-
phoresis. Thousands of colonies can be screened with this
method in a relatively short time. To prevent damage
caused by produced benzaldehyde to the plate reader, the
plates can be covered with a layer of transparent
plastic.158,159 Despite the method can be used only for
aromatic substrates, it did work very well for finding more
active and soluble mutants in this study.

(II) However, another sensitive high throughput screening
method was introduced in 2006 enable to detection of
HNL activity, accepting both aromatic and aliphatic sub-
strates. In the first step, the cyanohydrin was cleaved by the
cell-free extract of E. coli containing HNL in pH 5�5.5,
yielding HCN: A mixture of citrate�phosphate buffer, cell-
free extract, and cyanohydrin was incubated for 5 min at
room temperature, and the reaction was stopped by a
mixture of N-chlorosuccinimide + succinimide, which oxi-
dizes released CN� to CN+. Addition of a mixture of

isonicotinic acid + barbituric acid allows monitoring the
color formation for 20min at 600 nm. Themethod uses the
basics of a previously introduced protocol for cleavage of
acetone cyanohydrin160 by replacing isonicotinic acid with
pyridine and performing the reaction in a 96-well plate,
which enables it to be applied for screening purposes.161

(III) A sandwich test was introduced as a detection method of
gaseous HCN liberated by colonies of E. coli expressing
HNL in 2007, where racemic mandelonitrile and (S)-3-
phenoxybenzaldehyde cyanohydrin were used as sub-
strates. After copying the colonies that appeared follow-
ing the mutagenesis, the membrane-blotted colonies of
the mutants were equilibrated on a filter-paper
sheet already incubated in 50 mM citrate�phosphate
buffer, pH 6.5. As Figure 8 shows, membrane-blotted
colonies were incubated upside down on the bottom of
the sandwich with the substrate solution, allowing the
colonies to be in direct contact with the substrate. A
permeable nylon tissue separated it from the upper layer,
which was a HCN-sensitive detection paper. A glass disk
was used to keep the detection paper in uniform
proximity to the blotted colonies on the membrane.
The detection paper was already soaked in a mixture of
copper-(II) ethyl acetate and 4,40-methylenebis. Follow-
ing the HCN's reaching the detection paper, the blue
color will appear which reflects HNL activity.162

(IV) To screen the colonies of PaHNL5 synthesizing the (R)-
pantolactone, a library of saturation mutagenesis on several
points of the gene was generated in plasmid pGAPZA. For
each mutation point, more than 200 transformants of P.
pastoriswere tested for improved conversion toward hydro-
xypivalaldehyde at pH 2.4 by a colorimetric method. After 5
days of cultivation, the resulting grown cells were separated
by centrifugation, and the supernatant was used for the
assay: The supernatant was mixed with citrate�phosphate
buffer, pH 2.4; substrate solution; and NaCN to start the
reaction. The platewas covered by a seal of aluminum foil to
prevent HCN evaporation. Magnetic stirring was used for
agitation of themixture for 1 h under a well ventilated hood,
then the reaction was stopped by addition of H2SO4. The
reaction mixture was diluted and subsequently used to
screen the conversion by fluorometric analysis using 4-hy-
drazino-7-nitrobenzofurazane (NBDH) to detect the re-
maining aldehyde. The increasing amount of fluorescent
hydrazone was monitored.163

5. ENGINEERING OF HYDROXYNITRILE LYASES

Since there are many studies on the potential active site
residues and mechanism of catalysis of these enzymes, such

Figure 8. The sandwich test used to detect HNL activity at the colony
level.162
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mutagenesis cases will be excluded from this article, mainly
Thr11, Glu79, Ser80, Cys81, Asp207/208, and His235/236 for
(S)-HNLs and mainly His459 and His497 for (R)-HNLs. There-
fore, mutations used for improving the properties of these
enzymes will be discussed hereafter.
5.1. Engineering of R-Selective HNLs. pH instability of the

first recombinant (R)-PaHNL-5 was overcome using a secretory
signal of S. cerevisiae, a mutation of Leu1Gln, and expression in
methylotrophic yeast P. pastoris (Table 6, entry 1). The enzyme
exhibited a higher productivity up to 4.5-fold. PaHNL5-Leu1Gln
(with and without the additional mutation Ala111Gly) showed
much higher half-life values than the deglycosylated PaHNL and
the enzyme prepared from almond seeds. Overglycosylation of
the enzyme is not the only parameter offering the improved
property, since there was only a slight decrease in pH stability
after treatment with endopeptidase H at 37 �C. Docking
simulation of (R)-2-chloromandelonitrile in the active site of
PaHNL-5 identified the residues near the chloro substituents of
this substrate with unfavorable steric hindrance, especially
Ala111 (Table 6, entry 2). Activity of mutant PaHNL-Ala111Gly
was enhanced strongly in the synthesis of 2-chloromandelonitrile
by this method along with production of a large amount of the
stable recombinant enzyme in the yeast P. pastoris. These studies
resulted in the first multiton scale production of cyanohydrins by
HNLs.164

Both chemocatalytic and biocatalytic production methods of
cyanohydrin precursors of prils had disadvantages; especially, the
maximum enantioselevtivity reached by the PaHNL was about
90%. To produce this precursor of ACE inhibitors (prils, see
Table 3) from the 3-phenyl propionaldehyde by the PaHNL,
Glieder et al. (Table 6, entry 3) generated 12 mutants based on
the structure of the enzyme and engineering of the active site
area. The authors modeled the complexes of both S and R
enantiomers of the substrate with the PaHNL5. The interaction
of the enzyme showed differences with the alkyl group of the
substrate, which was oriented to Ala111 and Val360 in the S and
R enantiomers of the substrate 3-phenyl propionaldehyde. The
substrate-biding site of the enzyme was redesigned by exchan-
ging the residues of various sizes while retaining hydrophobicity.
Val360 plays an important role such that exchanging with Ile

enables the mutant enzyme to catalyze the reaction with an
improved enantiomeric excess and conversion up to 98% and
accelerate the transformation up to 6-fold with a low ratio of
enzyme/substrate in a water-based system. Smaller amounts (10-
to 30-fold) of themutant Val360Ile were needed for this reaction.
In addition, a very small amount of the Val360Ile was enough to
catalyze the cyanation reaction of the recalcitrant substrate trans-
cinnamaldehyde to its corresponding (R)-cyanohydrin with an
ee of 98% in only 3 h.165 Despite the improved catalytic property
of the double mutant PaHNL-Leu1Gln, Ala111Gly, the amount
of secretory protein in the mediumwas decreased. Therefore, the
reasons for a lower expression of the enzyme following the
mutations were investigated, in which the LC�MS/MS analysis
of the deglycosylated and tryptically digested PaHNL5 showed a
modified residue near the Ala111Gly, that is, Asn110Asp. This
deamination is a result of post-translational modification (PTM),
apparently triggered by the Ala111Gly. It was suggested that this
PTM resulted in a delayed processing and secretion of the
mutant protein into the culture medium. In addition, the result
of this research reconfirmed the important and unique role of
Ala111Gly for enhanced turnover rates of the substrate 2-chloro-
benzaldehyde. This is an example indicating that unexpected

modifications can happen to the recombinant proteins and may
affect the quality of the final product.166

(R)-Pantolactone was efficiently synthesized by semirational
redesign of acid-stable PaHNL5, in which the conversion of
sterically hindered aliphatic aldehydes was targeted. All hydro-
phobic residues of the substrate-binding pocket were selected as
candidates for site-saturation mutagenesis (Table 6, entry 4),
including Phe72, Val113, Val317, Val329, Leu331, Leu343, and
Val360. An overlap extension PCR was used for generation of a
saturation library of the PaHNL5 gene in plasmid pGAPZA
transformed in P. pastoris. More than 200 transformants were
tested for improved conversion toward hydroxypivalaldehyde for
each mutation in 96-well format at pH 2.4 by a colorimetric
method. The primary obtained mutants were more precisely
screened by a GCmethod for the enhanced enantiomeric excess,
which ultimately resulted in the mutant Val317Ala. This mutant
exhibited significant improvement in enantioselectivity and
retained the low-pH stability, although the new mutation could
cause negative effects on the synthesis of the formerly introduced
bulky substrate, (R)-2-chlorobenzaldehyde. The conversion rate
of the mutant enzyme PaHNL-Val317Ala rose >2.5-fold, and
there also was a 4-fold increase in the enantiomeric excess toward
hydroxypivalaldehyde to 87% in 2.5 h. Increasing the reaction
time to 20.5 h increased the conversion rate 87%, but there was a
slight decrease in the enantiopurity for this mutant of PaHNL5
with this longer reaction time. Reduction of hydrophobic inter-
actions with the wrong enantiomer was thought to be the reason
for the enhancement of the stereoselectivity. A preparative scale
for this reaction was performed with the mutant Val317Ala in a
100 mL reactor at 4 �C to get 88% yield and 96% ee.62

A directed evolution approach was employed to enhance the
PaHNL5 gene expressed in P. pastoris because the enzyme was
prepared in large amounts in this host rather than E. coli. First, an
error-prone PCR was performed on the already engineered
PaHNL5/Leu1Gln/Ala111Gly gene under elevated MgCl2 con-
centration. Then an overlap extension PCR-based strategy was
used to construct a glyceraldehyde 3-phosphate dehydrogenase
(GAP) promoter-driven expression cassette containing the gene.
The host was directly transformed with this linear cassette,
resulting in 2000�6000 transformants/μg of DNA, which sub-
sequently were tested in 96-well plates for cleavage of the racemic
mandelonitrile monitored photometrically at 280 nm. The
second small library of mutants resulted in 500 transformants
that were subsequently were screened. Finally, the better mutants
were compared for enantioselective synthesis of 2-chloromande-
lonitrile. Six mutants based on the PaHNL5-Leu1Gln,
Ala111Gly enhanced the ee from 94% to 99%, and the conver-
sion rate was improved from 70% to 95% at 10 �C over a 2 h
reaction. Triple mutant Leu1Gln, Ile108Met, Ala111Gly pro-
vided a doubled reaction time. The above-mentioned mutant
plus Asn3Ile and two silent mutations exhibited a conversion of
94% in only 2 h. Turnover frequency (TOF) was improved for
the selected mutants of the new mutations in comparison of the
already engineered PaHNL5-Ala111Gly for different sterically
hindered monosubstituted benzaldehydes. The best mutant
(Leu1Gln, Asn3Ile, Ile108Met, Ala111Gly, Pro85Pro, and
Ser432Ser) could synthesize (R)-2-chloromandelonitrile in a
recovery yield and ee of almost 93 and 99%, respectively. The
reaction was performed under a water-based biphasic system in
4 h reaction time (Table 6, entries 5�7).167

5.2. Engineering of S-Selected HNLs. (S)-MeHNL was
subjected to the mutagenesis experiments based on the rational
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Table 6. Brief Description of the Mutants or Engineered HNLs That Exhibited Improved Characteristics

entry mutant (s) enzyme

property and

engineering method reference(s)

1 Leu1Gln (R)-PaHNL5 enhanced productivity in P. pastoris 164

2 Leu1Gln, Ala111Gly, (Asn110Asp) (R)-PaHNL5 enhanced low-pH stability in synthesis of

(R)-2-chloromandelonitrile (rational design)

164

3 Val360Ile (R)-PaHNL5 enhanced enantioselectivity in synthesis of cyanohydrin

precursor of ACE inhibitors (rational design)

165

4 Val317Ala (R)-PaHNL5 A 2.5-fold elevation in conversion and 4-fold in ee percent

in synthesis of hydroxypivalaldehyde cyanohydrin

(semirational design)

163

5 Leu1Gln, Ala111Gly, Asn3Ile (R)-PaHNL5 15% increase in specific activity (directed evolution) 167

6 Leu1Gln, Ala111Gly, Pro85Pro,

Ser432Ser

(R)-PaHNL5 30% increase in specific activity by these two silent

mutations (directed evolution)

167

7 triple mutant Leu1Gln, Ile108Met,

Ala111Gly or another mutant

Leu1Gln, Asn3Ile, Ile108Met,

Ala111Gly, Pro85Pro, Ser432Ser

(R)-PaHNL5-

Leu1Gln,

Ala111Gly

improved ee, yield, and turnover frequency (kcat) for synthesis of

(R)-2-chloromandelonirtile for the already engineered

enzyme (directed evolution)

167

8 Trp128Tyr, Trp128Leu, Trp128Ala,

Trp128Cys

(S)-MeHNL The same or decreased specific activity to natural substrate, but

dramatic increase toward the unnatural substrate 4-hydroxy-

mandelonitrile + enhanced ee and especially the conversion rate

for the sterically demanding aromatic substrates, such as

3-phenoxy-benzaldehyde and unsaturated cinnamaldehyde and

2-hexenal (in addition to Trp128Cys); Trp128Ala increased ee

(90f 97%) and yield (67f 82%) for 3-phenolpropanol in DIPE;

Trp128Leu showed a dramatic increase in ee percent and yield

toward two ethyl ketones (rational design)

168, 169

9 Gly113Ser (S)-MeHNL 2�3 fold increased productivity in E. coli; increased specific

activity; increased pH (slight) and temperature stability,

probably because of higher β-sheet content following this

single substitution (structure-based mutagenesis)

170

10 Trp128 mutants (S)-MeHNL The small, substituted residues such as Ala could invert the stereo-

selectivity of the enzyme so that they could synthesize the

R enantiomers from the racemic mixture substrates, such as

2-phenylpropionaldehyde and 2-phenylbutylaldehyde

171

11 Trp128Ala (S)-MeHNL the mutant catalyzed the synthesis of 3-phenoxybenzaldehyde

cyanohydrin at an unusually high pH value in a two-phase system

faster than the wild type and with a smaller amount of enzyme

172

12 Lys176Pro, Lys199Pro,

Lys224Pro

(S)-MeHNL increased in vivo solubility of the enzyme in E. coli, increased

specific activity in the cell-free extract (higher productivity), minor

secondary structural changes, and kinetic parameters in purified

form (structure-guided mutagenesis)

158, 159

13 His103Leu, His103Val, His103Ile,

His103Met, His103Cys

(S)-MeHNL increased in vivo solubility of the enzyme in E. coli, increased

specific activity in cell-free extract (higher productivity), minor

secondary structural changes, and kinetic parameters in purified

form (directed evolution)

158, 159

14 Trp128Ala + His103Leu,

Gln215His

(S)-HbHNL high conversion and selectivity toward 4-substituted cyclohex-3-

ene carbaldehydes using small amounts of the enzyme in

comparison with HbHNL-Trp128Ala (rational design and

directed evolution)

176

15 Gly12Thr, Met239Lys SABP2 (salisylic

acid binding

protein 2 from

N. tabacum)

changing two critical amino acids generated HNL activity, despite

no common mechanistic steps between esterases and

hydroxynitrile lyases (rational design)

177
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design by Effenberger et al., in 2002. They generated a single
mutant Trp128Ala and studied its crystal structures in the
presence and absence of the substrates. According to the crystal
structure of the wild-type MeHNL, substrates should pass a
narrow entrance channel to access the deeply buried active site of
the enzyme (Ser80, Asp207, and His236) (Table 6, entry 8).
Precise study revealed that the mutation did not change the
overall structure of the active-site tunnel or those of catalytic
residues; however, it changed a narrow and blocked substrate
channel to a wide-open cleft. The resulting structural modifica-
tion caused higher accessibility of the active site to the bulkier
substrates. The wall of this channel contains 11 hydrophobic
amino acids.168

Indeed, the channel was capped by a Trp128 residue and was
shown to have an important role as a substrate determinant.
Primarily, the Trp128 was replaced with four other amino acids
with diminished steric demand, including Ala, Cys, Leu, and Tyr.
These mutations resulted in mainly the same or decreased
specific activity toward the natural substrate of the enzyme,
that is, acetone cyanohydrin, while showing highly enhanced
specific activity in decomposition of the unnatural substrate
4-hydroxymandelonitrile, 85-, 180-, 445-, and 935-fold increases
for Trp128Tyr, Trp128Leu, Trp128Ala, and Trp128Cys,
respectively.
However, the main purpose of the study was to investigate the

role of this residue on acceptance of the bulky substrates, such as
a valuable precursor of pyrethroids, that is, 3-phenoxybenzalde-
hyde cyanohydrin (see Table 3). All of the mutants showed
excellent enantiomeric excess to the nine substituted benzalde-
hydes (aromatics), like the wild type did, although there were
higher conversion rates than the wild-type MeHNL. Especially,
the sterically demanding substrates 4-methylbenzaldehyde and
3-phenoxybenzaldehyde cyanohydrins were synthesized with
excellent ee percent and very high yield (up to 97�98%) by
the mutants adsorbed onto nitrocellulose in diisopropyl ether
(DIPE), exhibiting a priority compared with the wild-type
enzyme.
In contrast, the substrate specificity was not dependent on the

bulkiness of the channelmutants for aliphatic saturated aldehydes.
All mutants, with the exception of Trp128Cys, exhibited slight
enhancement of the already excellent ee percent for the un-
saturated cinnamaldehyde and a higher conversion rate than the
wild-type MeHNL. The same pattern was observed for another
unsaturated substrate, 2-hexenal, although the enhancement of
the conversion rates were even higher than the above-mentioned
substrates (4-methylbenzaldehyde and 3-phenoxybenzaldehyde)
for these mutants. Mutant Trp128Ala could increase the ee (90
to 97%) and yield (67 to 82%) for the 3-phenylpropanol in the
DIPE. Trp128Leu exhibited a dramatic increase in the ee and
conversion rates for two ethyl ketones in this study, but all
mutants showed the same rates for all other tested methyl or
ethyl ketones. There was no significant difference between the
results of synthesis of 3-phenoxybenzaldehyde cyanohydrin by
the wild-type MeHNL and mutant Trp128Ala in citrate buffer
and water/MTBE two-phase system.169

Gly113 is located on the cap domain of MeHNL and is
completely exposed to the molecular surface of the enzyme
(PDB 1DWP). A site-directed mutagenesis was performed, and
mutant Gly113Ser was generated, which exhibited 2�3-fold
higher productivity than the wild-type enzyme expressed in
E. coli (Table 6, entry 9). Significant differences occurred in
the content of the secondary structure of the enzyme following

the mutation, as proved by circular dichroism spectroscopy. This
single mutation resulted in a complete conformational change,
which increased its rigidity, ultimately to an improved function-
ality and higher specific activity compared with the wild-type
enzyme. Characterization of the mutant enzymes revealed that
they are almost the same for several parameters, such as
purification steps, oligomeric state based on the gel filtration,
and typical Michaelis�Menten kinetic. Temperature stability of
the mutant MeHNL-Gly113Ser was increased, which led the
authors to correlate it with the higher content of the β-sheets
following this single substitution. The mutant also exhibited a
slightly higher stability to low pH values, which makes the
enzyme more favorable for the synthesis of cyanohydrins under
these conditions.170

Effenberger and co-workers investigated the change of stereo-
selectivity of HCN addition to R-and β-substituted aldehydes
containing the stereocenters by the Trp128 mutants ofMeHNL.
The Trp128 mutants adsorbed onto nitrocellulose with decreas-
ing sizes of amino acids wild type > Trp128Tyr > Trp128Leu >
Trp128Cys > Trp128Ala were used to synthesize cyanohydrins
(Table 6, entry 10). The wild type exhibited high S selectivity
toward racemic 2-phenylpropionaldehyde, but the stereoselec-
tivity changed dramatically with the size of the substituted
residues. MeHNL and MeHNL-Trp128Tyr showed S selectivity
in synthesis of the racemic 2-phenylbutyraldehyde cyanohydrin,
although stereoselectivity changed for smaller substituted amino
acids. R selectivity dominates by reactions of Trp128Ala and
Trp128Val. The authors successfully rationalized the inversion of
the S stereoselectivity of the wild-typeMeHNL to R selectivity in
the MeHNL-Trp128Ala using crystal structure data and molec-
ular modeling.171 Therefore, as we have seen, not only regular
properties of the HNLs can be improved but also the selectivity
of the enzymes might be changed using the engineering techni-
ques and subsequent screening among the generated mutants.
Another interesting lesson from this research is a multipurpose
screening among the library of generated mutants, as Effenberger
and co-workers have done on the Trp128 substitutes so far.
Medium to high level of amino acid identity and structural
homology among the HNLs from each of four categories
mentioned at the beginning of this article gives a high chance
to reproduce and subsequently to enhance the improvements of
others.
High temperature and pH values support the occurrence of a

nonenzymatic reaction and consequently result in the formation
of racemic cyanohydrins. Therefore, to suppress these undesired
nonenzymatic reactions, the above-mentioned parameters
should be reduced, but enzymes exhibit a decreased activity
following the reduction of temperature and pH values, and it is
necessary to use large amounts of these biocatalysts for the
reactions, which in turn will cause higher costs. A method of
synthesis of cyanohydrins was developed for MeHNL and
MeHNL-Trp128Ala under unusually high pH values for 3-phe-
noxybenzaldehdye as the substrate (Table 6, entry 11).172 The
method is mainly applicable for the substrates that exhibit a slow
nonenzymatic reaction. The authors correctly pointed out that
there are enzyme assays based on cleavage of the cyanohydrins,
whereas the resulting data are being used for discussion of the
synthesis reaction. They emphasized the “synthesis” reaction of
cyanohydrins monitored by a spectrometric assay method. The
optimum pH value was found to be 8.0 for the synthesis of
3-phenoxybenzaldehyde cyanohydrin using this method with
a two-phase system of diisopropyl ether (DIPE) buffer. Both
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wild-type and mutant Trp128Ala reached a 97% conversion rate
and∼85% ee in 24 h. The mutantMeHNL-Trp128Ala catalyzes
the reaction significantly faster (6 h) with a smaller amount of the
enzyme needed, compared with the wild type.172

Asano and co-workers have introduced interesting results on
the in vivo solubility of the overexpressed MeHNL in E. coli by
structure-guided mutagenesis (Table 6, entry 12) and directed
evolution (Table 6, entry 13) in 2005.158 There are 15 out of 20
Lys residues conserved between the (S)-HbHNL and (S)-
MeHNL (Figure 9A). These residues are thought to have a role
in the structure�function of the enzyme. On the other hand,
there might be a relationship between the number of the Lys
residues and the aldehyde resistance as the substrate of the
enzyme.173,174 First, five (i) conserved, (ii) solvent-exposed Lys
residues (iii) located on the coils close to β-sheets (73, 96, 176,
199, and 224) were selected, and subsequent site-saturation
mutagenesis resulted in a higher solubility for the Pro-substituted
mutants at positions 176, 199, and 224 of the enzyme in this
versatile host. After a screening step (section 4.3.I and Figure 5),
more soluble mutants were selected on the basis of an activity
assay by HPLC and subsequent SDS�polyacrylamide gel elec-
trophoresis of the soluble and insoluble fractions. It was more
interesting when the mutations were combined to obtain higher
levels of solubility and activity. The double mutants (i) Ly-
s176Pro, Lys199Pro; (ii) Lys176Pro, Lys224Pro; and (iii) Ly-
s199Pro, Lys224Pro exhibited higher specific activity than the
soluble single mutants in cell-free extract, and ultimately, triple
mutant (iv) Lys176Pro, Lys199Pro, Lys224Pro showed the
highest level of activity, improved up to an 8-fold increase.
The expression profile in soluble and insoluble fractions were com-
pletely reversed in the mutant, which has been mentioned as a
rare phenomenon among the proteins overexpressed in E. coli at

37 �C so far. On the basis of these promising results, the authors
used a directed evolution strategy by random mutagenesis of the
hnl gene and screened the following library of mutants. Ulti-
mately, themutantHis103Leuwas foundwith a very high activity
and in vivo solubility at 37 �C. Subsequent site-saturation
mutagenesis on the deeply buried His103 residue, which was
located near the active site triad (Ser80, Asp207, His235),
resulted in other highly soluble mutants, mainly substituted for
hydrophobic amino acids with aliphatic side chains, such as Leu,
Val, Ile, and Cys. These mutants showed an enhanced specific
activity up to more than 18-fold in the cell-free extract, in
comparison with the wild-type enzyme in the “synthesis” of
cyanohydrin mandelonitrile (Figure 9B).158,159

The authors compared the specific activity of the all Lys-Pro
and 20 His103 mutants of both the plant codon and E. coli-
optimized codon, in which almost the same patterns were
observed for the counterpart mutants. Overall, improvement in
the specific activity level of the plant codon was higher than that
of the E. coli-optimized codon.159 Catalytic efficiency of the
mutants was found to be 0.8�1.6-fold toward benzaldehyde (in
synthesis) and 0.9�1.9-fold for the mandelonitrile (in decom-
position) for the selected purified enzymes, including His103-
Met, His103Leu, His103Tyr, Lys176Pro, and triple mutant
Lys176Pro, Lys199Pro, Lys224Pro as well as the wild-type
enzyme. The Km value was almost half that of the wild type for
the highly soluble His103 Leu and the inactive mutant His103-
Tyr, and the parameter was not affected so much for other tested
mutants toward benzaldehyde.
Decreased values of Km were observed for the mutants

His103Met and His103Leu. It is noteworthy that none of the
mutants showed an increase in specific activity in their purified
form toward benzaldehyde, although a slight increase was

Figure 9. (A) Sequence alignment between three (S)-HNLs. The active site residues, five surface Lys residues, and the deeply buried residue His103
have been shown in this figure. (B) Soluble fractions of theMeHNL-His103mutants for 20 L-amino acids. The location of the expressed enzyme is shown
with the arrow. The amount of soluble expression of the mutants was highly enhanced in comparison with the wild-typeMeHNL (His103). His103Gln,
Thr, Ser, and Ala also showed improved in vivo solubility following the substitution in this deeply buried residue.158,159
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observed in the specific activity of the triple Lys-Pro mutant
toward the mandelonitrile. Slight secondary structural changes
were observed for the mutants, based on the CD and FT-IR data.
Fluorescence studies showed a slight increase for the triple

Lys-Pro mutant without a red shift, but there were a higher
intensity and red shift for the three tested His103Tyr, Hi-
s103Leu, and His103Met, indicating some intramolecular rear-
rangements, leading to tertiary structural changes. The mutants
showed some level of differences in their temperature and pH
stability in comparison with the wild-type enzyme, (S)-MeHNL.
The authors suggested that the enhanced activity and solubility
are the results of mutations that led to fewer inclusion bodies
being formed, that is, increased solubility with larger numbers of
active MeHNL molecules produced.
The newly synthesized enzymes overcame intrinsic and ex-

trinsic factors preventing correct folding following both Lys to
Pro and His103 mutations. This higher activity results in the
higher specific activity in the cell-free extract.159 This is an
example how mutations can positively interfere with the process
of in vivo protein folding and generate very highly soluble
enzymes from an originally low functionally expressed
(eukaryotic) protein in E. coli. In addition, the wild-type and
mutant His103Leu were comparatively expressed in prokaryotic
and eukaryotic expression systems in which they exhibited two
distinct expression profiles. In prokaryotic hosts, including E. coli
and an E. coli-based cell-free translation system, the wild-type and
highly soluble mutant showed different levels of expression and
HNL activity level, but both of these genes were expressed in
almost the same level in eukaryotic systems, such as P. pastoris,
Leishmania tarentolae, and wheat germ cell-free translation
systems.175

HbHNL-Trp128Ala exhibited priority for synthesis of 2S
isomers of 4-methoxycyclohex-3-ene carbaldehyde cyanohydrin
and 4-trimethylsilyloxycyclohex-3-ene cyanohydrin in compar-
ison with the wild type and Trp128Phe. Griengl et al. attempted
to increase the activity of the enzyme toward the 4-methoxycy-
clohex-3-ene carbaldehyde employing an error-prone PCR of
hnl-Trp128Ala (Table 6, entry 14). Five out of 30 preselected
colonies exhibited improved activity, and 2 of them contained
silent mutations. Two mutants showed higher conversion and
selectivity containing multimutation sites. In an interesting
coincidence with research of the Asano group (mentioned
above), the authors found His103Leu (and Gln215His) as
responsible residues for high conversion and selectivity of the
corresponding mutants toward the target substrate. Mutants
generated with these selected mutations could synthesize cya-
nohydrins from 4-substituted cyclohex-3-ene carbaldehydes in
high yield and high selectivity with small amounts of the enzyme
HbHNL in comparison with the wild-type enzyme.176

As an example of active site engineering, Kazlauskas and co-
workers177 switched an esterase to a hydroxynitrile lyase
(Table 6, entry 15). Despite major mechanistic changes between
the esterases and hydroxynitrile lyases (of EC 4.1.2.11 and
4.1.2.46), their active triad shares serine, aspartic acid, and
histidine and an oxyanion hole, on the basis of the crystal
structures. Because the residues have different roles in these
two groups of enzymes, esterases catalyze the hydrolysis reaction,
but hydroxynitrile lyases do C�C bond formation. It seems that
the amino acid sequences of the structurally related HbHNL,
MeHNL, SABP2 (salisylic acid binding protein 2 from
N. tabacum), and PFE (Aryl esterase from P. fluorescens) showed
more changes than the structures during the evolution. A

structure-based alignment of amino acids revealed only 19
conserved residues, including the catalytic triad, but it was
expectable that these two esterases do not have the catalytically
important Thr and Lys residues of HNLs.
Modeling studies and calculations of interaction energies using

substrate mandelonitrile suggested a higher possibility for HNL
activity by double or triple mutations of the SABP2 rather than
the PFE. The authors also calculated the free energy of unfolding
of various mutants using the FoldX force field, which showed
lower stability and, consequently, lower correct folding for the
mutants with a higher number of mutation points. The mutants
of SABP2 and PFE exhibited decreased esterase activity (to
0�6.5% of the original activity). The mutant SABP2-Gly12Thr,
Met239Lys showed the HNL activity of 20mU/mg and a ratio of
22 for HNL/esterase activity. As wild-type MeHNL showed
about 2300 mU/mg activity and a ratio of 7500, therefore, the
engineered enzyme showed only 340-fold less activity in the
cleavage reaction of mandelonitrile as the substrate. The authors
proved that it is possible to create HNL activity from the other
members of the superfamily, and this is remarkable from a
scientific point of view, especially considering the role of
computer modeling and rational design used in this work as
gateways for future studies. It was demonstrated that only two
substitutions can dramatically change the reaction mechanism
of the enzymes. The authors found their results in accordance
with gene duplication as a mechanism of evolution, since a few
point mutations can enable a dramatically different reaction
mechanism.177 Table 6 represents examples of the engineered
HNLs described in this review.

6. CONCLUSING REMARKS

What we want to emphasize is highlighting the importance of
screening and discovery of the valuable enzymes hydroxynitrile
lyases in Nature’s tool box and transfer them to the chemist’s tool
box! Then the engineering methods can be employed to modify
these new as well as already existing biocatalysts to access more
potent and “better” enzymes for various synthetic purposes.
These attempts may target many substrates and catalyze the
new reactions or even a single valuable reaction because despite
industrial applications for a very limited number of the HNLs,
there are still necessities to improve the enzymes and to optimize
their properties to the specific demands in industry. Themethods
of screening can be improved both for discovery of the new
HNLs and creation of better properties for the currently in use
biocatalysts by protein engineering strategies. All attempts
should be set up to establish less expensive and more efficient
processes with high selectivity and recovery, and ultimately
methods that are safe to the planet.

In this review, we gave many examples of chemicals derived
from cyanohydrins, which have important applications as phar-
maceuticals, agrochemicals, and biologically active materials.
Then the biology and biochemistry of these enzymes were
reviewed, and the R- and S-selective HNLs were compared in
detail through two precise Tables 4 and 5. The screening of the
enzyme covered traditional activity detection-based; genome-
based; and finally, high-throughput screening for protein engi-
neering purposes. We have also described some information
derived from the newly discovered HNLs in this article. The last
part contains examples of protein engineering on both (R)- and
(S)-HNLs accompanying an easy-to-use table summarizing the
main data in each case.



1147 dx.doi.org/10.1021/cs200325q |ACS Catal. 2011, 1, 1121–1149

ACS Catalysis REVIEW

’AUTHOR INFORMATION

Corresponding Author
*Fax: +81-766-56-2498. E-mail: asano@pu-toyama.ac.jp.

’ACKNOWLEDGMENT

The financial support to M. Dadashipour by the Ministry of
Education, Culture, Sports, Science, and Technology of Japan
(MEXT) is deeply appreciated. This work was supported in part
by Grants-in-Aid for Scientific Research A (23248015) and B
(20380053) from the Japan Society for the Promotion of Science
to Yasuhisa Asano. This work also was supported in part by a
grant from the Institute for Fermentation, Osaka, Japan. The
authors appreciate colleagues who attended in the investigations
of HNLs in this laboratory, especially Professor Yasuo Kato,
Professor Hidenobu Komeda, Dr. Yasuhisa Fukuta, Dr. Samik
Nanda, Dr. Techawaree Ueatrongchit, andMrs. Mizue Yamazaki.
We also sincerely thank Dr. Praveen Kaul and Dr. Ken-ichi
Fuhshuku, for very useful discussions and Dr. Reza Jalali-Rad for
critical reading of the manuscript. We appreciate Dr. Jan Simons
for extracting some data from papers in German.

’REFERENCES

(1) Patel, R. N. In Biocatalysis in the pharmaceutical and biotechnology
industries, 1st ed.; Patel, R.N., Ed.; CRCPress:NewYork, 2007; preface pages.
(2) Patel, R. N. Coord. Chem. Rev. 2008, 252, 659–701.
(3) Gotor, V. Org. Process Res. Dev. 2002, 6, 420–426.
(4) Effenberger, F.; F€orster, S.; Kobler, C. In Biocatalysis in the

pharmaceutical and biotechnology industries, 1st ed.; Patel, R. N., Ed.;
CRC Press: New York, 2007; pp 677�698.
(5) Effenberger, F. Angew. Chem., Int. Ed. 1994, 33, 1555–1564.
(6) Gregory, R. J. H. Chem. Rev. 1999, 99, 3649–3682.
(7) Hickel, A.; Hasslacher, M.; Griengl, H. Physiol. Plant. 1996,

98, 891–898.
(8) Fechter, M.; Griengl, H. In Enzyme catalysis in organic synthesis,

2nd ed.; Drauz, K., Waldmann, H., Eds.; Wiley-VCH Verlag GmbH:
Weinheim, 2002; Vol. II, pp 974�989.
(9) Purkarthofer, T.; Skranc, W.; Schuster, C.; Griengl, H. Appl.

Microbiol. Biotechnol. 2007, 76, 309–320.
(10) Holt, J.; Hanefeld, U. Curr. Org. Synth. 2009, 6, 15–37.
(11) North, M. Tetrahedron: Asymmetry 2003, 14, 147–176.
(12) H€osel, W. In Cyanide in Biology, 1st ed.; Vennesland, B., Conn,

E. E., Knowles, C. J., Westley, J., Wissing, F., Eds.; Academic Press:
London, 1981; pp 217�232.
(13) http://www.chem.qmul.ac.uk/iubmb/enzyme/EC4/cont4a.

html.
(14) Scheer, M.; Grote, A.; Chang, A.; Schomburg, I.; Munaretto, C.;

Rother, M.; S€ohngen, C.; Stelzer, M.; Thiele, J.; Schomburg, D. Nucleic
Acids Res. 2011, Vol. 39 (Database issue): D670�676.
(15) Asano, Y. In Future directions in biocatalysis, 1st ed.; Matsuda, T.,

Ed.; Elsevier: Amsterdam, 2007; pp 129�139.
(16) Asano, Y. InManual of industrial microbiology and biotechnology,

3rd ed.; Baltz, R. H., Davies, J. E., Demain, A. L., Eds.; ASM Press:
Washington, DC, 2009; pp 441�452.
(17) Sibbesen, O.; Koch, B.; Halkier, B. A.; Møller, B. L. Proc. Natl.

Acad. Sci. U.S.A. 1994, 91, 9740–9744.
(18) Kahn, R. A.; Bak, S.; Svendsen, I.; Halkier, B. A.; Møller, B. L.

Plant Physiol. 1997, 115, 1661–1670.
(19) Conn, E. E. InCyanide in Biology, 1st ed.; Vennesland, B., Conn,

E. E., Knowles, C. J., Westley, J., Wissing, F., Eds.; Academic Press:
London, 1981; pp 183�196.
(20) Lechtenberg, M.; Nahrstedt, A. In Naturally Occurring Glyco-

sides, 1st ed.; Ikan, R., Ed.; John Wiley & Sons: West Sussex, 1999; pp
147�191.

(21) Yamane, H.; Konno, K.; Sabelis, M.; Takabayashi, J.; Sassa, T.;
Oikawa, H. In Comprehensive natural products II, Chemistry and biology,
Chemical Biology, 1st ed.; Mori, K., Ed.; Elsevier: Kidlington, 2010; Vol.
4, pp 339�385.

(22) Hughes, J.; Carvalho, F. J. P.; De., C.; Hughes, M. A. Arch.
Biochem. Biophys. 1994, 311, 496–502.

(23) Castric, P. A. In Cyanide in Biology, 1st ed.; Vennesland, B.,
Conn, E. E., Knowles, C. J., Westley, J., Wissing, F., Eds.; Academic
Press: London, 1981; pp 233�261.

(24) Fry, W. E.; Myers, D. F. InCyanide in Biology, 1st ed.; Vennesland,
B., Conn, E. E., Knowles, C. J.,Westley, J.,Wissing, F., Eds.; Academic Press:
London, 1981; pp 321�334.

(25) Vennesland, B; Pistorius, E. K.; Gewitz, H. S. In Cyanide in
Biology, 1st ed.; Vennesland, B., Conn, E. E., Knowles, C. J., Westley, J.,
Wissing, F., Eds.; Academic Press: London, 1981; pp 349�361.

(26) Caruso, C. S.; de Fatima Travensolo, R.; de Campus Bicudo, R.;
deMacedo Lemos, E. G.; de Ara�ujo, A. P. U.; Carrilho, E.Microb. Pathog.
2009, 47, 118–127.

(27) Dreveny, I.; Andryushkova, A. S.; Glieder, A.; Gruber, K.;
Kratky, C. Biochemistry 2009, 48, 3370–3377.

(28) http://www.rcsb.org/pdb/explore.do?structureId=3DQZ (a
direct link to the crystal structure of (R)-AtHNL in the Protein Data
Bank).

(29) Albrecht, J.; Jansen, I.; Kula, M. R. Biotechnol. Appl. Biochem.
1993, 17, 191–203.

(30) Becker, W.; Pfeil, E. Biochem. Z. 1966, 346, 301–321.
(31) Gaisberger, R. P.; Fechter, M.; Griengl, H. Tetrahedron: Asym-

metry 2004, 15, 2959–2963.
(32) Paravidino, M.; Sorgedrager, M. J.; Orru, R. V.A.; Hanefeld, U.

Chem.—Eur. J. 2010, 16, 7596–7604.
(33) Dadashipour, M.; Yamazaki, M.; Momonoi, K.; Tamura, K.;

Fuhshuku, K.; Kanase, Y.; Uchimura, E.; Kaiyun, G.; Asano, Y.
J. Biotechnol. 2011, 153, 100–110.

(34) Effenberger, F.; Eichhorn, J.; Roos, J. Tetrahedron: Asymmetry
1995, 6, 271–282.

(35) Matthews, B. R.; Gountzos, H.; Jackson, W. R.; Watson, K. G.
Tetrahedron Lett. 1989, 30, 5157–5158.

(36) Brown, R. F. C.; Jackson, W. R.; McCarthy, T. D. Tetrahedron:
Asymmetry 1993, 4, 205–206.

(37) Brown, R. F. C.; Donohue, A. C.; Jackson, W. R.; McCarthy,
T. D. Tetrahedron 1994, 50, 13739–13752.

(38) Tromp, R. A.; van der Hoeven, M.; Amore, A.; Brussee, J.;
Overhand, M.; van der Marel, G. A.; van der Gen, A. Tetrahedron:
Asymmetry 2003, 14, 1645–1652.

(39) Purkarthofer, T.; Pabst, T; van den Broek, C.; Griengl, H.;
Maurer, O.; Skranc, W. Org. Process Res. Dev. 2006, 10, 618–621.

(40) Effenberger, F.; J€ager, J. Chem.—Eur. J. 1997, 3, 1370–1374.
(41) Bousquet, A.; Musolino, A. 1999 Patent WO/1999/018110

A1; CAN 130: 296510,1999.
(42) Sheldon, R. A.; Zeegers, H. J. M.; Houbiers, J. P. M.; Hulshof,

L. A. Chim. Oggi. 1999, 22, 35–47.
(43) Kobler, C.; Effenberger, F. Tetrahedron 2006, 62, 4823–4828.
(44) Vugts, D. J.; Veum, L.; al-Mafraji, K.; Lemmens, R.; Schmitz,

R. B.; de Kanter, F. J. J.; Groen, M. B.; Hanefeld, U.; Orru, R. V. Eur. J.
Org. Chem. 2006, 7, 1672–1677.

(45) Yamamoto, K.; Oishi, K.; Fujimatsu, I.; Komatsu, K.-I. Appl.
Environ. Microbiol. 1999, 57, 3028–3032.

(46) Osprian, I.; Fechter, M. H.; Griengl, H. J. Mol. Catal. B: Enzym.
2003, 24�25, 89–98.

(47) Gr€oger, H. Adv. Synth. Catal. 2001, 343, 547–558.
(48) Veum, L.; Pereira, S. R. M.; van der Waal, J. C.; Hanefeld, U.

Eur. J. Org. Chem. 2006, 7, 1664–1671.
(49) Alcaide, B.; Almendros, P.; Cabrero, G.; Ruiz, M. P. J. Org.

Chem. 2007, 72, 7980–7991.
(50) Pasturel, J. Y.; Solladie, G.; Maignan, J.; Demande. Fr. Patent

FR 2833259; Chem. Abstr. 2003, 139, 36375.
(51) Poechlauer, P.; Hartmann, M.; Mayerhofer, H. Abstracts of

papers, 221st ACS National meeting, San Diego, CA, USA, 2001.



1148 dx.doi.org/10.1021/cs200325q |ACS Catal. 2011, 1, 1121–1149

ACS Catalysis REVIEW

(52) Kanerva, L. T. Acta Chem. Scand. 1996, 50, 234–242.
(53) Recuero, V.; Ferrero, M.; Gotor-Fern�andez, V.; Brieva, R.;

Gotor, V. Tetrahedron: Asymmetry 2007, 18, 994–1002.
(54) Johnson, D. V.; Felfer, U.; Griengl, H. Tetrahedron 2000,

56, 781–790.
(55) Lu, Y.; Miet, C.; Kunesch, N.; Poisson, J. E. Tetrahedron:

Asymmetry 1993, 4, 893–902.
(56) Xie, Z.; Feng, J.; Garcia, E.; Bernett, M.; Yazbeck, D.; Tao, J.

J. Mol. Catal. B: Enzym. 2006, 41, 75–80.
(57) Ritzen, B.; vanOers, M. C.M.; VanDelft, F. L.; Rutjes, F. P. J. T.

J. Org. Chem. 2009, 74, 7548–7551.
(58) Avi, M.; Gaisberger, R.; Feichtenhofer, S.; Griengl, H. Tetra-

hedron 2009, 65, 5418–5426.
(59) Griengl, H.; Schwab, H.; Fechter, M. TIBTECH 2000,

18, 252–256.
(60) Roos, J.; Stelzer, U.; Effenberger, F. Tetrahedron: Asymmetry

1998, 9, 1043–1049.
(61) Johnson, D. V.; Griengl, H. Tetrahedron 1997, 53, 617–624.
(62) Pscheidt, B.; Avi, M.; Gaisberger, R.; Hartner, F. S.; Skranc, W.;

Glieder, A. J. Mol. Catal. B: Enzym. 2008, 52�53, 183–188.
(63) Kobler, C.; Effenberger, F. Chem.—Eur. J. 2005, 11, 2783–

2787.
(64) Vink, M. K. S.; Schortinghuis, C. A.; Mackova-Zabelinskaja, A.;

Fechter, M.; P€ochlauer, P.; Castellijns, A. M. C. F.; van Maarseveen,
J. H.; Hiemstra, H.; Griengl, H.; Schoemaker, H. E.; Rutjes, F. P. J. T.
Adv. Synth. Catal. 2003, 345, 483–487.
(65) van den Nieuwendijk, A. M. C. H.; Ruben, M.; Engelsma, S. E.;

Risseeuw, M. D. P.; van den Berg, R. J. B. H. N.; Boot, R. G.; Aerts, J. M.;
Brussee, J.; van der Marel, G. A.; Overkleeft, H. S. Org. Lett. 2010,
12, 3957–3959.
(66) Trummler, K.; Wajant, H. J. Biol. Chem. 1997, 272, 4770–4774.
(67) http://blast.ncbi.nlm.nih.gov/Blast.cgi and http://supfam.cs.

bris.ac.uk/SUPERFAMILY/index.html
(68) Wajant, H.; F€orster, S.; B€ottinger, H.; Effenberger, F.; Pfizenmaier,

K. Plant Sci. 1995, 108, 1–11.
(69) Seely, M. K.; Criddle, R. S.; Conn, E. E. J. Biol. Chem. 1966,

241, 4456–4462.
(70) Gruber, K.; Kratky, C. J. Polym. Sci. Polym. Chem. 2004,

42, 479–486.
(71) Jorns, M. S. J. Biol. Chem. 1979, 254, 12145–12152.
(72) Wajant, H.; Mundry, K.-W. Plant Sci. 1993, 89, 127–133.
(73) Wajant, H.; Pfizenmaier, K. J. Biol. Chem. 1996,

271, 25830–25834.
(74) Zuegg, J.; Gruber, K.; Gugganic, M.; Wagner, U. G.; Kratky, C.

Protein Sci. 1999, 8, 1990–2000.
(75) Gruber, K.; Gartler, G.; Krammer, B.; Schwab, H.; Kratky, C. J.

Biol. Chem. 2004, 279, 20501–20510.
(76) Rosenthaler, L. Biochem. Z. 1908, 14, 238–253.
(77) Krieble, V. K. Biochera. Bull. 1913, 2, 227.
(78) Rosenthaler, L. Biochem. Z. 1913, 50, 486–496.
(79) Krieble, V. K. J. Am. Chem. Soc. 1912, 34, 716–735.
(80) Rosenthaler, L. Arch. Pharm. 1909, 246, 365–366.
(81) Rosenthaler, L. Arch. Pharm. 1909, 246, 710.
(82) Rosenthaler, L. Arch. Pharm. 1910, 248, 105.
(83) Rosenthaler, L. Biochem. Z. 1909, 19, 186–190.
(84) Rosenthaler, L. Biochem. Z. 1910, 26, 7–8.
(85) Albers, H.; Hamann, K. Biochem. Z. 1932, 255, 44–65.
(86) Becker, W.; Benthin, U.; Eschenhof, E.; Pfeil, E. Biochem. Z.

1963, 337, 156–166.
(87) Becker, W.; Freund, H.; Pfeil, E. Angew. Chem., Int. Ed. 1965,

4, 1079.
(88) Becker, W.; Pfeil, E. J. Am. Chem. Soc. 1966, 88, 4299–4300.
(89) Tschiersch, B. Abt. A: Physiol. Biochem. 1966, 157, 358–364.
(90) Hahlbrock, K.; Conn, E. E. J. Biol. Chem. 1970, 245, 917–922.
(91) Nahrstedt, A. Phytochemistry 1972, 11, 3121–3126.
(92) Butterfield, C. S.; Conn, E. E.; Seigler, D. S. Phytochemistry

1975, 14, 993–997.
(93) Nahrstedt, A. J. Chromatogr. 1979, 177, 157–161.

(94) Erb, N.; Zinsmeister, H. D.; Nahrstedt, A. Planta Med. 1981,
41, 84–89.

(95) Huebel, W.; Nahrstedt, A.; Wray, V. Arch. Pharm. 1981,
314, 609–617.

(96) Wray, V.; Davis, R. H.; Nahrstedt, A. J. Biosci. 1983,
38C, 583–588.

(97) Brimer, L.; Dalgaard, L. J. Chromatography 1984, 303, 77–88.
(98) Uda, Y.; Itoh, T.; Kanmuri, M.; Naoi, Y. Eisei Kagaku 1984,

30, 290–295.
(99) Spencer, K. C.; Seigler, D. S. Phytochemistry 1985, 24, 981–986.
(100) Spencer, K. C.; Seigler, D. S. Biochem. Syst. Ecol. 1985,

13, 303–304.
(101) Lieberei, R.; Selmar, D.; Biehl, B. Plant Syst. Evol. 1985,

150, 49–63.
(102) Thayer, S. S.; Conn, E. E. Plant Physiol. 1981, 67, 617–622.
(103) Baerwald, K. R.; Jaenicke, L. FEBS Lett. 1978, 90, 255–260.
(104) Aschhoff, H. J.; Pfeil, E.Hoppe-Seyler’s Z. Physiol. Chem. 1970,

351, 818–826.
(105) Seely, M. K.; Criddle, R. S.; Conn, E. E. J. Biol. Chem. 1966,

241, 4457–4462.
(106) Thayer, S. S.; Conn, E. E. Plant Physiol. 1981, 67, 617–622.
(107) Kojima, M.; Poulton, J. E.; Thayer, S. S.; Conn, E. E. Plant

Physiol. 1979, 63, 1022–1028.
(108) Jorns, M. S. Biochim. Biophys. Acta 1980, 613, 203–209.
(109) Effenberger, F.; Ziegler, T.; F€orster, S. Angew. Chem., Int. Ed.

1987, 26, 458–460.
(110) Lauble, H.; M€uller, K.; Schindelin, H.; F€orster, S.; Effenberger,

F. Proteins: Struct., Funct., Genet. 1994, 19, 343–347.
(111) Dreveny, I.; Gruber, K.; Glieder, A.; Thompson, A.; Kratky, C.

2001, 9, 803�815.
(112) Dreveny, I.; Kratky, C.; Gruber, K. Protein Sci. 2002,

11, 292–300.
(113) Fukuta, Y.; Nanda, S.; Kato, Y.; Yurimoto, H.; Sakai, Y.;

Komeda, H.; Asano, Y. Biosci. Biotechnol. Biochem. 2011, 75, 214–220.
(114) Woker, R.; Vernau, J.; Kula, M.-R. Methods Enzymol. 1994;

228, 584�590.
(115) Hochuli, E. Helv. Chim. Acta 1983, 66, 489–493.
(116) Yemm, R. S.; Poulton, J. E. Arch. Biochem. Biophys. 1986,

247, 440–445.
(117) Hu, Z.; Poulton, J. E. Plant Physiol. 1997, 115, 1359–1369.
(118) Hu, Z.; Poulton, J. E. Plant Physiol. 1999, 119, 1535–1546.
(119) Xu, L.-L.; Singh, B. K.; Conn, E. E. Arch. Biochem. Biophys.

1988, 263, 256–263.
(120) Trummler, K.; Roos, J.; Schwaneberg, U.; Effenberger, F.;

F€orster, S.; Pfizenmaier, K.; Wajant, H. Plant Sci. 1998, 139, 19–27.
(121) Breithaupt, H.; Pohl, M.; B€onigk, W.; Heim, P.; Schimz, K.-L.;

Kula, M.-R. J. Mol. Catal. B: Enzym. 1999, 6, 315–332.
(122) Wajant, H.; F€orster, S.; Selmar, D.; Effenberger, F.; Pfizenmaier,

K. Plant Physiol. 1995, 109, 1231–1238.
(123) Asano, Y.; Tamura, K.; Doi, N.; Ueatrongchit, T.; H-Kittikun,

A.; Ohmiya, T. Biosci. Biotechnol. Biochem. 2005, 69, 2349–2357.
(124) Ueatrongchit, T.; Kayo, A.; Komeda, H.; Asano, Y.; H-Kittikun,

A. Biosci. Biotechnol. Biochem. 2008, 72, 1513–1522.
(125) Ueatrongchit, T.; Komeda, H.; Asano, Y.; H-Kittikun, A.

J. Mol. Catal. B: Enzym. 2009, 56, 208–214.
(126) Ueatrongchit, T.; Tamura, K.; Ohmiya, T.; H-Kittikun, A.;

Asano, Y. Enzyme Microb. Technol. 2010, 46, 456–465.
(127) Lin, G.; Han, S.; Li, Z. Tetrahedron 1999, 55, 3531–3540.
(128) Bove, C.; Conn, E. E. J. Biol. Chem. 1961, 236, 207–210.
(129) Jansen, I.; Woker, R.; Kula, M.-R. Biotechnol. Appl. Biochem.

1992, 15, 90–99.
(130) Wajant, H.; B€ottinger, H.; Mundry, K.-W. Biotechnol. Appl.

Biochem. 1993, 18, 75–82.
(131) Wajant, H.; Mundry, K.-W.; Pfizenmaier, K. Plant Mol. Biol.

1994, 26, 735–746.
(132) Guterl, J.-K.; Andexer, J. N.; Sehl, T.; Von Langermann, J.;

Frindi-Wosch, I.; Rosenkranz, T.; Fitter, J.; Gruber, K.; Kragl, U.; Eggert,
T.; Pohl, M. J. Biotechnol. 2009, 141, 166–173.



1149 dx.doi.org/10.1021/cs200325q |ACS Catal. 2011, 1, 1121–1149

ACS Catalysis REVIEW

(133) Selmar, D.; Lieberei, R.; Biehl, B.; Conn, E. E. Physiol. Plant.
1989, 75, 97–101.
(134) Hanefeld, U.; Stranzl, G.; Straathof, A. J.; Heijnen, J. J.;

Bergmann, A.; Mittelbach, R.; Glatter, O.; Kratky, C. Biochim. Biophys.
Acta 2001, 1544, 133–142.
(135) Hasslacher, M.; Schall, M.; Hayn, M.; Griengl, H.; Kohlwein,

S. D.; Schwab, H. J. Biol. Chem. 1996, 271, 5884–5891.
(136) Kuroki, G. W.; Conn, E. E. Proc. Natl. Acad. Sci. U.S.A. 1989,

86, 6978–6981.
(137) Xu, L.-L.; Singh, B. K.; Conn, E. E. Arch. Biochem. Biophys.

1986, 250, 322–328.
(138) Gerstner, E.; Pfeil, E. Hoppe-Seyler’s Z. Physiol. Chem. 1972,

353, 271–286.
(139) Solís, A.; Luna, H.; P�erez, H. I.; Manjarrez, N.; S�anchez, R.;

Albores-Velasco, M.; Castillo, R. Biotechnol. Lett. 1998, 20, 1183–1185.
(140) Hernandez, L.; Luna, H.; Ruiz-Teran, F.; Vazquez, A. J. Mol.

Catal. B: Enzym. 2004, 30, 105–108.
(141) Han, S.-Q.; Ouyang, P.-K.; Wei, P. Biotechnol. Lett. 2006,

28, 1909–1912.
(142) Bhunya, R.; Jana, N.; Das, T.; Nanda, S. Synlett 2009,

8, 1237–1240.
(143) T€uket, S. S.; Yildirim, D.; Alag€oz, D.; Alptekin, €O.; Y€ucebilgic-,

G.; Bilgin, R. J. Mol. Catal. B: Enzym. 2010, 66, 161–165.
(144) Smitskamp-Wilms, E.; Brussee, J.; van der Gen, A.; van

Scharrenberg, G. J. M.; Sloothaak, J. B. Recl. Trav. Chim. Pays-Bas
1991, 110, 209–215.
(145) Wajant, H.; F€orster, S. Plant Sci. 1996, 115, 25–31.
(146) Bauer, M.; Geyer, R.; Boy, M.; Griengl, H.; Steiner, W. J. Mol.

Catal. B: Enzym. 1998, 5, 343–347.
(147) Chueskul, S.; Chulavatnatol, M. Arch. Biochem. Biophys. 1996,

334, 401–405.
(148) Rosenthaler, L. Arch. Pharm. 1913, 251, 56–84.
(149) Andexer, J.; Von Langermann, J.; Mell, A.; Bocola, M.; Kragl,

U.; Eggert, T.; Pohl, M. Angew. Chem., Int. Ed. 2007, 46, 8679–8681.
(150) Nanda, S.;Kato, Y.;Asano,Y.Tetrahedron2005,61, 10908–10916.
(151) Hickel, A.; Heinrich, G.; Schwab, H.; Griengl, H. Biotechnol.

Tech. 1997, 11, 55–58.
(152) Bhunya, R.; Mahapatra, T.; Nanda, S. Tetrahedron: Asymmetry

2009, 20, 1526–1530.
(153) Nanda, S.; Kato, Y.; Asano, Y. Tetrahedron: Asymmetry 2006,

17, 735–741.
(154) Fuhshuku, K.; Asano, Y. J. Biotechnol. 2011, 153, 153–159.
(155) Gruber-Khadjawi, M.; Purkarthofer, T.; Skranc, W.; Griengl,

H. Adv. Synth. Catal. 2007, 349, 1445–1450.
(156) Yuryev, R.; Briechle, S.; Gruber-Khadjawi, M.; Griengl, H.;

Liese, A. ChemCatChem 2010, 2, 981–986.
(157) Fukuta, Y.; Fuhshuku, K.; Dadashipour, M.; Asano, Y. un-

published work, 2009. Almost 20 aromatic aldehydes were tested in the
synthesis of cyanohydrins, but there was no HNL activity. The protein
also showed no activity toward mandelonitrile in cyanohydrin cleavage
reaction.
(158) Asano, Y.; Akiyama, T.; Yu, F.; Sato, F. PatentWO/ 4562006/

041226.
(159) Asano, Y.; Dadashipour, M.; Yamazaki, M.; Doi, N.; Komeda,

H. Protein Eng. Des. Sel. 2011, 24, 607–616.
(160) Selmar, D.; Carvalho, F. J. P.; Conn, E. E. Anal. Biochem. 1987,

166, 208–211.
(161) Andexer, J.; Guterl, J.-K.; Pohl, M.; Eggert, T. Chem. Commun.

2006, 40, 4201–4203.
(162) Krammer, B.; Rumbold, K.; Tschemmernegg, M.; P€ochlauer,

P.; Schwab, H. J. Biotechnol. 2007, 129, 151–161.
(163) Pscheidt, B.; Liu, Z.; Gaisberger, R.; Avi, M.; Skranc, W.;

Gruber, K.; Glieder, A. Adv. Synth. Catal. 2008, 350, 1943–1948.
(164) Glieder, A.; Weis, R.; Skranc, W.; Poechlauer, P.; Dreveny, I.;

Majer, S.; Wubbolts, M.; Schwab, H.; Gruber, K. Angew. Chem., Int. Ed.
2003, 42, 4815–4818.
(165) Weis, R.; Gaisberger, R.; Skranc, W.; Gruber, K.; Glieder, A.

Angew. Chem., Int. Ed. 2005, 44, 4700–4704.

(166) Gaisberger, R.;Weis, R.; Luiten, R.; Skranc,W.;Wubbolts, M.;
Griengl, H.; Glieder, A. J. Biotechnol. 2007, 129, 30–38.

(167) Liu, Z.; Pscheidt, B.; Avi, M.; Gaisberger, R.; Hartner, F. S.;
Schuster, C.; Skranc, W.; Gruber, K.; Glieder, A. ChemBioChem 2008,
9, 58–61.

(168) Lauble, H.; Miehlich, B.; F€orster, S.; Kobler, C.; Wajant, H.;
Effenberger, F. Protein Sci. 2002, 11, 65–71.

(169) B€uhler, H.; Effenberger, F.; F€orster, S.; Roos, J.; Wajant, H.
ChemBioChem 2003, 4, 211–216.

(170) Yan, G.; Cheng, S.; Zhao, G.; Wu, S.; Liu, Y.; Sun, W.
Biotechnol. Lett. 2003, 25, 1041–1047.

(171) B€uhler, H.; Miehlich, B.; Effenberger, F. ChemBioChem 2005,
6, 711–717.

(172) von Langermann, J.; Guterl, J. K.; Pohl, M.; Wajant, H.; Kragl,
U. Bioprocess Biosyst. Eng. 2008, 31, 155–161.

(173) Habeeb, A. J.; Hiramoto, R. Arch. Biochem. Biophys. 1968,
126, 16–26.

(174) Matsumura, I.; Wallingford, J. B.; Surana, N. K.; Vize, P. D.;
Ellington, A. D. Nat. Biotechnol. 1999, 17, 696–701.

(175) Dadashipour, M.; Fukuta, Y.; Asano, Y. Protein Expression
Purif. 2011, 77, 92–97.

(176) Avi, M.;Wiedner, R. M.; Griengl, H.; Schwab, H.Chem.—Eur.
J. 2008, 14, 11415–11442.

(177) Padhi, S. K.; Fujii, R.; Legatt, G. A.; Fossum, S. L.; Berchtold,
R.; Kazlauskas, R. J. Chem. Biol. 2009, 17, 683–871.


