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1
IN VITRO METHODS FOR PROCESSING
LIGNIN AND OTHER AROMATIC
COMPOUNDS

STATEMENT REGARDING FEDERALLY
SPONSORED RESEARCH

This invention was made with government support under
DE-FC02-07ER64494 and DE-SC0018409 awarded by the
US Department of Energy. The government has certain
rights in the invention.

FIELD OF THE INVENTION

The invention relates to the enzymatic depolymerization
of lignin and the enzymatic processing of other aromatic
compounds.

BACKGROUND

Lignin provides structural rigidity in terrestrial plants and
is largely comprised of guaiacyl and syringyl monoaromatic
phenylpropanoid units that are covalently linked together in
a purely chemical radical coupling polymerization process.
The most prevalent type of inter-unit linkage between units
is the p-ether linkage in so-called [-ether units making up
the lignin polymer.

Because lignin is rich in aromatics, lignin can potentially
serve as a source for a number of valuable aromatic poly-
mers, oligomers, and monomers. However, lignin is notori-
ously difficult to process or depolymerize into simpler
compounds.

A number of chemical methods for depolymerizing lignin
are known, but these methods tend to involve high tempera-
tures or pressures, expensive catalysts, and organic solvents.
Tools and methods of depolymerizing lignin that avoid at
least some of these drawbacks are needed.

SUMMARY OF THE INVENTION

The invention at least in part is directed to an enzymatic
system that catalyzes p-ether cleavage of actual lignin in
vitro with the recycling of cosubstrates NAD* and GSH. In
an exemplary version, the system uses the known LigD,
LigN, LigE, and LigF enzymes from Sphingobium sp. strain
SYK-6, plus a novel, non-stereospecific glutathione trans-
ferase from Novosphingobium aromaticivorans DSM 12444
(NaGSTy,,,). BaeA can be used in addition to or in place of
LigE. A glutathione reductase from Allochromatium vino-
sum DSM180 (AvGR) is used to recycle the cosubstrates.
The depolymerization of actual lignin with these enzymes is
illustrated in FIGS. 1 and 16. The enzymatic depolymeriza-
tion of lignin provided herein has several advantages over
chemical routes as it (1) does not require high temperatures
or pressures; (2) does not require expensive catalysts; (3)
could be performed in an aqueous environment, eliminating
the need for solvents (and subsequent separation/recycle);
and (4) results in a well-defined set of aromatic monomers
that have not undergone chemical transformations, and
hence are more amenable for downstream processing (i.e.,
upgrading).

More generally, the invention encompasses methods of
processing lignin. One method of the invention comprises
contacting lignin comprising $-O-4 ether (f-ether) linkages
in vitro with a dehydrogenase, a f§-etherase, and a gluta-
thione lyase. The dehydrogenase preferably comprises at
least one of LigD, LigO, LigN, and Ligl.. The p-etherase
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preferably comprises at least one of LigE, LigF, LigP, and
BaeA. The glutathione lyase preferably comprises at least
one of LigG and a non-stereospecific glutathione lyase
comprising an amino acid sequence at least about 80%,
85%, 90%, or 95% identical to any of: SEQ ID NO:18
(NaGSTy,,); residues 21-313 of SEQ ID NO:20 (recombi-
nant NaGST,,); SEQ ID NO:22 (SYK6GSTy,); residues
21-324 of SEQ ID NO:24 (recombinant SYK6GST,,,); SEQ
ID NO:26 (ecYghU); residues 21-313 of SEQ ID NO:28
(recombinant ecYghU); SEQ ID NO:30 (ecYfcG); SEQ ID
NO:32 (ssYghU); SEQ ID NO:34 (GST3); and SEQ ID
NO:36 (PcUre2pB1).

In some versions, the non-stereospecific glutathione lyase
comprises at least one, at least two, at least three, at least
four, at least five, at least six, at least seven, at least eight,
at least nine, at least ten, or all of: asparagine or a conser-
vative variant of asparagine at a position corresponding to
position 25 of SEQ ID NO:18 (NaGST,,,); threonine or a
conservative variant of threonine at a position corresponding
to position 51 of SEQ ID NO:18 (NaGST,,); asparagine or
a conservative variant of asparagine at a position corre-
sponding to position 53 of SEQ ID NO:18 (NaGST,,);
glutamine or a conservative variant of glutamine at a posi-
tion corresponding to position 86 of SEQ ID NO:18 (NaG-
ST,,); lysine, a conservative variant of lysine, arginine, or
a conservative variant of arginine at a position correspond-
ing to position 99 of SEQ ID NO:18 (NaGST,,); isoleucine
or a conservative variant of isoleucine at a position corre-
sponding to position 100 of SEQ ID NO:18 (NaGST,,);
glutamate or a conservative variant of glutamate at a posi-
tion corresponding to position 116 of SEQ ID NO:18
(NaGSTy,,); serine, threonine, a conservative variant of
serine, or a conservative variant of threonine at a position
corresponding to position 117 of SEQ ID NO:18 (NaG-
STy,); tyrosine or a conservative variant of tyrosine at a
position corresponding to position 166 of SEQ ID NO:18
(NaGST,,,); arginine or a conservative variant of arginine at
a position corresponding to position 177 of SEQ ID NO:18
(NaGSTy,,); and tyrosine or a conservative variant of tyro-
sine at a position corresponding to position 224 of SEQ ID
NO:18 (NaGST,,).

In some versions, the contacting occurs in the presence of
a glutathione (GSH) reductase that catalyzes reduction of
glutathione disulfide (GSSG). The GSH reductase in some
versions comprises an amino acid sequence at least 95%
identical to SEQ ID NO:38 (AvGR).

Another method of the invention is a method of chemical
conversion. The chemicals converted in the method prefer-
ably comprise aromatic chemicals. One method comprises
contacting a first compound in vitro with a non-stereospe-
cific glutathione lyase to yield a second compound. The
non-stereospecific glutathione lyase may comprise any of
those described above or elsewhere herein but preferably
comprises a non-stereospecific glutathione lyase having an
amino acid sequence at least about 80%, 85%, 90%, or 95%
identical to any of: SEQ ID NO:18 (NaGST,,); residues
21-313 of SEQ ID NO:20 (recombinant NaGST,,, ); SEQ ID
NO:22 (SYK6GST,,); residues 21-324 of SEQ ID NO:24
(recombinant SYK6GST,,,); SEQ ID NO:26 (ecYghU);
residues 21-313 of SEQ ID NO:28 (recombinant ecYghU);
SEQ ID NO:30 (ecYtcG); SEQ ID NO:32 (ssYghU); SEQ
1D NO:34 (GST3); and SEQ ID NO:36 (PcUre2pB1). The
first compound preferably has a structure of Formula I or a
salt thereof:
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SG,

wherein R', R?, and R> are each independently —H, —OH,
—O-alkyl, —O-lignin, or -lignin; R* is —H, —OH, —SH,
—COOH, —SO;H, or —O-lignin; and SG is glutathione
bound in an S or R configuration. The second compound has
a structure of Formula II or a salt thereof:

an

R! R3,

R2

wherein R!, R?, R?, and R* are as defined above.

The invention also encompasses compositions. The com-
positions may include any of the components employed in
the methods described herein. One composition of the
invention comprises lignin comprising 3-O-4 ether linkages,
a dehydrogenase, a [-etherase, and a glutathione lyase. The
dehydrogenase, a [-etherase, and a glutathione lyase pref-
erably include any of those described above or elsewhere
herein. In some versions, the composition further comprises
a glutathione (GSH) reductase that catalyzes reduction of
glutathione disulfide (GSSG). The GSH reductase in some
versions comprises a sequence at least about 95% identical
to SEQ ID NO:38 (AVGR).

The invention also encompasses recombinant enzymes.
The recombinant enzymes may include recombinant ver-
sions of any of the enzymes described above or elsewhere
herein. The recombinant enzymes preferably include a
recombinant non-stereospecific glutathione lyase. The non-
stereospecific glutathione lyase may comprise any of those
described above or elsewhere herein but preferably com-
prises a non-stereospecific glutathione lyase having an
amino acid sequence at least about 80%, 85%, 90%, or 95%
identical to any of: SEQ ID NO:18 (NaGST,,); residues
21-313 of SEQ ID NO:20 (recombinant NaGST,,,); SEQ ID
NO:22 (SYK6GST,,); residues 21-324 of SEQ ID NO:24
(recombinant SYK6GST,,,); SEQ ID NO:26 (ecYghU);
residues 21-313 of SEQ ID NO:28 (recombinant ecYghU);
SEQ ID NO:30 (ecYtcG); SEQ ID NO:32 (ssYghU); SEQ
ID NO:34 (GST3); and SEQ ID NO:36 (PcUre2pB1). The
recombinant non-stereospecific glutathione lyase preferably
comprises at least one non-native modification selected from
the group consisting of an amino acid addition, an amino
acid deletion, and an amino acid substitution.
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The invention also encompasses processed lignin or com-
pounds obtained through any of the methods described
herein.

The objects and advantages of the invention will appear
more fully from the following detailed description of the
preferred embodiment of the invention made in conjunction
with the accompanying drawings.

BRIEF DESCRIPTION OF THE DRAWINGS

The patent or application file contains at least one drawing
executed in color. Copies of this patent or patent application
publication with color drawing(s) will be provided by the
Office upon request and payment of the necessary fee.

FIG. 1 shows the sphingomonadales [-ctherase pathway,
used to break the $-aryl ether ((3-O-4) bond of compounds
such as guaiacylglycerol-f-guaiacyl ether (GGE). Names of
enzymes catalyzing each reaction are taken from Sphingo-
bium sp. SYK-6 (LigLNDOFEPG; Masai et al. 2003, Sato
et al. 2009; Tanamura et al. 2011), Novosphingobium sp.
MBESO4 (GST3) (Ohta et al. 2015), or Novosphingobium
aromaticivorans (NaGST,,,) (Example 1); the color of each
enzyme name matches the arrow color of the reaction it
catalyzes. Below each enzyme is listed which of the three
sphingomonads investigated in Example 1 (Novosphingo-
bium sp. PP1Y, Novosphingobium aromaticivorans, and
Sphingobium xenophagum) are predicted to contain that
enzyme. The a, P, and y carbons of GGE are labeled in the
topmost molecule, and the stereochemical designations of
all chiral molecules are shown. As shown, metabolism of
GGE begins with the stereoselective, NAD*-dependent oxi-
dation (by LigD, LigO, Ligl., LigN) of the p-aryl alcohol
into the a-ketone, p-(2-methoxyphenoxy)-y-hydroxypropio-
vanillone (MPHPV) (Sato et al. 2009). f(S)- and P(R)-
MPHPV are then cleaved by stereospecific glutathione
(GSH)-dependent f-etherases (e.g., LigF, LigE/P) to yield
the B(R)- and P(S)-stereoisomers of the glutathione conju-
gate [-glutathionyl-y-hydroxypropiovanillone (GS-HPV)
and guaiacol (Masai et al. 2003, Gall and Kim et al. 2014).
GSH-dependent enzymes that remove the glutathione moi-
ety from GS-HPV to form hydroxypropiovanillone (HPV)
and glutathione disulfide (GSSG) have been identified in
vitro: LigG reacts specifically with f(R)-GS-HPV (Masai et
al. 2003), whereas GST3 and NaGST,, react with both the
P(R)- and B(S)-stereoisomers (Ohta et al. 2015).

FIGS. 2A and 2B show cell densities and extracellular
metabolite concentrations of N. aromaticivorans cultures
grown in SMB containing 3 mM GGE (FIG. 2A, panels
A-F), or 4 mM vanillate and 1.5 mM GGE (FIG. 2B, panels
G-L). Data are shown for strains 12444A1879 (panels A,B,
G,H), 12444A2595 (panels C,D,1,J), and 12444ecyghU
(panels E,F.K,1). The y-axes of panels H, J, and L use
different scales. For comparison, cell density data for cul-
tures grown in SMB containing 4 mM vanillate only are
included in panels G, I, and K.

FIG. 3 shows growth and extracellular metabolite levels
in a representative culture of Novosphingobium aromaticiv-
orans 12444A1879 in SMB containing 200 pM GGE. The
rate of GGE metabolism by N. aromaticivorans (~200 uM
within ~30 h) is comparable to that of Erythrobacter sp.
SG61-1L (~200 uM within ~60 h, though this strain appar-
ently cannot further metabolize guaiacol; Palamuru et al.
2015) and Novosphingobium sp. MBESO4 (~900 uM within
~40 h, though this strain apparently cannot assimilate carbon
from GGE into cell material; Ohta et al. 2015).

FIGS. 4A and 4B show cell densities and extracellular
metabolite concentrations from cultures of Novosphingo-



US 10,829,745 B2

5

bium sp. PP1Y (FIG. 4A, panels A,B,E.F) and Sphingobium
xenophagum (FI1G. 4B, panels C,D,G,H) grown in SMB
containing 3 mM GGE (FIGS. 4A and 4B, panels A,B,C,D);
or 4 mM vanillate (FIG. 4A, panels E.F) or glucose (FIG.
4B, panels G,H) with 1.5 mM GGE. The y-axis segments of
panels D,F.H of FIGS. 4A and 4B are at different concen-
tration scales. For comparison, cell density data for cultures
grown in SMB containing 4 mM vanillate only are included
in panels.

FIG. 5 shows an amino acid sequence alignment of
various exemplary non-stercospecific glutathione lyases of
the invention. The aligned glutathione lyase sequences
include those of NaGST,,, (SEQ ID NO:18), SYK6GST,,,
(SEQ ID NO:22), ecYghU (SEQ ID NO:26), ecYfcG (SEQ
ID NO:30), ssYghU (SEQ ID NO:32), GST3 (SEQ ID
NO:34), and PcUre2pB1 (SEQ ID NO:36). The NaGST,,,,
ecYghU, ssYghU, ecYfcG, and PcUre2pB1 proteins have
been structurally characterized. Residues from structurally
solved proteins predicted to interact with GSH or GSSG
molecules indicated with “*” and correspond to the follow-
ing residues in SEQ ID NO:18 (NaGST,,,): Asn25, Thr51,
Asn53, GIn86, Lys99, 11e100, Glull6, Serl17, and Argl77.
Residues predicted to be involved in the reaction mechanism
are indicated with “#” and correspond to the following
residues in SEQ ID NO:18 (NaGST,,,): Tyr166, Tyr224, and
Phe288. Alignment was made using MAFFT version 7
(mafft.cbrejp) (Katoh et al. 2002) in MegAlign Pro, which
is part of the Lasergene 14.0 suite (DNASTAR, Madison,
Wis.).

FIG. 6 shows kinetics of the conversion of the f(R)- (A)
and B(S)- (B) stereoisomers of GS-HPV into HPV. Reac-
tions used 8 nM NaGST,,, 195 nM ecYghU, 195 nM
ecYfcG, or 47 (A) or 18 (B) nM SYK6-GST,,,. The lines are
non-linear least squares best fits to the experimental data
using the Michaelis-Menten equation.

FIG. 7 shows time courses for the reaction of cell extracts
from N. aromaticivorans strains 12444A1879 (A) and
12444A2595 (B) with a racemic sample of f(R)- and B(S)-
MPHPYV. The red dotted line in panel B indicates the time at
which recombinant NaGST,,, and additional GSH were
added to the reaction.

FIG. 8 shows the structure of NaGST,,, (pdb Suuo). (A)
Domain structure of one subunit of the homodimer. The
GST1 N-terminal (thioredoxin) domain extends from Val39
to Gly129 (green), the GST2 C-terminal domain extends
from Ser135 to Leu257 (maroon), and an extension of the
C-terminal extends from Val258 to Phe288 (orange). (B)
Residue contacts to the GSH dithiol (60% occupancy) and
GS-SG (40%) in the NaGST,,,, Suuo structure. The carbon
atoms of GSH1 are colored light cyan; those of GSH2 are
dark cyan; those of GS-SG are light orange. NaGST,,,
residues with 3.2 A or shorter contacts to either GSH1 or
GSH2 are labeled, and colored according to domain origin
defined above. Selected distances between interacting atoms
are shown.

FIG. 9 shows a comparison of the active site in closely
related Nu-class GSTs. (A) Alignment of subunits of NaG-
STy, (pdb Suuo; open form, white; closed form, blue),
ecYghU (pdb 3ec8; orange), and ssYghU (pdb 4mzw;
green). (B) Spatially conserved positions (Phe82, Tyr224
and Lys262) in the open form subunit of NaGST,,, that
define a triangle over the entrance to the active site used to
approximate the size of the channel opening. (C) Positions
(Phe82, Tyr224 and Phe288) and triangle defined in the
closed form of NaGST,,,. (D) Positions (Gly83, Tyr225 and
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Gly263) and triangle defined in ecYghU. (E) Positions
(Met80, Tyr222 and Ala255) and triangle defined in ssY-
ghU.

FIG. 10 shows: (A) Molecular docking and energy-
minimized positions of (R)- and (S)-GS-HPV (orange and
purple lines, respectively) in the outwardly branching
entrance to the active site of NaGST),,, (the sulfur atom of
GSHI in the active site is visible as a yellow sphere); (B)
Predicted residue interactions with (R)-GS-HPV; and (C)
Predicted residue interactions with (S)-GS-HPV.

FIG. 11 shows a proposed mechanism for NaGST,,-
catalyzed cleavage of either (R)- (left column) or (S)- (right
column) thioether bonds in GS-HPV. (A) SG1 is close to the
thiol of GHS2. Conserved Thr51, which lies within 3.0 A of
SG1, provides a hydrogen bond that promotes attack of SG1
on SG2 and formation of G1S-SG2. (B) Rupture of the
thioether bond is facilitated by Y166, which stabilizes a
transient enolate intermediate. (C) Collapse of the enolate to
the observed products.

FIG. 12 shows modeling of substrates into the active sites
of NaGST,,, and ecYghU. Panels (A) and (B) show mod-
eling of p(R)- and B(S)-GS-HPV into NaGST,,,. Panels (C)
and (D) show modeling of f(R)- and B(S)-GS-HPV into
ecYghU. Panels (E) and (F) show modeling of f(R)- and
P(S)-GS-conjugated syringyl phenylpropanoids into NaG-
STy, Coloring for NaGST,,, is the same as in FIG. 8 (with
residues for ecYghU in parentheses): E4 (T5) to P38 (P39)
in gray; V39 (V40) to G129 (G130) in green; V130 (Y131)
to T134 (Q135) in gray; S135 (D136) to L257 (1257) in
maroon; V258 (V258) to F288 ((G288) in orange. Residues
predicted to be involved in catalysis of the glutathione lyase
reaction are Tyr66 and Tyr224 (Tyrl67 and Tyr225 in
ecYghU). Resides that contribute to differences in active site
channel interiors between NaGST,,,, and ecYghU are Phe82
and Phe288 in NaGST,,,, and Arg260 and Asn262 in ecY-
ghU. Carbon atoms of GSH1 are yellow, and those of the
GS-conjugated substrates (GS-HPV or the syringyl ana-
logue) are cyan.

FIG. 13 shows a phylogenetic analysis of Nu-class glu-
tathione-S-transferases. BLAST searches of the NCBI non-
redundant protein database were performed using NaGST,,,
and GST3 as queries. The top 5,000 hits from both of these
searches were collected; every fifth member from each of
these sets was transferred into a new combined set of 2,000
proteins. Sequences for SYK6GST,, and ecYfcG were
added to the combined set, to give a set of 2,002 proteins.
Proteins in this set were aligned using MAFFT in MegAlign
Pro, which is part of the Lasergene 14.0 suite (DNASTAR,
Madison, Wis.). A phylogenetic tree was calculated via the
maximum likelihood method in RAXMI v8.2.3 (Stamatakis,
2014), using 100 rapid bootstrap inferences. The tree was
visualized using Interactive Tree of Life v3 (http://itol.em-
bl.de). Enzymes experimentally reported here (NaGST,,,
SYK6GST,,,, ecYghU, ecYfcG) or elsewhere (GST3 (Ohta
et al., 2015)) to be able to convert GS-HPV into HPV are
identified.

FIG. 14 shows percent methanol in the running buffer
during HPLC analysis as used in the experiments in
Example 1. The remainder of the running buffer was Buffer
A (5 mM formic acid, 5% acetonitrile in H,O), and the flow
rate was 1 ml/minute.

FIG. 15 shows absorbance (280 nm) and retention times
of metabolites identified by HPL.C as described in Example
1.

FIG. 16 shows aromatic monomers and the f-etherase
pathway. Panel (A) shows the structures of predominant
monomeric phenylpropanoids found in lignin, guaiacyl (G,
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in blue), syringyl (S, in red), as well as tricin (T, in green)
units. Arrows indicate where inter-unit linkages are formed
during radical coupling reactions. Dashed lines indicate
positions that may form additional covalent bonds during
post-coupling reaction mechanisms. Panel (B) shows
[p-etherase pathway-mediated degradation of the diaromatic
p-ether-linked model compound GGE via NAD*-dependent
dehydrogenases LigD and LigN to form GGE-ketone (also
referred to herein as “p-(2-methoxyphenoxy)-y-hydroxypro-
piovanillone” or “MPHPV”) and NADH. GGE-ketone
undergoes GSH-dependent [-cther cleavage by f-etherase
enzymes LigE and LigF to yield guaiacol and GS-HPV as
monoaromatic derivative products. GS-HPV undergoes
GSH-dependent thioether cleavage by NaGST,,, or LigG,
producing GSSG and monoaromatic product HPV. As indi-
cated by the dashed arrows, AvGR recycles co-substrates
GSH and NAD™ via NADH-dependent reduction of GSSG.
For reactions involving an R- or S-configured epimer as the
substrate, the isomer towards which each enzyme exhibits
activity is shown in grey text. Panel (C) shows how f-ether-
ase pathway enzymes degrade GTE through intermediate
GTE-ketone to yield tricin and HPV.

FIGS. 17A and 17B show HPLC chromatographic traces
of substrates and products of f-etherase pathway assays
using NAD™ (2.0 mM), GSH (4.0 mM), and erythro-GGE
(6.0 mM). Elution time of compounds (absorbance at 280
nm) are highlighted by shading: NAD" and NADH (~3.0
min), GS-HPV (~4.5 min), HPV (~9.0 min), guaiacol (~14.0
min), erythro-GGE (~18.0 min), threo-GGE (~19.0 min),
and GGE-ketone (~21.5 min). Structures of GS-HPV, HPV,
guaiacol, GGE, and GGE-ketone are shown in FIG. 16 (B).
Panel (A) of FIG. 17A shows a control sample to which no
enzymes were added. After 4 h incubation with one of the
following combinations of enzymatic catalysts (50 pg/mL
each): the remaining panels in FIGS. 17A and 17B show
products in assays containing (FIG. 17A, panel B) LigDNEF
and NaGST,,; (FIG. 17A, panel C) LigDNEF, NaGST,,,
and AvGR; (FIG. 17B, panel D) LigDNEF and LigG; and
(FIG. 17B, panel E) LigDNEF, LigG, and AvGR.

FIG. 18 shows time-dependent changes in concentrations
of erythro-GGE ( ~- ), threo-GGE (-e- ), GGE-ketone (-o0-),
HPV (- ), and guaiacol (=~ ) in an assay that, at 0 min, was
supplemented with NAD" (2.0 mM), GSH (4.0 mM), and
erythro-GGE (6.0 mM), as well as (50 pg/mlL each) LigD,
LigN, LigE, LigF, NaGST,,,, and AvGR. Numbers in paren-
theses represent the measured concentration (mM) of each
compound after 4 h of incubation. Structures of HPV,
guaiacol, GGE, and GGE-ketone are shown in FIG. 16 (B).
erythro-GGE is a mixture of enantiomers (aR,S)-GGE and
(aS,pR)-GGE. threo-GGE is a mixture of enantiomers (aS,
BS)-GGE and (aR,pR)-GGE.

FIGS. 19A and 19B show HPLC chromatographic traces
of p-etherase pathway products in reactions containing the
indicated enzymes and NAD* (5.0 mM), GSH (5.0 mM),
and GTE (1.0 mM, a 6:1 mixture of erythro-GTE to threo-
GTE). Elution time of compounds (absorbance at 280 nm)
are highlighted: NAD* and NADH (~3.0 min), GS-HPV
(~5.5 min), HPV (~16.5 min), tricin (~51.5 min), threo-GTE
(~52.0 min), erythro-GTE (~56.0 min), and GTE-ketone
(~58.5 min). Panel (A) of FIG. 19A shows the control
sample to which no enzymes were added. After 4 h incu-
bation with one of the following combinations of enzymatic
catalysts (50 pg/ml each): the panels in FIG. 19B show
products in assays containing (panel B) LigD, LigN, LigE,
LigF, and NaGST,,; (panel C) LigD, LigN, LigE and LigF;
(panel D) LigD and LigN. Structures of GS-HPV, HPV,
tricin, GTE, and GTE-ketone are shown in FIG. 16 (C).
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FIG. 20 shows analytical GPC traces (A=200 nm) show-
ing the size distribution of (A) unfractionated HP lignin
(MW=8,665), (B) fractions of MCS lignin collected from
preparative GPC, and (C) the fractions that were pooled and
used as the substrate in enzyme assays: fraction 1 (MW=11,
550), fraction 2 (MW=10,780), and fraction 3 (MW=9,340).
For reference, the approximate MW of a 10-mer is indicated
with a dashed line.

FIG. 21 shows HPLC chromatographic traces of coupled
[3-etherase pathway reactions supplemented with NAD* (2.0
mM), GSH (4.0 mM), and HP lignin fractions (2.2 mg
mL™). Elution times of compounds (absorbance at 280 nm)
are highlighted: NAD" and NADH (~3.0 min), HPS (~10.0
min), unknown (grey, ~20.0 min), and syringaresinol (~21.5
min). Panel (A) shows the pooled GPC fractions 1 MW=11,
550), 2 (MW=10,780), and 3 (MW=9,340) without enzyme
addition. Panel (B) shows after 4 h incubation with LigD,
LigN, LigE, LigF, NaGST,,, and AvGR (50 pg/mL each) and
pooled HP lignin fractions 1-3 as the substrate.

FIG. 22 shows analytical GPC traces (A=200 nm) show-
ing the distribution of (A) unfractionated MCS lignin
(MW=5,980), (B) fractions of MCS lignin collected from
preparative GPC, and (C) the fractions used as substrates in
enzyme assays: fraction 1 (MW=10,710), fraction 5
(MW=5,370), fraction 8 (MW=1,390), {fraction 14
(MW=660), and fraction 17 (MW=460). For reference, the
approximate MW of a 10-mer is indicated with a dashed
line.

FIGS. 23A and 23B show HPLC chromatographic traces
of p-etherase pathway enzyme activities in reactions con-
taining NAD* (2.0 mM), GSH (4.0 mM), and MCS lignin or
the indicated MCS lignin fractions (2.2 mg mL™). Elution
times (absorbance at 280 nm) are highlighted by shading:
NAD"* (~3.0 min), HPV (~9.0 min), HPS (~10.0 min),
unknowns (grey, ~18.0-19.0 min), and tricin (~26.5 min),
and an unknown broad peak (orange, ~22.0-29.0 min). Panel
A in FIG. 23 A shows the control sample (unfractionated by
GPC) to which no enzymes were added. The remaining
panels in FIGS. 23A and 23B show products after 4 h
incubation with 50 pg/ml each of LigD, LigN, LigE, LigF,
NaGST,,, and AvGR, and one of the following MCS lignin
fractions: (FIG. 23A, panel B) fraction 1 (MW=10,710),
(FIG. 23A, panel C) fraction 5 (MW=5,3670), (FIG. 23B,
panel D) fraction 8 (MW=1,390), (FIG. 23B, panel E)
fraction 14 (MW=660), and (FIG. 23B, panel F) fraction 17
(MW=460). Structures of HPV, HPS, and tricin are shown in
FIG. 16.

FIG. 24 shows the extracellular concentration of metabo-
lites with growth of N. aromaticivorans strains 12444A1879
(effective wild-type; A), 12444AligE (B), 12444A2872 (C),
12444A1igEA2872 (D), and 12444AligEA2873 (E) in Stan-
dard Mineral Base (SMB) containing 3 mM vanillate and 1
mM erythro-GGE. Extracellular concentrations of vanillate
are not shown. The segments of panels A-E use different
x-axis scales for clarity of presentation.

FIG. 25 shows stereoisomer(s) of MPHPV remaining in
the media in samples from the final time point of the
experiment shown for FI1G. 24 for the 12444AligEA2872 and
12444A1igEA2873 cultures (F-H and I-K, respectively). The
final time point samples were combined with H,O, recom-
binant LigF, or recombinant LigE to determine which ste-
reoisomer(s) of MPHPV remained in the media. The two
stereoisomers each of erythro-GGE, threo-GGE, MPHPYV,
and GS-HPV are not distinguishable in our method of
analysis.

FIG. 26 shows reactions of racemic MPHPV with the
Saro_2872 and Saro_2873 polypeptides individually and
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combined. Racemic (B(R) and B(S)) MPHPV was initially
mixed with H,O (A), or the Saro_2872 or Saro_2873
polypeptides individually (B,C), or combined (D). The
samples containing both Saro_2872 and Saro_2873 was
then split and combined with either LigE (Saro_2405) or
LigF1 (Saro_2091). All reactions contain at least 5 mM
GSH. The f(R) and p(S) stereoisomers of both MPHPV and
GS-HPV are indistinguishable in our analysis.

FIG. 27 shows gel permeation chromatography of various
BaeA (Saro_2872 and Saro_2873 heterodimer) variants and
other standard proteins of known molecular weights.

FIG. 28 shows a phylogentic tree of LigE and LigF
homologues and the Saro_2872 and Saro_2873 polypep-
tides.

FIG. 29 shows a polypeptide sequence alignment of
Saro_2872 and Saro_2873 with known LigF enzymes.

DETAILED DESCRIPTION OF THE
INVENTION

One aspect of the invention includes methods of process-
ing lignin. The term “lignin” used herein refers to any
compound comprising covalently linked phenylpropanoid
units. Phenylpropanoids include compounds commonly
referred to as “phenylpropane units,” “lignin monomer
units,” or variants thereof, and are well-known compounds
in the art. Phenylpropanoids include a substituted or non-
substituted six-carbon aromatic phenyl group and a substi-
tuted or non-substituted three-carbon tail. The phenyl group
and tail may be substituted or unsubstituted. The tail may be
saturated or unsaturated. The substitutions on the phenyl
group may include hydroxy and alkoxy (e.g., methoxy)
groups, among others. The substitutions on the tail may
include hydroxy, alkoxy, carboxy, thiol, and sulfonate
groups, among others. Exemplary phenylpropanoid units
include the p-hydroxyphenyl (H), guaiacyl (G), and syringyl
(S) units derived from p-coumaryl alcohol, coniferyl alco-
hol, and sinapyl alcohol, respectively. The phenylpropanoid
units can be linked to other phenylpropanoid units, flavonoid
units such as tricin, or other types of chemical units. The
phenylpropanoid units are preferably linked through radical
coupling. Exemplary linkages include $-O-4, 5-5, -5, p-1,
4-0-5, and B-p linkages. See, e.g., Santos et al. 2013.

Two types of lignin include natural lignin and synthetic
lignin. “Natural lignin” refers to lignin in which the phe-
nylpropanoid units are covalently linked in nature (in vivo),
regardless of whether or not the lignin is subsequently
processed in vitro. Natural lignin encompasses lignin from
non-genetically engineered plants as well as genetically
engineered plants. The genetically engineered plants include
plants that have been genetically engineered for altered
lignin production, such as incorporation of ferulates moi-
eties (U.S. Pat. Nos. 8,569,465 and 9,388,285), flavan-3-ols
and/or gallic acid derivatives (U.S. Pat. No. 8,685,672), high
syringyl content (see the examples), or other modifications
(U.S. Pat. Nos. 9,487,794, 9,441,235; and 9,493,783). “Syn-
thetic lignin” refers to lignin in which the phenylpropanoid
units are covalently linked in vitro. Methods of covalently
linking phenylpropanoid units in vitro through radical cou-
pling reactions are well known in the art. See, e.g., Grabber
et al. 1996.

“Processing” or grammatical variants thereof refers
herein to modifying lignin in any manner to result in at least
one structural change. Processing can occur through chemi-
cal, physical, or enzymatic methods. Examples of process-
ing include depolymerization, oxidation, acid treatment,
base treatment, enzyme treatment, heating, mechanical
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shearing, etc. The processing may depolymerize the lignin
(at least to some degree), chemically modify the lignin,
physically break apart the lignin, remove or add functional
groups on the lignin, or result in other structural changes.

Certain methods of the invention are directed to enzy-
matically processing lignin comprising [-O-4 linkages
(B-ether linkage) to break at least a portion of the p-O-4
linkages and/or release compounds from the lignin. The
processing can advantageously be performed in vitro using
one or more enzymes. The term “in vitro” in this context
refers to processing with enzymes in which the enzymes are
not actively produced by any intact, living organisms, and is
contrasted with in vivo processing, in which the enzymes
involved with the processing are actively produced by one or
more intact, living organisms. Thus, in some versions, the
enzymes involved in the processing are not actively pro-
duced during the duration of the processing. In some ver-
sions, the processing occurs in the absence of intact, living
microorganisms. In some versions, the processing occurs in
the absence of any intact, living Sphingobium species,
Erythrobacter species, Novosphingobium species, Escheri-
chia species, Streptococcus species, and/or Phanerochaete
species.

In some versions, the enzymes involved in the processing
are purified enzymes. The term “isolated” or “purified”
means a material that is removed from its original environ-
ment, for example, the natural environment if it is naturally
occurring, or a fermentation broth if it is produced in a
recombinant host cell fermentation medium. A material is
said to be “purified” when it is present in a particular
composition in a higher or lower concentration than the
concentration that exists prior to the purification step(s). For
example, with respect to a composition normally found in a
naturally-occurring or wild type organism, such a compo-
sition is “purified” when the final composition does not
include some material from the original matrix. As another
example, where a composition is found in combination with
other components in a recombinant host cell fermentation
medium, that composition is purified when the fermentation
medium is treated in a way to remove some component of
the fermentation, for example, cell debris or other fermen-
tation products, through, for example, centrifugation or
distillation. As another example, a naturally-occurring poly-
nucleotide or polypeptide present in a living animal is not
isolated, but the same polynucleotide or polypeptide, sepa-
rated from some or all of the coexisting materials in the
natural system, is isolated, whether such process is through
genetic engineering or mechanical separation. In another
example, a polynucleotide or protein is said to be purified if
it gives rise to essentially one band in an electrophoretic gel
or a blot.

A first step in the enzymatic processing involves contact-
ing lignin comprising -O-4 (B-ether) linkages with a dehy-
drogenase. The dehydrogenase is preferably capable of
oxidizing a-hydroxyls on f-ether units to corresponding
a-ketones. The term “f-ether unit” is used herein to refer to
a phenylpropanoid moiety linked to a second phenylpro-
panoid moiety via a f-O-4 linkage. See, e.g., FIGS. 1 and 16.
Exemplary enzymes used for this step include any one or
more of LigD, LigO, LigN, and Ligl.. Exemplary LigD,
LigO, LigN, and Ligl. enzymes include those from Sphin-
gobium sp. SYK-6 having the sequences of SEQ ID NO:2,
SEQ ID NO:4, SEQ ID NO:6, and SEQ ID NO:8, respec-
tively, which are encoded by SEQ ID NO:1, SEQ ID NO:3,
SEQ ID NO:5, and SEQ ID NO:7, respectively. LigD, LigO,
LigN, and LiglL enzymes are found in organisms other than
Sphingobium sp. SYK-6 and can be used in place of or in



US 10,829,745 B2

11

addition to those from Sphingobium sp. SYK-6. Modified
forms of the native LigD, LigO, LigN, and Ligl. enzymes
can also suitably be used, provided the modified forms
maintain the activity of the native enzymes. Such modified
forms that maintain the activity of the native enzymes are
also referred to herein as LigD, LigO, LigN, and Ligl
enzymes. The modified forms comprise sequences at least
95% identical to the amino acid sequences of the corre-
sponding native enzymes.

The LigD and LigO enzymes from Sphingobium sp.
SYK-6 have a specificity for a-hydroxyls in the o(R)
stereochemical configuration. The LigN and Ligl., enzymes
from Sphingobium sp. SYK-6 have a specificity for a-hy-
droxyls in the a(S) stereochemical configuration. To ensure
efficient processing in a non-stereospecific manner, it is
preferred that the lignin is contacted with at least one a(R)
stereospecific enzyme and least one a(S) stercospecific
enzyme. Accordingly, preferred combinations include one or
more of LigD and LigO with one or more of LigN and LigL..

LigD, LigO, LigN, and Ligl, homologs from Erythro-
bacter sp. SG61-1L can react with all four possible stereoi-
somers of GGE (see Palamuru et al. 2015) and can be used
in place of or in combination with the enzymes from
Sphingobium sp. SYK-6.

A second step in the enzymatic processing involves
contacting preprocessed (preliminarily processed) lignin,
such as a product of the first step, with a f-etherase. The
[-etherase is preferably capable of catalyzing glutathione-
dependent f-ether cleavage to yield a -glutathione-linked
phenylpropanoid unit in place of the p-ether phenylpro-
panoid unit. See, e.g., FIGS. 1 and 16. The second step can
be performed simultaneously with or subsequent to the first
step. Exemplary enzymes used for this step include any one
or more of LigE, LigF, LigP, and BaeA.

Exemplary LigE, LigF, and LigP enzymes include those
from Sphingobium sp. SYK-6 having the sequences of SEQ
1D NO:10, SEQ ID NO:12, and SEQ ID NO:14, respec-
tively, which are encoded by SEQ ID NO:9, SEQ ID NO:11,
and SEQ ID NO:13, respectively. LigE, LigF, and LigP
enzymes are found in organisms other than Sphingobium sp.
SYK-6 and can suitably be used in place of or in addition to
those from Sphingobium sp. SYK-6. Modified forms of the
native LigE, LigF, and LigP enzymes can also suitably be
used, provided the modified forms maintain the activity of
the native enzymes. Such modified forms that maintain the
activity of the native enzymes are also referred to herein as
LigE, LigF, and LigP enzymes. The modified forms com-
prise sequences at least 95% identical to the amino acid
sequences of the corresponding native enzymes.

“BaeA” refers to a heterodimer of a first polypeptide
having an amino acid sequence of SEQ ID NO:40 or an
amino acid sequence at least 80%, 85%, 90%, 95%, 96%,
97%, 98%, 99%, or more identical thereto and a second
polypeptide having an amino acid sequence of SEQ ID
NO:42 or an amino acid sequence at least 80%, 85%, 90%,
95%, 96%, 97%, 98%, 99%, or more identical thereto. An
exemplary BaeA is a heterodimer of Saro_2872 from
Novosphingobium aromaticivorans (encoded by SEQ ID
NO:39 and represented by SEQ ID NO:40) and Saro_2873
from Novosphingobium aromaticivorans (encoded by SEQ
1D NO:41 and represented by SEQ ID NO:42). The second
polypeptide preferably comprises an asparagine or a con-
servative variant of asparagine at a position corresponding to
position 14 of SEQ ID NO:41 and/or a serine or a conser-
vative variant of serine at a position corresponding to
position 15 of SEQ ID NO:42.
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The LigE and LigP enzymes from Sphingobium sp.
SYK-6 and BaeA have a specificity for cleaving [-ether
linkages in the B(R) stereochemical configuration. The LigF
enzyme from Sphingobium sp. SYK-6 has a specificity for
cleaving fB-ether linkages in the (S) stereochemical con-
figuration. To ensure efficient processing in a non-stereo-
specific manner, it is preferred that the substrate is contacted
with at least one f(R) stereospecific enzyme and least one
P(S) stereospecific enzyme. Accordingly, preferred combi-
nations include one or more of LigE, LigP, and BacA with
LigF.

LigE/P and LigF homologues from other organisms are
also expected to be stereospecific. See for example Gall and
Ralph et al. 2014. SLG_ 08660 (SYK-6 LigE),
PP1Y_AT11664 (Novosphingobium sp. PP1Y), SLG_32600
(SYK-6 LigP), and Saro_2405 (Novosphingobium aromati-
civorans) were all shown to be specific for §(R)-compounds.
Likewise, SLG_08650 (SYK-6 LigF), Saro_2091 (No-
vosphingobium aromaticivorans), and Saro_2865 (No-
vosphingobium aromaticivorans) were all shown to be spe-
cific for p(S)-compounds.

A third step in the enzymatic processing involves con-
tacting preprocessed lignin, such as a product of the second
step, with a glutathione lyase. The glutathione lyase is
preferably capable of cleaving glutathione from f-gluta-
thione-linked phenylpropanoid units. The cleavage may use
glutathione as a cosubstrate and produce glutathione disul-
fide in the process. See, e.g., FIGS. 1 and 16. The third step
can be performed simultaneously with or subsequent to the
second step and/or the first and second steps. Exemplary
enzymes used for this step include any one or more of LigG
from Sphingobium sp. SYK-6 having the amino acid
sequence of SEQ ID NO:16 (encoded by SEQ ID NO:15),
a Nu-class glutathione S-transferase (GST) from Novosphin-
gobium aromaticivorans DSM 12444 having the amino acid
sequence of SEQ ID NO:18 (NaGST,,) (encoded by SEQ
ID NO:17), a recombinant NaGST,,, having the amino acid
sequence of residues 21-313 of SEQ ID NO:20 (encoded by
SEQ ID NO:19 prior to cleavage), a Nu-class GST from
Sphingobium sp. SYK-6 having the amino acid sequence of
SEQ ID NO:22 (SYK6GST,,) (encoded by SEQ ID
NO:21), a recombinant SYK6GST,,, having the amino acid
sequence of residues 21-324 of SEQ ID NO:24 (encoded by
SEQ ID NO:23 prior to cleavage), a Nu-class GST from
Escherichia coli DHS5o. having the amino acid sequence of
SEQ ID NO:26 (ecYghU) (encoded by SEQ ID NO:25), a
recombinant ecYghU having the amino acid sequence of
residues 21-313 of SEQ ID NO:28 (encoded by SEQ ID
NO:27 prior to cleavage), a Nu-class GST from Escherichia
coli DH5a. having the amino acid sequence of SEQ ID
NO:30 (ecYfcG) (encoded by SEQ ID NO:29), a Nu-class
GST from Streptococcus sanguinis SK36 having the amino
acid sequence of SEQ ID NO:32 (ssYghU) (encoded by
SEQ ID NO:31), a Nu-class GST from Novosphingobium
sp. MBESO4 having the amino acid sequence of SEQ ID
NO:34 (GST3) (encoded by SEQ ID NO:33), and a Nu-class
GST from Phanerochaete chrysosporium RP-78 having the
amino acid sequence of SEQ ID NO:36 (PcUre2pB1) (en-
coded by SEQ ID NO:35).

The LigG from Sphingobium sp. SYK-6 has a specificity
for P-glutathione-linked phenylpropanoid units with the
glutathione moieties linked in the B(R) stereochemical con-
figuration and is referred to herein as a “stereospecific
glutathione lyase.” By contrast, the Nu-class glutathione
S-transferase (GST) from Novosphingobium aromaticiv-
orans DSM 12444 having the amino acid sequence of SEQ
ID NO:18 (NaGST,,,) (encoded by SEQ ID NO:17), the
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recombinant NaGST,,, having the amino acid sequence of
residues 21-313 of SEQ ID NO:20 (encoded by SEQ ID
NO:19 prior to cleavage), the Nu-class GST from Sphingo-
bium sp. SYK-6 having the amino acid sequence of SEQ ID
NO:22 (SYK6GST,,,) (encoded by SEQ ID NO:21), the
recombinant SYK6GST),,,, having the amino acid sequence
of residues 21-324 of SEQ ID NO:24 (encoded by SEQ ID
NO:23 prior to cleavage), the Nu-class GST from Escheri-
chia coli DH5a having the amino acid sequence of SEQ ID
NO:26 (ecYghU) (encoded by SEQ ID NO:25), the recom-
binant ecYghU having the amino acid sequence of residues
21-313 of SEQ ID NO:28 (encoded by SEQ ID NO:27 prior
to cleavage), the Nu-class GST from Escherichia coli DHSa
having the amino acid sequence of SEQ ID NO:30 (ecY{cG)
(encoded by SEQ ID NO:29), the Nu-class GST from
Streptococcus sanguinis SK36 having the amino acid
sequence of SEQ ID NO:32 (ssYghU) (encoded by SEQ ID
NO:31), the Nu-class GST from Novosphingobium sp.
MBESO4 having the amino acid sequence of SEQ ID
NO:34 (GST3) (encoded by SEQ ID NO:33), and the
Nu-class GST from Phanerochaete chrysosporium having
the amino acid sequence of SEQ ID NO:36 (PcUre2pB1)
(encoded by SEQ ID NO:35) are capable or predicted to be
capable of cleaving f-glutathione-linked phenylpropanoid
units with the glutathione moieties linked in either the f(R)
or B(S) stereochemical configuration and are referred to
herein as “non-stereospecific glutathione lyases.” To ensure
efficient processing in a non-stereospecific manner, it is
preferred that the substrate is contacted with at least one
non-stereospecific glutathione lyase. Accordingly, preferred
combinations include one or more of any of the non-
stereospecific glutathione lyases described herein with or
without LigG.

Other non-stereospecific glutathione lyases that can be
used in place of or in addition to the non-stereospecific
glutathione lyases described above include enzymes at least
about 35%, at least about 40%, at least about 45%, at least
about 50%, at least about 60%, at least about 65%, at least
about 70%, at least about 75%, at least about 80%, at least
about 85%, at least about 90%, or at least about 95%
identical to any one of SEQ ID NO:18 (NaGST,;,), residues
21-313 of SEQ ID NO:20 (recombinant NaGST,;,), SEQ ID
NO:22 (SYK6GST,,), residues 21-324 of SEQ ID NO:24
(recombinant SYK6GST,,,), SEQ ID NO:26 (ecYghlU),
residues 21-313 of SEQ ID NO:28 (recombinant ecYghU),
SEQ ID NO:30 (ecYfcG), SEQ ID NO:34 (GST3); SEQ ID
NO:32 (ssYghU), and SEQ ID NO:36 (PcUre2pB1). Such
enzymes may be native enzymes or modified forms of native
enzymes.

As discussed in the following examples, a number of
residues of the non-stereospecific glutathione lyases
described herein play at least some role in the enzymatic
activity. See, e.g., FIG. 5. These include Asn25 of SEQ ID
NO:18 (NaGST,,,), Thr51 of SEQ ID NO:18 (NaGST,,),
Asn53 of SEQ ID NO:18 (NaGST,,), Gln86 of SEQ ID
NO:18 (NaGST,,), Lys99 of SEQ ID NO:18 (NaGST,,),
11e100 of SEQ ID NO:18 (NaGST,,,), Glu 116 of SEQ ID
NO:18 (NaGSTy,,), Ser117 of SEQ ID NO:18 (NaGSTy,,,),
Tyr166 of SEQ ID NO:18 (NaGST,,,), Argl77 of SEQ ID
NO:18 (NaGST,,), Tyr224 of SEQ ID NO:18 (NaGST,,)),
and corresponding residues in the other enzymes. A number
of these residues are conserved across all the non-stereo-
specific glutathione lyases described herein. These include
Thr51 of SEQ ID NO:18 (NaGST,,), Asn53 of SEQ ID
NO:18 (NaGST,,), GIn86 of SEQ ID NO:18 (NaGST,,),
11e100 of SEQ ID NO:18 (NaGST,,,), Glu 116 of SEQ ID
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NO:18 (NaGSTy,), Argl77 of SEQ ID NO:18 (NaGSTy,,),
and corresponding residues in the other enzymes.

Accordingly, suitable enzymes at least about 60%, at least
about 65%, at least about 70%, at least about 75%, at least
about 80%, at least about 85%, at least about 90%, or at least
about 95% identical to the non-stereospecific glutathione
lyases described herein preferably comprise at least one, at
least two, at least three, at least four, at least five, at least six,
at least seven, or all of threonine or a conservative variant of
threonine at a position corresponding to position 51 of SEQ
ID NO:18 (NaGST,,,), asparagine or a conservative variant
of asparagine at a position corresponding to position 53 of
SEQ ID NO:18 (NaGST,,,), glutamine or a conservative
variant of glutamine at a position corresponding to position
86 of SEQ ID NO:18 (NaGST,,), lysine, a conservative
variant of lysine, arginine, or a conservative variant of
arginine at a position corresponding to position 99 of SEQ
ID NO:18 (NaGSTy,,), isoleucine or a conservative variant
of isoleucine at a position corresponding to position 100 of
SEQ ID NO:18 (NaGST,,), glutamate or a conservative
variant of glutamate at a position corresponding to position
116 of SEQ ID NO:18 (NaGST,,), serine, threonine, a
conservative variant of serine, or a conservative variant of
threonine at a position corresponding to position 117 of SEQ
1D NO:18 (NaGSTy,), arginine or a conservative variant of
arginine at a position corresponding to position 177 of SEQ
ID NO:18 (NaGST,,).

Suitable enzymes at least about 60%, at least about 65%,
at least about 70%, at least about 75%, at least about 80%,
at least about 85%, at least about 90%, or at least about 95%
identical to the non-stereospecific glutathione lyases
described herein more preferably comprise at least one, at
least two, at least three, at least four, at least five, at least six,
at least seven, at least eight, at least nine, at least ten, or all
of asparagine or a conservative variant of asparagine at a
position corresponding to position 25 of SEQ ID NO:18
(NaGSTy,,,), threonine or a conservative variant of threonine
at a position corresponding to position 51 of SEQ ID NO:18
(NaGSTy,,), asparagine or a conservative variant of aspara-
gine at a position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,), glutamine or a conservative variant of
glutamine at a position corresponding to position 86 of SEQ
ID NO:18 (NaGST,,), lysine, a conservative variant of
lysine, arginine, or a conservative variant of arginine at a
position corresponding to position 99 of SEQ ID NO:18
(NaGSTy,,,), isoleucine or a conservative variant of isoleu-
cine at a position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,), glutamate or a conservative variant of
glutamate at a position corresponding to position 116 of
SEQ ID NO:18 (NaGST,,,), serine, threonine, a conserva-
tive variant of serine, or a conservative variant of threonine
at a position corresponding to position 117 of SEQ ID
NO:18 (NaGST,,), tyrosine or a conservative variant of
tyrosine at a position corresponding to position 166 of SEQ
1D NO:18 (NaGSTy,), arginine or a conservative variant of
arginine at a position corresponding to position 177 of SEQ
ID NO:18 (NaGSTy,), and tyrosine or a conservative vari-
ant of tyrosine at a position corresponding to position 224 of
SEQ ID NO:18 (NaGST,,,).

Positions in a given enzyme that correspond to positions
in a given sequence such as SEQ ID NO:18 (NaGST,,),
SEQ ID NO:40 (Saro_2872), and SEQ ID NO:42
(Saro_2873), or any other sequence provided herein, can be
identified through alignment of the sequence of the enzyme
with the given sequence. A number of sequence alignment
algorithms are known in the art. Exemplary sequence align-
ment algorithms include MAFFT version 7 (mafft.cbre.jp)
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(Katoh et al. 2002) and Clustal W and other Clustal pro-
grams (Larkin et al. 2007). Other algorithms and programs
are known in the art.

“Conservative variant” refers to residues that are func-
tionally similar to a given residue such that one or more of
the functionally similar residues may substitute for the given
residue. Conservative variants of the standard amino acids
are well known in the art. In some versions, aliphatic,
non-polar amino acids (Gly, Ala, Ile, Leu, and Val) are
conservative variants of one another. In some versions,
aliphatic, polar amino acids (Cys, Ser, Thr, Met, Asn, Tyr
and Gln) are conservative variants of one another. In some
versions, aromatic amino acids (Phe, Tyr, Trp, and His) are
conservative variants of one another. In some versions, basic
amino acids (Lys, Arg, and His) are conservative variants of
one another. In some versions, acidic amino acids (Asp and
Glu) are conservative variants of one another. In some
versions, an amino acid with an acidic side chain, Glu or
Asp, is a conservative variant of its uncharged counterpart,
Gln or Asn, respectively; or vice versa. In some versions,
each of the following groups contains other exemplary
amino acids that are conservative variants of one another:
Ala and Gly; Asp and Glu; Asn and Gln; Arg and Lys; Ile,
Leu, Met, and Val; Phe, Tyr, and Trp; Ser and Thr; and Cys
and Met.

A fourth step in the enzymatic processing involves con-
ducting the first three steps in the presence of a glutathione
(GSH) reductase that catalyzes reduction of glutathione
disulfide (GSSG). The GSH reductase regenerates the GSH
cosubstrate of the second and third steps from the GSSG
co-product of the third step and regenerates the NAD*
cosubstrate of the first step from the NADH co-product of
the first step. See, e.g., FIGS. 1 and 16. An exemplary GSH
reductase is the GSH reductase from Allochromatium vino-
sum DSM180 (AvGR) having the sequence of SEQ ID
NO:38 (encoded by SEQ ID NO:37). Other GSH reductases
are known in the art and can be used in this step. Modified
forms of the native AvGR and other suitable enzymes can
also suitably be used, provided the modified forms maintain
the activity of the native enzymes. The modified forms
comprise sequences at least 95% identical to the amino acid
sequences of the corresponding native enzymes.

The enzymatic processing outlined above is capable of
depolymerizing lignin and/or releasing compounds there-
from. Compounds that are capable of being released from
lignin include monomeric phenylpropanoid units and mono-
meric flavones. Examples of monomeric phenylpropanoid
units capable of being released from lignin include mono-
meric guaiacyl phenylpropanoid units, monomeric syringyl
phenylpropanoid units, and monomeric p-hydroxyphenyl
phenylpropanoid units. Examples of flavones capable of
being released from lignin include monomeric tricin units.

The lignin subjected to the enzymatic processing outlined
above may have any of a number of average molecular
weights (MW). The average molecular weight (MW) in
some versions, for example, may be at least about 100, at
least about 200, at least about 300, at least about 400, at least
about 500, at least about 600, at least about 700, at least
about 800, at least about 900, at least about 1000, at least
about 1,250, at least about 1,500, at least about 1,750, at
least about 2,000, at least about 2,500, at least about 3,000,
at least about 3,500, at least about 4,000, at least about
4,500, at least about 5,000, at least about 6,000, at least
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about 7,000, at least about 8,000, at least about 9,000, at
least about 10,000, at least about 11,000, at least about
13,000, at least about 15,000, or more. The average molecu-
lar weight (MW) in some versions may be up to about 150,
up to about 200, up to about 300, up to about 400, up to
about 500, up to about 600, up to about 700, up to about 800,
up to about 900, up to about 1000, up to about 1,250, up to
about 1,500, up to about 1,750, up to about 2,000, up to
about 2,500, up to about 3,000, up to about 3,500, up to
about 4,000, up to about 4,500, up to about 5,000, up to
about 6,000, up to about 7,000, up to about 8,000, up to
about 9,000, up to about 10,000, up to about 11,000, up to
about 13,000, up to about 15,000, up to about 20,000 or
more.

Certain methods of the invention are directed to methods
of chemical conversion. Such methods may comprise con-
tacting a first compound in vitro with a non-stereospecific
glutathione lyase to yield a second compound.

The non-stereospecific glutathione lyase used in the meth-
ods of chemical conversion may comprise any of the non-
stereospecific glutathione lyases described herein. Preferred
non-stereospecific glutathione lyases include non-stereospe-
cific glutathione lyases comprising an amino acid sequence
at least about 60% identical, at least about 65% identical, at
least about 70% identical, at least about 75% identical, at
least about 80% identical, at least about 85% identical, at
least about 90% identical, or at least about 95% identical to
any of SEQ ID NO:18 (NaGST,,,), residues 21-313 of SEQ
ID NO:20 (recombinant NaGST,,), SEQ ID NO:22
(SYK6GSTy,), residues 21-324 of SEQ ID NO:24 (recom-
binant SYK6GST,,), SEQ ID NO:26 (ecYghU), residues
21-313 of SEQ ID NO:28 (recombinant ecYghU), SEQ ID
NO:30 (ecYfcG), SEQ ID NO:32 (ssYghU), SEQ ID NO:34
(GST3), and SEQ ID NO:36 (PcUre2pB1).

The first compound contacted with the non-stereospecific
glutathione lyase in the methods of chemical conversion
preferably has a structure of Formula I or a salt thereof:

@
R4

SG,

R3

Rr2

wherein: R, R?, and R? are each independently —H, —OH,
—0O-alkyl, —O-lignin, or -lignin; R* is —H, —OH, —SH,
—COOH, —SO;H, or —O-lignin; and SG is glutathione
bound in an S or R configuration.

The second compound yielded by contacting the first
compound with the non-stereospecific glutathione lyase in
the methods of chemical conversion preferably has a struc-
ture of Formula II or a salt thereof:
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an
R4

wherein R, R?, R?, and R* are as defined above.

Contacting the first compound with the non-stereospecific
glutathione lyase in the methods of chemical conversion
may occur in in the presence of NADH and a GSH reductase
that catalyzes reduction of glutathione disulfide, such as a
GSH reductase comprising an amino acid sequence at least
95% identical to SEQ ID NO:38 (AvGR).

The first compound may be generated by contacting lignin
comprising $-O-4 ether linkages with any dehydrogenase
described herein and/or any [3-etherase described herein. The
lignin may be contacted with these enzymes in vitro.

Another aspect of the invention includes recombinant
enzymes. The recombinant enzymes may be used in any of
the methods described herein. The recombinant enzymes
may comprise recombinant versions of any enzyme
described or encompassed herein, including non-stereospe-
cific glutathione lyases or other enzymes. The term “recom-
binant” used with reference to an enzyme refers to non-
naturally occurring enzymes containing two or more linked
polypeptide sequences. Thus, the recombinant enzymes may
contain one or more non-native modifications selected from
the group consisting of an amino acid addition, an amino
acid deletion, and an amino acid substitution. “Non-native
modification” refers to a modification that is not found in
any native protein. The recombinant enzymes can be pro-
duced by recombination methods, particularly genetic engi-
neering techniques, or can be produced by chemical syn-
thesis.

In some versions, the recombinant enzyme comprises a
recombinant non-stereospecific glutathione lyase of the
invention. The recombinant non-stereospecific glutathione
lyase may be a recombinant version of any of the non-
stereospecific glutathione lyases described or encompassed
herein. Preferred recombinant non-stereospecific gluta-
thione lyases include non-stereospecific glutathione lyases
comprising an amino acid sequence at least about 60%
identical, at least about 65% identical, at least about 70%
identical, at least about 75% identical, at least about 80%
identical, at least about 85% identical, at least about 90%
identical, or at least about 95% identical to any of: SEQ ID
NO:18 (NaGST,,); residues 21-313 of SEQ ID NO:20
(recombinant NaGST,,); SEQ ID NO:22 (SYK6GST,,);
residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,); SEQ ID NO:26 (ecYghU); residues 21-313
of SEQ ID NO:28 (recombinant ecYghU); SEQ ID NO:30
(ecYfcG); SEQ ID NO:32 (ssYghU); SEQ ID NO:34
(GST3); and SEQ ID NO:36 (PcUre2pB1). The design of
amino acid deletions and substitutions in the recombinant
non-stereospecific glutathione lyases can be guided by the
alignment of the native non-stereospecific glutathione lyases
provided in FIG. 5.

Amino acid additions in the recombinant enzymes of the
invention, including the recombinant non-stereospecific glu-
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tathione lyases, may comprise the addition of any amino
acid on the N-terminus, the C-terminus, or both the N-ter-
minus and C-terminus of any native enzyme.

The added amino acids may comprise fusion tags. A
number of fusion tags are known in the art. Some fusion tags
are used for protein detection. These include green fluores-
cent protein (GFP) and its many variants (Tsien 1998). Some
fusion tags are used for increasing expression and solubility
of proteins. These include maltose binding protein (MBP),
small ubiquitin-like modifier (SUMO), and glutathione
S-transferase (GST), among others (Bell et al. 2013, Butt et
al. 2005). Some fusion tags, sometimes referred to as
“affinity tags,” are used for purification, detection with
antibodies, or other uses. A number of affinity tags are
known in the art. Exemplary affinity tags include the His tag,
the Strep 11 tag, the T7 tag, the FLAG tag, the S tag, the HA
tag, the c-Myc tag, the dihydrofolate reductase (DHFR) tag,
the chitin binding domain tag, the calmodulin binding
domain tag, and the cellulose binding domain tag. The
sequences of each of these tags are well-known in the art.

The recombinant enzymes of the invention, including the
recombinant non-stereospecific glutathione lyases, may
comprise a peptide cleavage sequence. The peptide cleavage
sequence is preferably disposed between the enzyme portion
and any fusion tag attached thereto. This permits separation
of the fusion tag from the target protein, which may be
useful for certain applications. The peptide cleavage
sequence may be a recognition sequence for a site-specific
peptidase. A number of site-specific peptidases are known in
the art. These include Arg-C proteinase, Asp-N endopepti-
dase, Asp-N endopeptidase+N-terminal glu, BNPS-Skatole,
caspasel, caspase2, caspase3, caspased, caspaseS, caspaseb,
caspase’, caspase8, caspase9, caspasel(, chymotrypsin-
high specificity (C-term to [FYW], not before P), chy-
motrypsin-low specificity (C-term to [FYWML], not before
P), clostripain (clostridiopeptidase B), CNBr, enterokinase,
factor Xa, formic acid, glutamyl endopeptidase, granzymeB,
hydroxylamine, iodosobenzoic acid, Lys-C, Lys-N, NTCB
(2-nitro-5-thiocyanobenzoic acid), neutrophil elastase, pep-
sin (pH1.3), pepsin (pH>2), proline-endopeptidase, protei-
nase K, SUMO proteases (Ulpl, Senp2, and SUMOstar),
staphylococcal peptidase I, subtilisin BPN, tobacco etch
virus (TEV) protease, thermolysin, thrombin, and trypsin,
and variants thereof, among others. The cleavage recogni-
tion sites for these and other site-specific peptidases are well
known in the art. Exemplary peptide cleavage sequences
include the ExxYxQ|(G/S) recognition sequence of TEV
(and AcTEV and ProTEV), the LVPR|G recognition
sequence of thrombin, the IEGR | x recognition sequence of
factor Xa, and the DDDDK|x recognition sequence of
enterokinase.

The elements and method steps described herein can be
used in any combination whether explicitly described or not.

All combinations of method steps as used herein can be
performed in any order, unless otherwise specified or clearly
implied to the contrary by the context in which the refer-
enced combination is made.

As used herein, the singular forms “a,” “an,” and “the”
include plural referents unless the content clearly dictates
otherwise.

Numerical ranges as used herein are intended to include
every number and subset of numbers contained within that
range, whether specifically disclosed or not. Further, these
numerical ranges should be construed as providing support
for a claim directed to any number or subset of numbers in
that range. For example, a disclosure of from 1 to 10 should
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be construed as supporting a range of from 2 to 8, from 3 to
7, from 5 to 6, from 1 to 9, from 3.6 to 4.6, from 3.5 t0 9.9,
and so forth.

All patents, patent publications, and peer-reviewed pub-
lications (i.e., “references”) cited herein are expressly incor-
porated by reference to the same extent as if each individual
reference were specifically and individually indicated as
being incorporated by reference. In case of conflict between
the present disclosure and the incorporated references, the
present disclosure controls.

It is understood that the invention is not confined to the
particular construction and arrangement of parts herein
illustrated and described, but embraces such modified forms
thereof as come within the scope of the claims.

Example 1

Nu-Class Glutathione-S-Transferases can Act as
Glutathione Lyases in the Bacterial Pathway for
Breaking -Aryl Ether Bonds in Lignin

Summary

As a major component of plant cells walls, lignin is a
potential renewable source of valuable chemicals. Several
sphingomonad bacteria have been identified that can use
glutathione to break the f-aryl ether bond commonly found
between phenylpropanoid units of the lignin heteropolymer.
To explore bacterial strategies for depolymerizing lignin, we
tested the abilities of three sphingomonads to metabolize the
[-aryl ether containing dimeric aromatic compound guaia-
cylglycerol--guaiacyl ether (GGE). We found that Novo-
sphingobium aromaticivorans metabolized GGE at amongst
the fastest rates thus far reported. After the p-aryl ether bond
of GGE is broken, the glutathione moiety must be removed
from the resultant phenylpropanoid conjugate (c-glutathio-
nyl-p-hydroxypropio-vanillone (GS-HPV)). We found that a
Nu-class glutathione-S-transferase (GST) is necessary and
sufficient for removing glutathione from both the R and S
stereoisomers of GS-HPV in N. aromaticivorans. To inves-
tigate the prevalence of this glutathione lyase activity within
related proteins, we tested Nu-class GSTs from Sphingo-
bium sp. SYK-6 and Escherichia coli and found that they
also cleave both stereoisomers of GS-HPV. We solved the
crystal structure of the N. aromaticivorans Nu-class GST
and used it to develop models for how this enzyme binds and
cleaves both stereoisomers of GS-HPV.

Significance

There is considerable interest is identifying biological
strategies to produce valuable products from renewable
resources. The non-edible, lignocellulosic, fraction of plant
biomass has been identified as a renewable source of bio-
based products, but the properties of the aromatic polymer
lignin present a major hurdle in realizing this goal. Here, we
describe a novel role for a Nu-class glutathione-S-trans-
ferase (GST) in cleavage of the f-aryl ether bond that
connects many aromatic units in lignin. We show that
homologues of this enzyme from other bacteria also have
this activity, suggesting that this function may be common
throughout this widespread class of enzymes. Structural and
biochemical analysis of Nu-class GSTs are used to model
substrate binding and cleavage by these enzymes.

Introduction

As society looks to diversify its sources of fuels and
chemicals, there are compelling reasons to develop renew-
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able sources for them. Lignocellulosic plant biomass is the
most abundant renewable material on Earth, so it is a
promising but underutilized feedstock for generating prod-
ucts currently derived from petroleum or other non-renew-
able sources. Lignin, which can compose ~25% of plant
biomass (U.S. DOE 2015), is a phenylpropanoid heteropo-
lymer containing several classes of covalent linkages,
including a majority of p-aryl ether (§-O-4) bonds (Adler
1977). The properties of lignin create challenges to using it
as an industrial raw material. Because of its abundance and
potential value, there is interest in developing economical
and environmentally sustainable methods to depolymerize
lignin to its aromatic substituents. We are interested in
analyzing biological processes for lignin depolymerization
and conversion to valuable chemicals.

The p-etherase pathway of sphingomonadales bacteria,
which cleaves the f-aryl ether bond (FIG. 1), is a promising
route for lignin depolymerization. Although several species
are known to contain this pathway (Masai et al. 1989,
Palamuru et al. 2015, Ohta et al. 2015), characterizing the
strategies and proteins employed could help to develop
biological systems for depolymerizing lignin. In this work,
we tested sphingomonads predicted to contain the -etherase
pathway (Ohta et al. 2015), and found that N. aromaticiv-
orans most rapidly and completely metabolized the dimeric
aromatic compound guaiacylglycerol-f-guaiacyl ether
(GGE; FIG. 1). We also found that the Saro_2595 gene of N.
aromaticivorans encodes a previously uncharacterized Nu-
class glutathione-S-transferase (named here NaGST,,,) that
is capable of cleaving glutathione from both the p(R)- and
p(S)-stereoisomers of the pathway intermediate [3-glutathio-
nyl-y-hydroxypropiovanillone (GS-HPV; FIG. 1) in vitro,
and we show that it is the sole enzyme in N. aromaticivorans
required for this reaction in vivo.

Nu-class GSTs are found in many organisms (Stourman et
al. 2011; Mashiyama et al., 2014), but their physiological
roles are unknown. Although the Escherichia coli Nu-class
GSTs ecYfeG and ecYghU can reduce the disulfide bond of
2-hydroxyethyl disulfide in vitro (Stourman et al. 2011,
Wadington et al. 2009, Wadington et al. 2010), the physi-
ological relevance of this reaction has not been established.
To test the prevalence of the glutathione lyase activity in
Nu-class GSTs, we assayed ecYghU, ecYfcG, and a Nu-
class GST from Sphingobium sp. SYK-6 (encoded by
SLG_04120; named here SYK6GST,,,,), and found that they
also cleave B(R)- and B(S)-GS-HPV in vitro. Furthermore,
ecYghU complements growth of an N. aromaticivorans
ANaGST),,, mutant, showing that it is active in vivo.

Crystal structures reported here show that NaGST,,, is
similar to ecYghU (Stourman et al. 2011) and Streptococcus
sanguinis SK36 YghU (Patskovsky et al.), although there are
notable differences in the channels leading to the active sites.
We propose a mechanism for the glutathione lyase activity
of the Nu-class GSTs and use molecular modeling to show
how the active site channels of these enzymes can accom-
modate the P(R)- and P(S)-stereoisomers of GS-HPV.
Indeed, the approach to the active site of these Nu-class
GSTs can accommodate a variety of GSH-conjugated sub-
strates, independent of C—S bond stereochemistry, includ-
ing other GSH-conjugates derived from lignin depolymer-
ization, or ones that might be found in organisms that do not
metabolize lignin.
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General Materials and Methods

Bacterial Strains and Growth Media.

Strains used are listed in Table 1. Unless otherwise noted,
E. coli cultures were grown in Lysogeny Broth (LB), and
shaken at ~200 rpm at 37° C. For routine storage and
manipulation, sphingomonad cultures were grown in LB at
30° C. GluSis is a modification of Sistrom’s minimal
medium (Sistrom 1962) in which the succinate has been
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replaced by 22.6 mM glucose. Standard Mineral Base
(SMB) (Stanier et al. 1966) contains 20 mM Na,HPO,, 20
mM KH,PO,, 1 g/I. (NH,),SO,, and 20 ml Hutner’s
vitamin-free concentrated base (adapted from (Cohen et al.
1957), but lacking nicotinic acid, thiamin, and biotin) per
liter, final pH 6.8. SMB was supplemented with carbon
sources as described below. Where needed to select for
plasmids, media were supplemented with 50 pg/mL
kanamycin and/or 10 pg/ml. chloramphenicol.

TABLE 1

Bacterial strains and plasmids used.

Strains

Relevant characteristics References

Novosphingobium
aromaticivorans strains

DSM 12444 Wild-type; also called F199 Fredrickson et al. 1991
12444A1879 DSM 12444 ASaro_1879 This study
12444A2595 12444A1879 ASaro_2595 This study
12444ecyghU 12444A2595 containing E. coli yghU at This study

the Saro_2595 locus

Novosphingobium sp. Wild-type Notomista et al. 2011
PP1Y
Sphingobium Wild-type; also called BN67 and DSM  Stolz et al. 2000; Pal et
xenophagum NBRC 63837 al. 2006
107872

Escherichia coli strains

DH5a

S17-1
Turbo

Bethesda Research
Laboratories
Taylor (1993)

F-¢80lacZ AM15 A(lacZYA-argF)
U169 recAl endAl hsdR17 (rK-,
mK+) phoA supE44 )— thi-1 gyrA96
relAl
recA pro hsdR RP4-2-Te::Mu-Km::Tn7
F'proA*B* lacl? AlacZM15/
fhuA2 A(lac-proAB) glnV galK16
galE15 R(zgh-210::Tn10)Tet® endAl
thi-1 A(hsdS-merB)5

Simon et al. 1983
New England Biolabs

NEB 5-alpha Competent fhuA2 A(argF-lacZ)U169 phoA glnV44 New England Biolabs

E. coli $80A(lacZ)M15 gyrA96 recAl relAl
endAl thi-1 hsdR17
E. cloni 10G F- merA A(mrr-hsdRMS- Lucigen

merBC) endAl recAl ¢
80d/acZAM15AlacX74 araD139
Alara,len)7697galU galK rpsL nupG A-
tonA (StrR)
F-hsdS metE gal ompT Wood 1966; Doherty

1995

Plasmids

pK18mobsacB

pK18msB-MCS1

pMBlori sacB kan® mobT oriT(RP4) Schafer et al. 1994
lacZo
pK18mobsacB lacking the multiple

cloning site

Present example

pVP302K lac promoter lacl, Tev site rtxA (V. Supplemental
cholera) kan®; coding sequence for Materials of Gall and
8 x His-tag Ralph et al. 2014
PRARE2 pl5a ori camR; tRNA genes for 7 rare Novagen
codons in E. coli
pK18msB/ASaro1879 pK18 mobsacB containing genomic Present example
regions flanking Saro_1879
pK18msB/ASar02595 pK18 mobsacB containing genomic Present example
regions flanking Saro_2595
pK18msB/ecyghU- pK18mobsacB containing E. coli yghU Present example
A2595 between the Saro_2595 flanking regions

PVP302K/Ctag-2595

pVP302K/Untagged2595
pVP302K/Ntag-2595

pVP302K/Ntag-ecyghU pVP302K containing yghU downstream

pVP302K containing Saro_2595 Present example
upstream of rtx A and His-tag sequence
pVP302K containing Saro_2595
pVP302K containing Saro_2595
downstream of His-tag coding sequence
and Tev protease site

Present example
Present example

Present example
of His-tag coding sequence and Tev
protease site
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TABLE 1-continued
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Bacterial strains and plasmids used.

Strains Relevant characteristics

References

pVP302K/Ntag-ecyfcG  pVP302K containing yfcG downstream
of His-tag coding sequence and Tev
protease site
pVP302K containing SLG_04120
downstream of His-tag coding sequence
and Tev protease site

pVP302K/Ntag-
SLG_04120

Present example

Present example

Construction of Defined N. aromaticivorans Mutants.

We deleted Saro_1879 from the Novosphingobium aro-
maticivorans DSM 12444 genome to create a strain
(12444A1879) amenable to genomic modifications using a
sacB-containing vector. We used 12444A1879 to generate
strains in which Saro_2595 was deleted from the genome
(12444A2595) and in which Saro_2595 was replaced in the
genome by the E. coli yghU gene (12444ecyghU).

Sphingomonad Growth Experiments.

Cell densities were measured using a Klett-Summerson
photoelectric colorimeter with a red filter. For N. aromati-
civorans, 1 Klett Unit (KU) is equal to ~8x10° cells/mL
(Table 2). Experimental cultures of N. aromaticivorans and
Novosphingobium sp. PP1Y were grown in SMB containing
either vanillate or GGE alone (4 mM and 3 mM, respec-
tively), or a combination of vanillate and GGE (4 mM and
1.5 mM, respectively). For S. xerophagum cultures, vanil-
late was replaced by glucose, since we found this strain to
be unable to metabolize vanillate. N. aromaticivorans was
also grown in SMB containing 200 uM GGE. Starter cul-
tures were grown in SMB with 4 mM vanillate or glucose,
and cells were pelleted and washed with PBS (10 mM
Na,HPO,, 1.8 mM KH,PO,, 137 mM NaCl, 2.7 mM KClI;
pH=7.4). Pellets were resuspended into culture medium and
used to inoculate experimental cultures to initial cell densi-
ties of <5 KU.

Cultures were incubated at 30° C., in 125 mL conical
flasks containing 20-40 mL of medium and shaken at ~200
rpm. Aliquots (400-600 pL.) were removed at specified time
points and filtered through 0.22 um syringe tip filters (e.g.,
Whatman Puradisc filters, GE Healthcare, Piscataway, N.J.)
before HPLC analysis of extracellular aromatics. Every
culture was grown at least three times; data shown are from
representative cultures.

TABLE 2

Relationship between Klett Units (KU) and colony forming units (CFUs) for
Novosphingobium aromaticivorans +/— sucrose (CEU mL~' KUY,

—Sucrose +sucrose

DSM 12444
12444A1879

8.0 (£3.2) x 10° 0
8.1 (£1.7) x 10° 7.3 (£3.4) x 10¢

To acquire these data, cultures of Novosphingobium aro-
maticivorans DSM 12444 and 12444A1879, were grown in
liquid medium. Cell densities were measured using a Klett-
Summerson photoelectric colorimeter with a red filter. Cul-
tures were diluted, then plated onto solid media +/-10%
sucrose.

Enzyme Purifications.

Genes Saro_2595, E. coli yghU, E. coli yfcG, and
SLG_04120 from Sphingobium sp. SYK-6 (codon-opti-
mized for expression in E. coli) were individually cloned
into plasmid pVP302K (Gall and Ralph et al. 2014) so that
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transcripts from the plasmids would be translated into pro-
teins containing a Hisg-tag connected to the N-terminus via
a tobacco etch virus (TEV) protease recognition site.
Recombinant proteins were expressed in E. coli B834
(Wood 1966, Doherty et al. 1995) containing plasmid
pRARE2 (Novagen, Madison, Wis.) grown for ~24 h at 27°
C. in ZYM-5052 Autoinduction Medium (Studier 2005)
containing kanamycin and chloramphenicol. Recombinant
proteins were purified essentially as described previously
(Gall and Kim et al. 2014); see below for modifications to
the procedure. After removal of Hisg-tags using TEV pro-
tease, recombinant proteins retained a Ser-Ala-Ile-Ala-Gly-
peptide on their N-termini, derived from the linker between
the protein and the TEV protease recognition site. Recom-
binant LigE and LigF1 from N. aromaticivorans were puri-
fied as previously described (Gall and Ralph et al. 2014).

Kinetics Analysis of GS-HPV Cleavage.

The Reaction Buffer (RB) consisted of 25 mM Tris-HCl
(pH 8.5) and 25 mM NaCl. The p(R)- and B(S)-stereoiso-
mers of GS-HPV were separately generated by incubating
racemic MPHPV (0.46 mM) in RB with 5 mM reduced
glutathione (GSH) and either 38 pg/ml LigF1 or 36 ng/mL
LigE, respectively, for several h. This sample, containing a
single GS-HPV stereoisomer, guaiacol, and the unreacted
MPHPV stereoisomer, was diluted with RB to achieve the
desired concentration of GS-HPV for the time course reac-
tion (0.005, 0.011, 0.022, 0.096, or 0.193 mM). An addi-
tional 5 mM GSH (dissolved in RB) was added prior to
initiation of each time course. At time zero, 100 ul of the
indicated enzyme sample (resuspended in RB) was com-
bined with 1800 pL of the diluted GS-HPV reaction mixture
to achieve final concentrations of 8 nM NaGST,,,, 195 nM
ecYghU, 195 nM ecYfcG, or 47 nM (for pB(R)-GS-HPV
reactions) or 18 nM (for P(S)-GS-HPV reactions)
SYK6GST,,. Assays were performed at 25° C., and at
specified time points, 300 pl. of the reaction was removed
and combined with 100 L. 1 M HCI (Acros Organics; Geel,
Belgium) to stop the reaction before HPLC analysis to
quantify HPV formed.

N. aromaticivorans Crude Cell Extract Assays.

N. aromaticivorans cells were grown in 500 mL conical
flasks containing 267 ml. SMB medium with 4 mM vanillate
and 1 mM GGE. When cell densities reached ~1x10°
cells/mL, cells were lysed by the sonication procedure used
to generate . coli lysates for protein purification. Samples
were centrifuged at 7000xg for 15 minutes, and the super-
natants were used as crude cell extracts.

Assays containing 50 mM Tris-HCI (pH 8.0), 50 mM
NaCl, 10 mM GSH, 0.407 mM racemic MPHPV (a mixture
of the B(R)- and P(S)-isomers) and cellular extract from
12444A1879 or 12444A2595 (final concentrations of 269
and 186 pg protein/mL, respectively) were performed at 30°
C. At defined time points, 300 pl. aliquots were combined
with 100 pl. 1 M HCI to stop the reaction before HPLC
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analysis. At the indicated time, recombinant NaGST,,, (30
ng protein/ml) was added to the 12444A2595 cell extract
reaction, along with an additional 10 mM GSH.

HPLC Analysis.

After extracellular aromatics were identified using L.C-
MS, routine analysis and quantification of aromatics were
performed using an Ultra AQ C18 5 pm column (Restek,
Bellefonte, Pa.) attached to a System Gold HPL.C (Beckman
Coulter, Brea, Calif.) with running buffers and chromatog-
raphy conditions described in FIG. 14. The cluent was
analyzed for light absorbance between 191 and 600 nm, and
absorbances at 280 nm were used for quantification of
aromatic metabolites by comparing peak areas to those of
standards (retention times of measured metabolites are
shown in FIG. 15).

Production of cDNA Libraries from N. aromaticivorans
Cultures and Real-Time PCR.

N. aromaticivorans cultures were grown in 120 mL of
SMB containing either 4 mM vanillate or 4 mM vanillate
and 1 mM GGE. When the cultures reached densities of
~8x10® cells/mL, 40 mI were removed and combined with
5.71 mL ice-cold Stop Solution (95% ethanol, 5% acid
phenol: chloroform (5:1 solution, pH 4.5)). These mixtures
were centrifuged at 4° C. for 12 min at 6,000xg. Cell pellets
were resuspended into 2 ml. Lysis Solution (2% SDS, 16
mM EDTA in RNase-free water), then incubated at 65° C.
for 5 min. RNA purification and cDNA synthesis were
performed as previously described (Tavano et al. 2005),
using SuperScript 111 reverse transcriptase (Thermo Fisher
Scientific, Waltham, Mass.) to construct the cDNA library.

Real-time PCR was performed on a 7500 Real Time PCR
System (Applied Biosystems, Forest City, Calif.) using
SYBR Green JumpStart Taq ReadyMix (Sigma-Aldrich, St.
Louis, Mo.). Primers used to detect transcripts are contained
in Table 3. Transcript levels were normalized to those of
Saro_0141 (rpoZ, coding for the RNA polymerase omega
subunit).

TABLE 3
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Determination of Chemical Oxygen Demand (COD).

Initial culture COD values were obtained either from
uninoculated medium, or from inoculated medium that was
immediately passed through a 0.22 um filter. Final COD
values were obtained when cultures reached their maximum
cell densities. For these samples, we analyzed the COD of
both the entire culture (cells and medium) and the filtered
medium. The difference in COD between the unfiltered and
filtered final samples is defined as the COD of cellular
biomass. Samples were diluted as needed and combined
with High Range COD Digestion Solution (Hach, Loveland,
Colo.). The mixtures were heated to 150° C. for 120 min to
oxidize the materials before absorbances were measured at
600 nm. Standards with known COD values were analyzed
in parallel.

Chemicals.

Vanillate, guaiacol, reduced L-glutathione (GSH), and
2,3-dichloro-5,6-dicyano-p-benzoquinone (DDQ) were pur-
chased from Sigma-Aldrich (St. Louis, Mo.). erythro-Gua-
iacylglycerol-p-guaiacyl ether (erythro-GGE) was pur-
chased from TCI America (Portland, Oreg.).

A racemic mixture of f-(2-methoxyphenoxy)-y-hydroxy-
propiovanillone (MPHPV) was synthesized by dissolving
erythro-GGE into ethyl acetate (Fisher Scientific), then
slowly adding 1.25 molar equivalents of 2,3-dichloro-5,6-
dicyano-p-benzoquinone (DDQ) and stirring for 30 min.
The reaction was washed three times with saturated
NaHCOj; to remove DDQH, formed during the reaction. The
MPHPV was purified via flash chromatography using
hexane/ethyl acetate=1/3, as previously described (Gall and
Kim et al. 2014), then crystallized from the eluent via
solvent evaporation.

Hydroxypropiovanillone (HPV) was synthesized as pre-
viously described for synthesis of p-deoxy-a-veratrylglyc-
erone, except using 4-O-benzyl-acetovanillone as starting
material, rather than acetoveratrone (Gall and Kim et al.

Primers used for RT gPCR of

Novosphingobium aromaticivorans genes.

Transcript
assayed for Primers
Saro_0141 5'-GAGATCGCGGAAGAAACCGTGC-3' (SEQ ID NO: 48)
(rpoZz) 5'-GATTTCATCCACCTCGTCGTCGTC-3' (SEQ ID NO: 49)
Saro_0205 (ligD) 5'-CAACATCAAGTCGAACATCGCGGAAG-3' (SEQ ID NO: 50)
5'-CTGGTGGATCGAATGCAGCGAG-3' (SEQ ID NO: 51)
Saro_0793 (1ig0) 5'-GATCGAGGAATCTTCCTACGACGACTG-3' (SEQ ID NO: 52)
5'-GTTTACCACGCCGTGGAGGTTCAC-3' (SEQ ID NO: 53)
Saro_0794 (ligN) 5'-CATATCGTCTGCACCGCTTCGATGTC-3' (SEQ ID NO: 54)
5'-GCAGAATGCCGAGCAGATCACG-3' (SEQ ID NO: 55)
Saro_1875 (ligL) 5'-CCATGTCGTCAACACCGCATCG-3' (SEQ ID NO: 56)
5'-CATGTTCTCGGTCAGGTTCAGCAC-3' (SEQ ID NO: 57)
Saro_2091 (ligF) 5'-GCTGCTGACGGTGTTCGAGAAG-3' (SEQ ID NO: 58)
5'-CTTGAACCAGTCGGTGTGATGCTC-3"' (SEQ ID NO: 59)
Saro_2405 (ligP) 5'-CATCGTCGAATACCTCGATGCCAAGTATC-3' (SEQ ID
NO: 60)
5'-GTCCTGGCAGAAGCAGAACATCCAC-3' (SEQ ID NO: 61
Saro_2595 5'-CCACGATCATGCTGGAAGAACTGCTC-3' (SEQ ID NO: 62)
5'-GATTCGAAGACGCGGAACGGTTCAG-3"' (SEQ ID NO: 63)
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2014). Synthesis of HPV required an additional debenzy-
lation step that was unnecessary in the synthesis of f-deoxy-
a-veratrylglycerone.

Structural Analysis of NaGST,,, and Molecular Model-
ing.

NaGST,,, was screened for crystal formation against
several commercial screens at 277 and 293K using a TTP
Labtech Mosquito® crystallization robot. The best diffract-
ing ammonium acetate precipitated crystal was obtained at
293K, by mixing 0.2 pL of protein solution (277 uM protein
preincubated for 50 min with 10 mM GSH (neutralized with
NaOH)) with 0.2 pL of reservoir solution (4 M ammonium
acetate buffered with 100 mM sodium acetate, pH 4.6). This
crystal was mounted directly from the growth solution by
drawing it through a layer of fomblin oil, thinning the
surrounding liquid with a paper wick, and was plunged into
liquid nitrogen. The best diffracting ammonium sulfate
precipitated crystal was obtained at 293K using 0.13 pL of
protein solution and 85 nL. of reservoir solution (1.35 M
ammonium sulfate, 0.1 M lithium sulfate, and 0.1 M bis-
trispropane, pH 7.5). This crystal was cryopreserved by
adding 0.5 pL of a solution composed of 2 parts reservoir
solution and one part neat glycerol to the droplet containing
the crystal, and equilibrating for 11 min prior to looping and
plunging into liquid nitrogen.

Diffraction data were obtained at the GM/CA beam-line at
Argonne National Laboratory with an Eiger 16M detector
(Casanas et al. 2016). Data were collected on the ammonium
acetate and ammonium sulfate crystal forms using 1.033 A
(for 1.45 A resolution) or 0.7749 A (for 1.25 A resolution)
X-rays, respectively. Diffraction data were reduced using
XDS (Kabsch 2010). Both crystals belonged to space group
P2,2,2, with a predicted solvent content of 60%. The
structure was solved by molecular replacement with Phaser
(McCoy et al. 2007) in the Phenix suite (Adams et al. 2010),
using a search model based on PDB ID 3C8E:A (ecYghU
(Stourman et al. 2011)) modified with phenix.sculptor
(Bunkoczi et al. 2011), based on primary sequence align-
ment. Structure solution revealed two copies of the protein
per asymmetric unit, with strong electron density present for
the paired active site glutathione molecules. Phenix.refine
(Afonine et al. 2012) and COOT (Emsley et al. 2004) were
alternatively used to refine the structure and fit the model to
electron density maps.

For modeling B(R)- and p(S)-GS-HPV and their syringyl
phenylpropanoid analogues into the active sites of NaGST,,,
and ecYghU, the PyMOL Builder function (The PyMOL
Molecular Graphics System, Version 1.8.2.1) was used to
create molecules of GS-HPV or GS-syringyl by adding
atoms onto the GSH2 molecule bound in each active site.
Atoms were added so as to visually minimize steric clash
with the proteins. The potential energies of the protein-GS-
phenylpropanoid complexes were minimized using the
Minimize Structure function of UCSF Chimera (Pettersen et
al. 2004). For the energy minimization, all of the atoms of
the protein-GS-phenylpropanoid complex were held rigid
except for those of the phenylpropanoid moiety and the Cys
sidechain of GSH2. One-hundred steepest descent steps
were run, followed by twenty conjugate gradient steps, and
all step sizes were 0.05 A.

Recipes for Media Components:

Hutner’s vitamin-free Concentrated Base (Cohen-Bazire

et al. 1957) (per 500 mL):

5 g Nitrilotriacetic acid

14.78 g MgS0O,.7H,0

1.67 g CaCl,.2H,0O

4.625 mg (NH,)sMo,0,,.4H,0
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49.5 mg FeSO,.7H,O
25 mL Metals “44”

Metals “44” (per 500 mL):

1.25 g EDTA (free acid) [Add this first; use 10 M
NaOH to help dissolve it.]

5.475 g ZnSO,.7H,O

2.5 g FeSO,.7H,O

0.77 g MnSO,.H,O

0.196 g CuSO,.5H,O

0.125 g Co(NO,),.6H,O

0.0885 g Na,B,0,.10H,0O

Construction of Defined N. aromaticivorans Mutants.

N. aromaticivorans has been reported to use sucrose as
sole carbon source (Stolz et al. 2000), but we found it to be
incapable of growing in the presence of =10% sucrose
(Table 2). We also noticed that the gene Saro_1879 is
annotated as sacB, whose product, levansucrase, makes
sucrose inhibitory to growth of many Gram-negative bac-
teria (Gay et al. 1985). To create an N. aromaticivorans
strain that we could modify using a sacB-containing plas-
mid, we deleted Saro_1879 from its genome. To do this, we
constructed plasmid pK18msB/ASaro1879, in which
genomic DNA from upstream and downstream of
Saro_1879 was cloned into pK18msB-MCS1 (for details of
plasmid construction, see below). This plasmid was mobi-
lized into N. aromaticivorans via electroporation using a
single 2.5 kV pulse in a 0.2 cm cuvette in a MicroPulser
apparatus (Bio-Rad, Hercules, Calif.). N. aromaticivorans
was made electrocompetent by washing exponential phase
cells from LB cultures twice with ice-cold 0.5 M glucose,
then resuspending the cells into 10% glycerol. Transfor-
mants in which the plasmid was integrated into the genome
via homologous recombination (single crossovers) were
selected for by growth on solid LB containing kanamycin.
These strains were grown in liquid LB to allow plasmid loss
via homologous recombination, then plated on solid LB
containing 10% sucrose to select for sucrose-tolerance.
Sucrose-tolerant strains in which Saro_1879 had been
deleted from the genome were confirmed by PCR amplifi-
cation and sequencing of genomic DNA. One of these
strains (12444A1879) was used as the parent strain for
subsequent genetic modifications.

To inactivate Saro_2595, we electroporated plasmid
pK18msB/ASaro2595 (in which genomic DNA from
upstream and downstream of Saro_2595 was cloned into
pK18msB-MCS1) into strain 12444A1879, and a strain
lacking the Saro_2595 gene (referred to as 12444A2595)
was isolated via the process described above for deleting
Saro_1879.

To generate a strain (referred to as 12444ecyghl) in
which Saro_2595 was replaced in the N. aromaticivorans
genome with the £. coli yghU gene, we constructed plasmid
pK18msB/ecyghU-42595, in which yghU (amplified from
E. coli DHS5a. genomic DNA) was cloned into pK18msB/
ASaro2595. This plasmid was mobilized into 12444A2595
via conjugation from E. coli S17-1. Transconjugants (single
crossovers) of N. aromaticivorans were isolated on solid
GluSis containing kanamycin. After growth in liquid GluSis,
strains that lost the plasmid and retained the yghU gene at
the native Saro_2595 locus were isolated on solid GluSis
medium containing sucrose. The presence of the yghU gene
in the genome was confirmed via PCR and sequencing.

Purification of Recombinant Proteins.

Recombinant proteins were purified as described previ-
ously (Gall and Kim et al. 2014), except that cells were lysed
by sonication, first using a Branson Sonifier 450 (Branson
Ultrasonics, Danbury, Conn.) (duty cycle 50%, output level
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6, for six rounds of 1-2 min), then a Qsonica Q500 with a
cup horn attachment (Qsonica, Newtown, Conn.) (60%
amplitude for 10 minutes with cycles of 10 s on, 10 s off).
His-tagged proteins were purified from lysates over a col-
umn packed with Ni**-NTA resin (Qiagen, Hilden, Ger-
many) attached to an AKTAprime plus FPLC (GE Health-
care Life Sciences), then incubated with TEV protease to
remove the His-tag. The protease reaction mixture was
passed through a Ni**-NTA column to separate the recom-
binant protein from the cleaved Hisg-tag and TEV protease
(which also contained a His-tag).

30

Procedures to Construct Plasmids for Genomic Modifica-
tions for N. aromaticivorans and for Puritying Enzymes
Biological reagents. All PCR reactions were performed

with Herculase II polymerase (Agilent Technologies, Santa
Clara, Calif.). Primers were phosphorylated with polynucle-
otide kinase from Promega (Madison, Wis.). All other
enzymes were from New England Biolabs (Ipswich, Mass.).
All primers were from Integrated DNA Technologies (Cor-
alville, lowa). See Table 4.

TABLE 4

Primers used in genomic modifications and enzyme expression.

Name Sequence

Notes

pK18msB Asel

5'-CTGTCGTGCCAGCTGCATTAATG-3' (SEQ

Asel site

ampl F ID NO: 64) (underlined) native
to template

PK18msB- 5'-GAACAt cTAGAAAGCCAGTCCGCAGAA Xbal site

MCS XbaI R AC-3' (SEQ ID NO: 65) (underlined) ;
lowercase bases do
not match template

Sarol879 5'-CCCGRAatt aATCGTGACGGTATCAACCT Asel site

lvnsucr ampl F CC-3' (SEQ ID NO: 66) (underlined) ;

Asel lowercase bases do
not match template

Sarol879 5' -GTTTCGGLt CtAGATCGAGCTGACCGAA Xbal site

lvnsucr ampl R ATC-3' (SEQ ID NO: 67) (underlined) ;

Xbal lowercase bases do
not match template

Saro_2595 5'-GTCGat TAat AGTCCGAGATCGAGGC Asel site

amp Asel for

Saro_2595
amp Xbal rev

Sarol879
lvnsucr del
REV

Sarol879
lvnsucr del
FOR

TGC-3' (SEQ ID NO: 68)

5'-CGACLctAGaCAGAGCCTGAACGAA
GTC-3' (SEQ ID NO: 69)

(underlined) ;
lowercase bases do
not match template

Xbal site
(underlined) ;
lowercase bases do
not match template

5'-CCGACTTTCTTGAAACAGATTTGGCTT
AAGAC-3' (SEQ ID NO: 70)

5'-GTTCATGCTTAACTTCGATGGCGAGC-3"'
(SEQ ID NO: 71)

Saro_2595 del
rev

Saro_2595 del
for

D2595pK18-

ecYghU F

D2595pK18-
ecYghU R

ecYghU-
D2595pK18 F

5'-CCTGCTCCTTGGGGATATTGTTAGTG
TTG-3' (SEQ ID NO: 72)

5' -GGAATCGTTGCAAGCGATCGTCAAG-3'
(SEQ ID NO: 73)

5' -GGAGCAGGCGATGACAGACAATACTT

ATCAGCCCGCGAAAG-3' (SEQ ID NO: 74)

5' -CGAGGCGGGTTTACCCCTGACGCTTAT
CTTCCGTATTCGTC-3' (SEQ ID NO: 75)

5' -TCAGGGGTAAACCCGCCTCGAGACCG
GCGAAC-3' (SEQ ID NO: 76)

underlined region
matches sequence in
pK18msB/ASaro2595

underlined region
matches sequence in
pK18msB/ASaro2595

underlined region
matches sequence in

yghU
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TABLE 4-continued

Primerg used in genomic modifications and enzyme expregsgion.

Name

Sequence

Notes

ecYghU-
D2595pK18 R

Saro2595 Ctag
Pcil F

Saro2595 Ctag
Bsal R

PVP302K Ctag
Bgal F

PVP302K Ctag
NcoIl R

Ctag 2595-pVP
add Stop R

PVP302K Ntag
HindIII F

2595-pVP C to
Ntag F

pvP302 C to
Ntag R

pVP302K-
ecYghU F

pVP302K-
ecYghU R

ecYghU-
PVP302K F

ecYghU-
PVP302K R

PVP302K-
HiFi-ATW-R

PVP302K-
HiFi-ATW-F

5'-TGTCTGTCATcgCCTGCTCCTTGGGGAT
ATTGTTAGTG-3' (SEQ ID NO: 77)

5' -GCAGGacATGTCCTCAGAGTACGTTCC-3 "
(SEQ ID NO: 78)

5'-GTTatctgcgagaccACGATCGCTTGCAACG
ATTC-3' (SEQ ID NO: 79)

5' -CTGCGGTCTCGCAGATGGTAAAATT
CTG-3' (SEQ ID NO: 80)

5'-GGTGATGTCCCATGGTTAATTTCTCCTC
TTTAATG-3' (SEQ ID NO: 81)

5'-tcagaagcccttgACGATCGCTTGCAACGA
TTC-3' (SEQ ID NO: 82)

5'-CATTAAAAGCTTAAACGAATTCGGACT
CGGTACGC-3' (SEQ ID NO: 83)

5'-caagcgaaaatctgtattttcagagcgcgatcgcaggaATG

TCCTCAGAGTACGTTCC-3' (SEQ ID NO: 84)

5'-ccaatgcatggtgatggtgatgatggtgatgtcccatGGTT

AATTTCTCCTCTTTAATG-3' (SEQ ID NO: 85)

5' -GATCGCAGGAATGACAGACAATACTT
ATCAGCCCGCGAAAG-3' (SEQ ID NO: 86

5'-CGGCTTTCTGTTACCCCTGACGCTTATC
TTCCGTATTCGTC-3' (SEQ ID NO: 87

5' -TCAGGGGTAACAGAAAGCCGAAAATA
ACAAAGTTAGCCTGAGCTG-3' (SEQ ID
NO: 88)

5'-TGTCTGTCATTCCTGCGATCGCGCTCT
GAAAATACAGATTTTCG-3' (SEQ ID NO: 89
5'-TCCTGCGATCGCGCTCTGAAAATACAG

ATTTTCG-3' (SEQ ID NO: 90)

5' -CAGAAAGCCGAAAATAACAAAGTTAG
CCTGAGCTG-3' (SEQ ID NO: 91)

underlined region
matches sequence in
yghU; lowercase

bases are not present
in

pK1l8msB/ASaro2595,

but are present in

the N. aromaticivorans
genome

Pcil site
(underlined) ;
lowercase bases do
not match template

Bsal site
(underlined) ;
lowercase bases do
not match template

Bsal site
(underlined)

Ncol site
(underlined)

lowercase bases do
not match pCtag-
2595/pVP302K;
underlined bases are
stop codon

HindIII site
(underlined) ;
lowercase bases do
not match template

lowercase bases do
not match template;
bold ATG is

Saro_ 2595 start sgite;
underlined region is
Tev protease
recognition site

lowercase bases do
not match template;
compliment of
coding region for
8X-Histidine tag is
underlined

underlined region
matches sequence in
PVP302K

underlined region
matches sequence in
PVP302K

underlined region
matches sequence in
yghU

underlined region
matches sequence in

yghU
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TABLE 4-continued

34

Primerg used in genomic modifications and enzyme expregsgion.

Name Sequence

Notes

ecYfcG-pVP-
Ntag-HiFi-F

5t

TTTCGCCCCGACAC-3' (SEQ ID NO: 92)

ecYfcG-pVP-
Ntag-HiFi-R

5t

TCATCACCGAGTTG-3' (SEQ ID NO: 93)

SYK6é yghU 5'-gttattttcggctttetgttaagCTTCGGTCTTCG-3"!
pVvP fix R (SEQ ID NO: 94)

SYK6é yghU 5'-cttaacagaaagccgaaaataacAAAGTTAGCCT
pvP fix F GAG-3' (SEQ ID NO: 95)

gtattttcagagcgcgatcgcaggaATGATCGATCTCTA

ctaactttgttattttcggetttctgTTAACTATCCGAACGC

lowercase region
complementary to
“pVP302K-HiFi-
ATW-R”

lowercase region
complementary to
“pVP302K-HiFi-
ATW-F”

Lowercase region
complementary to
“SYKé yghU pVP
fix F”

Lowercase region
complementary to
“SYKé yghU pVP
fix R”

Construction of pK18msB-MCS1.

Plasmid pK18mobsacB (Schafer et al. 1994) was ampli-
fied via PCR with phosphorylated primers “pK18msB Asel
ampl F” and “pK18msB-MCS Xbal R”. The product was
circularized with T4 DNA ligase, then transformed into F.
coli DHSo. The final 5278-base pair (bp) plasmid,
pK18msB-MCS1, is similar to pK18mobsacB, except that
the multiple cloning site has been removed, and a new Xbal
site is 24 bp from one of the plasmid’s native Asel sites (with
the other native Asel site removed).

Plasmids for Deleting Saro_1879 or Saro_2595.

Regions of N. aromaticivorans genomic DNA containing
either Saro_1879 or Saro_2595, along with ~1300-1600 bp
flanking regions upstream and downstream of each gene,
were separately amplified via PCR using the primer pairs
“Saro1879 lvnsucr ampl F Asel”/“Saro1879 lvnsucr ampl R
Xbal” and “Saro_2595 amp Asel for”/“Saro_2595 amp Xbal
rev”. The amplified DNA fragments were digested with Asel
and Xbal, then ligated with T4 DNA ligase into Asel- and
Xbal-digested pK18msB-MCS1. The resulting plasmids
(pK18msB/Saro1879 and pK18msB/Saro2595) were trans-
formed into E. coli (strain DH5a. for the Saro_1879 plasmid
and Turbo for the Saro_2595 plasmid). PCR was performed
on the purified plasmids using the phosphorylated primer
pairs “Sarol879 lvnsucr del REV*/“Saro1879 lvnsucr del
FOR” or “Saro_2595 del rev”’/“Saro_2595 del for” to gen-
erate linear plasmids lacking the majority of the Saro_1879
and Saro_2595 coding regions, respectively. These DNA
fragments were circularized with T4 DNA ligase to form
plasmids pK18msB/ASaro1879 and pK18msB/ASaro2595.

Plasmid for Incorporating E. coli yghU into the N. aro-
maticivorans Genome.

The yghU gene (locus tag Ga0077588_1407) was ampli-
fied from E. coli DH5a genomic DNA using primers
“D2595pK18-ecYghU F” and “D2595pK18-ecYghU R”,
which each contain a sequence on their 5' end that is
complementary to a region in the plasmid pK18msB/
ASar02595. pK18msB/ASar02595 was amplified with the
primers  “ecYghU-D2595pK18 F” and “ecYghU-
D2595pK18 R”, which each contain a sequence on their 5'
ends that is complementary to E. coli yghU, to generate a
linear fragment in which pK18msB-MCS1 contains the
regions flanking Saro_2595 in the N. aromaticivorans
genome, along with the regions complementary to yghU.
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The PCR amplified fragments were connected using
NEBuilder HiFi DNA Assembly Master Mix (New England
Biolabs) (using 81 ng of the linear pK18msB/ASaro2595
fragment and 22 ng of the yghU fragment) and transformed
into NEB 5-alpha competent E. coli (New England Biolabs).
The resulting plasmid (pK18msB/ecyghU-A2595) consisted
of pK18msB-MCS1 containing the E. coli yghU gene
flanked by regions that flank Saro_2595 in the N. aromati-
civorans genome (i.e., with the start and stop codons posi-
tioned where the respective codons of Saro_2595 would
naturally be).

Enzyme Expression Plasmids

Recombinant Saro_2595.

Saro_2595 was amplified from N. aromaticivorans
genomic DNA with the primers “Saro2595 Ctag Pcil F”” and
“Sar02595 Ctag Bsal R”. This fragment was digested with
Pcil and Bsal. The expression vector pVP302K (Gall and
Ralph et al. 2014) was amplified using the primers
“pVP302K Ctag Bsal F” and “pVP302K Ctag Ncol R”. This
fragment was digested with Bsal and Ncol. The digested
fragments were ligated using T4 DNA ligase, generating
plasmid pVP302K/Ctag-2595, which consists of a TS pro-
moter followed by the coding sequences of Saro_2595, the
RtxA protease from Vibrio cholerae, and an 8X-Histidine
tag.
pVP302K/Ctag-2595 was amplified using phosphorylated
primers “Ctag 2595-pVP add Stop R” and “pVP302K Ntag
HindIII F”. This fragment was circularized using T4 DNA
ligase to generate plasmid pVP302K/Untagged2595, in
which a stop codon has been introduced directly after
Saro_2595. pVP302K/Untagged2595 was amplified via
PCR using phosphorylated primers “2595-pVP C to Ntag F”
and “pVP302 C to Ntag R”. This fragment was circularized
using T4 DNA ligase to generate plasmid pVP302K/Ntag-
2595, which contains a TS promoter followed by coding
sequences for a Hisg tag, a tobacco etch virus (Tev) protease
recognition site and Saro_2595.

Recombinant E. coli YghU.

The yghU gene was amplified from £. coli DHSa genomic
DNA using the primers “pVP302K-ecYghU F” and
“pVP302K-ecYghU R”. pVP302K was amplified by PCR
using the primers “ecYghU-pVP302K F” and “ecYghU-
pVP302K R”. The two amplified fragments, with ends that
are complementary to each other, were concurrently trans-
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formed (94 ng linear pVP302K, 168 ng yghU gene, in 4 pl.
TE buffer) into E. cloni 10G chemically competent cells
(Lucigen, Middleton, Wis.). The fragments were combined
via homologous recombination in vivo (Bubeck et al. 1993),
and the resulting plasmid, pVP302K/Ntag-ecyghU, was
purified from the cells and verified via Sanger sequencing.

Recombinant £. coli YfcG.

The yfcG gene was amplified from E. coli DH5a genomic
DNA using the primers “ecYfcG-pVP-Ntag-HiFi-F” and
“ecYfcG-pVP-Ntag-HiFi-R”. pVP302K was amplified via
PCR using the primers “pVP302K-HiFi-ATW-R” and
“pVP302K-HiFi-ATW-F”. The two amplified fragments,
with ends that are complementary to each other, were
combined using NEBuilder HiFi DNA Assembly Master
Mix (New England Biolabs) (100 ng linear pVP302K, 48 ng
yghU gene) and transformed into NEB 5-alpha competent E.
coli (New England Biolabs). The resulting plasmid,
pVP302K/Ntag-ecyfcG, was purified and verified via
sequencing.

Recombinant SLG_04120.

A fragment containing the SLG_04120 gene, codon-
optimized for FE. coli, with ends complementary to
pVP302K, was ordered as a gBlock from New England
Biolabs. The sequence of the fragment was:

(SEQ ID NO: 96)
5'-GTATTTTCAGAGCGCGATCGCAGGAATGGCCGACTCAGATCCATCCA

TGAATCAGCCGACGGGTTACGTCCCGCCGAAAGTTTGGACCTGGGACAAA

GAGAACGGCGGTCAGTTCAGCAATATCAACGCCCCTACGGCTGGTGCGCG

CCAGGACGTCACGCTCCCTGTAGGGGAGCACCCTATCCAATTATATAGTC

TCGGCACTCCGAATGGTCAGAAAGTTACTATCATGTTGGAAGAACTGCTG

GCTGCTGGCTTTGATGCTGAGTATGACGCCTGGCTCATCAAAATCTACAC

AGGCGAGCAATTCGGATCTGATTTCGTCGCCATTAACCCTAATAGCAAAA

TTCCGGCTATGATGGACCATGGTCTCGATCCGCCGCTCCGTTTATTTGAG

TCTGGTTCTATGTTAGTTTATCTGGCCGAAAAGTTTGGCGCATTCCTCCC

GACCGAAATCCGCAAACGTACGGAAACCTTTAACTGGCTCATGTGGCAGA

TGGGTTCTGCTCCTTTTGTGGGTGGTGGCTTTGGCCACTTCTATGCGTAC

GCCCCATTTAAAATCGAATATGCCATTGATCGTTACGCGATGGAAACCAA

GCGCCAACTGGACGTTCTGGATAAAAATCTGGCCGATCGTGAATTTATGA

TCGGCGATGAAATCACCATCGCAGATTTTGCGATTTTCCCTTGGTACGGC

TCGATTATGCGTGGCGGTTACAACGCGCAAGAATTCTTGAGCACTCACGA

GTACCGTAACGTTGATCGCTGGGTTACGCAGCTTTCTGAACGTACGGGCG

TAAAGCGTGGTCTCCTTGTCAATTCCGCGGGTCGCCCGGGAGGTGGCATT

GCGGAACGCCATAGCGCGGCTGATTTAGACGCGTCGATTAAAGCGGCTGA

ACAAGAGGCCGCGAAGACCGAAGCTLAACAGAAAGCCGAAAATAACAAAG

TTAG-3' (underlined regions match sequences in

PVP302K)

pVP302K was amplified via PCR using the primers
“pVP302K-HiFi-ATW-R” and “pVP302K-HiFi-ATW-F”.

The amplified pVP302K fragment was combined with
SLG_04120 gBlock using ligation-free cloning: fragments
were mixed (57 ng linear pVP302K, 84 ng SL.G_04120, in
4 uL. TE buffer), then transformed into E. cloni 10G com-
petent cells (Lucigen, Middleton, Wis.). DNA sequencing
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was used to identify a plasmid containing the correct DNA
sequence for SLG_04120 in pVP302K, resulting in plasmid
pVP302K/Ntag-SLG_04120.

Identification and Quantification of Extracellular Metabo-
lites

Initial Identification Using LLC-MS.

Compounds were separated on a Phenomenex PFP 250x
4.6-mm column attached to an Accela LC pump equipped
with a PDA UV detector. Running buffers A (5 mM formic
acid and 5% acetonitrile in H,0) and B (methanol) were
initially at 82.5% and 17.5%, respectively. Buffer B was held
at 17.5% for 18 minutes, then increased to 50% over 5
minutes, held at 50% for 3 minutes, then returned to initial
conditions and re-equilibrated for 4 minutes. Flow rate was
1 mL per minute. UV absorbance data from 190-500 nm at
5 Hz and single wavelength data at 254 nm (20 Hz, 9 nm
bandwidth) were collected.

Samples were analyzed by high resolution, tandem mass
spectrometry using a Thermo Scientific Q Exactive Orbitrap
mass spectrometer. The mass spectrometer was operated in
fast polarity switching mode with acquisition of MS/MS
spectra of the two most abundant precursor ions from the
preceding MS1 scan (50-750 Th). Resolution was 35,000 at
200 Th for MS1 scans and 17,500 at 200 Th for MS/MS
scans. Capillary voltage was set at 4000V in both polarities,
sheath gas at 50 units, auxiliary gas at 20 units, probe heater
at 350° C., inlet capillary at 325° C., and the S-Lens at 50
units. AGC target was le6 for MSI1 scans and 2e5 for
MS/MS scans with a maximum injection time of 50 ms. The
isolation width for MS/MS scans was setto 2 Thanda 5 s
dynamic exclusion time was used.

Elemental compositions of the metabolites were derived
from the mass measurements. From the MS/MS fragmen-
tation patterns and previous data, we provisionally identified
the metabolites. We used standards to confirm these putative
identifications by matching retention times and mass spec-
tra.

Results

GGE Metabolism by Sphingomonads.

Genomic sequences predict (Ohta et al. 2015) that M.
aromaticivorans DSM 12444 (Fredrickson et al. 1991, Fre-
drickson et al. 1995), Novosphingobium sp. PP1Y (Noto-
mista et al. 2011), and Sphingobium xenophagum NBRC
107872 (Stolz et al. 2000) contain genes that encode
enzymes required to metabolize guaiacylglycerol-f-guaia-
cyl (GGE) via the bacterial $-etherase pathway (FIG. 1). To
test this, we fed these bacteria erythro-GGE (FIG. 1), either
as sole carbon source or in the presence of another organic
molecule.

We found that N. aromaticivorans 12444A1879 metabo-
lized erythro-GGE and assimilated it into cell material when
fed GGE alone (FIG. 2A (panels A,B) and FIG. 3) or GGE
plus vanillate (FIG. 2B (panels G,H) and Table 5). $-Ether-
ase pathway intermediates threo-GGE, MPHPV, and HPV
transiently appeared in the media of both cultures (FIGS. 2A
and 2B (panels B,H) and FIG. 3), whereas the pathway
intermediate guaiacol was only detected in the medium of
the culture fed GGE plus vanillate (FIG. 2B (panel H)). The
predicted pathway intermediate GS-HPV was not detected
in the medium of either culture.

Compared to N. aromaticivorans, Novosphingobium sp.
PP1Y grew significantly slower in medium containing only
GGE (FIG. 4A (panels A,B)). The maximum cell density and
amount of COD incorporated into biomass were the same
when Novosphingobium sp. PP1Y was fed either GGE plus
vanillate or vanillate only (FIG. 4A (panels E,F) and Table
5), suggesting that this strain did not convert a significant
amount of GGE into biomass in the presence of vanillate. S.
xenophagum did not assimilate GGE into cell material in
any culture tested (based on cell density and COD measure-
ments; FIG. 4B (panels C,G) and Table 5), although low
levels of some f-etherase pathway intermediates were
observed in its culture media (FIG. 4B (panels D,H)).
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Chemical oxygen demand (COD) analysis of bacterial cultures.®

% COD
% COD lost from
Initial  Final COD Final COD incorporated the
Strain Carbon souces COD?  (biomass)® (soluble)? into biomass® cultue/
N. aromaticivorans 3 mM GGE 2100 = 100 480 =70 500 = 100 22% 53%
12444A1879 (FIG. 2A (A, B))
4 mM vanillate (FIG. 1300 = 100 530 £40 280 = 80 41% 37%
2B (G))
4 mM vanillate, 2170 £ 80 720 £ 80 340 £ 60 33% 51%
15 mM GGE
(FIG. 2B (G, H))
Novophingobium sp. 4 mM vanillate (FIG. 1200 = 100 420 =20 240 = 30 36% 44%
PP1Y 4A (B))
4 mM vanillate, 2070 £ 90 420 £20 1080 £ 20 20% 28%
15 mM GGE
(FIG. 4A (E, F)
S. xenophagum NBRC 4 mM glucose 1040 £ 30 490 £30 340 = 20 47% 20%
107872 (FIG. 4B (G))
4 mM glucose, 1970 £ 50 460 =30 1270 = 30 23% 12%
15 mM GGE
(FIG. 4B (G, H))
N. aromaticivorans 3 mM GGE 2090 = 40 30 £ 100 1900 = 30 1% 6%
12444A2595 (FIG. 2A (C, D))
4 mM vanillate (FIG. 1300 = 200 550 =100 330 = 70 41% 34%
2B D)
4 mM vanillate, 2200 £ 100 520 £80 1200 £ 100 23% 24%
15 mM GGE
(FIG. 2B (1, J))
N. aromaticivorans 3 mM GGE 2200 £ 90 500 =100 500 = 100 23% 52%
12444ecyghU (FIG. 2A (E)
4 mM vanillate (FIG. 1400 = 300 570 =50 430 = 50 42% 26%
2B (K))
4 mM vanillate, 2400 + 100 600 = 100 450 = 80 26% 55%
15 mM GGE

(FIG 2B (X, L))

“Units of COD are mg/L
®Initial COD is that of the medium before inoculation.
“Final COD (biomass) is the difference between the unfiltered and filtered final samples.

4Final COD (soluble) is the COD remaining in the medium after filtering the final sample.

“% COD incorporated into biomass is the ratio of Final COD (biomass) to Initial COD.

J% COD lost =1 - (Final COD (biomass) + Final COD (soluble))/Initial COD. It is assumed that the lost COD represents the electrons

in the system that were combined with oxygen during cell growth.

Transcripts of Predicted p-Etherase Pathway Genes
Increase in Abundance when N. aromaticivorans Grows in
the Presence of GGE.

Since N. aromaticivorans metabolized GGE, we investi-
gated the expression of genes predicted to be involved in the
[-etherase pathway in this organism. With the exception of
ligl,, transcription levels of the genes we tested were
increased in cells grown in the presence of GGE versus its
absence (Table 6). Among the GGE-induced transcripts was
one derived from Saro_2595, which encodes a Nu-class
glutathione-S-transferase (named here NaGST,,).

TABLE 6

Fold-changes of transcript levels in N. aromaticivorans

cultures grown in vanillate with or without GGE.#

Gene Homologue® Fold-change®
Saro_0205 SLG_08640, LigD (77.6%) 113
Saro_0793 SLG_35880, LigO (41.5%) 6x2
Saro_0794 SLG_35900, LigN (44.7%) 9=1
Saro_1875 SLG_33660, Ligl. (48.7%) 1=1
Saro_2091 SLG_08650, LigF (59.1%) 8x1
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TABLE 6-continued

Fold-changes of transcript levels in N. aromaticivorans
cultures grown in vanillate with or without GGE.“

Gene Homologue® Fold-change®
Saro_2405 SLG_32600, LigP (65.9%) 17 £9
Saro_2595 MBENS4_2527, GST3 (37.6%) 8 +2

“Transcript levels for each culture were normalized to those of Saro_0141 (rpoZ).
bHomologue is the gene that codes for a product from Sphingobium sp. SYK-6 (SLG) or
Novosphingobium sp. MBES04 (MBENS4) with the highest % amino acid identity to the
product of the indicated N. aromaticivorans (Saro) gene.

“Fold-change is the ratio of the normalized transcript level in cells grown in the presence
of GGE to that in cells grown in the absence of GGE.

NaGST,, cleaves $(R)- and B(S)-GS-HPV.

NaGST,,, is 38% identical in amino acid sequence to
Novosphingobium sp. MBESO4 GST3 (FIG. 5), which can
cleave both B(R)- and B(S)-GS-HPV into HPV in vitro (FIG.
1; (Ohta et al. 2015)). Since N. aromaticivorans lacks any
homologues of LigG (the enzyme from Sphingobium sp.
SYK-6 that cleaves the f(R)-stereoisomer of GS-HPV (FIG.
1; (Masai et al. 2003)), we tested whether NaGST,,, could
cleave both f(R)- and B(S)-GS-HPV in N. aromaticivorans.
We found that recombinant NaGST,,, cleaved both $(R)-
and B(S)-GS-HPV in vitro (FIG. 6). Kinetic analysis of
NaGST,,, showed that it had slightly higher k_,, and ~5-fold
higher K,, with p(R)-GS-HPV than with B(S)-GS-HPYV,
resulting in a ~4-fold higher k_,/K,, with the p(S)-isomer
(Table 7).
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TABLE 7

Kinetic parameters for the enzymatic
conversion of GS-HPV into HPV.?

GS- cat Kar koK

Protein HPV?® s™H (uM) (mMts7h
NaGSTy,, (8 nM) B(R) 80 = 10 40 = 6 1900 = 400
SYK6GSTy, (47 1M)  B(R) 13=x1 557 240 = 40
ecYghU (195 nM) BR)  0.43 £0.03 28 x4 16 3
ecYfeG (195 nM) BR) 0.04 001 160 = 60 0201
NaGSTy,, (8 nM) B(S) 57+9 8x3 8000 = 3000
SYK6GSTy, (18 1M)  B(S) 30«5 11 +2 2700 = 700
ecYghU (195 nM) BS) 029 =0.03 123 246
ecYfeG (195 nM) B(S) 0.017 £0.004 130 £40  0.14 = 0.06

“Kinetic data are from fits shown in FIG. 6
5Stercoisomer of GS-HPV used in reaction (see FIG. 1)

NaGST,, is Necessary for GGE Metabolism In Vivo.

To test for an in vivo role of NaGST,,,, we generated an
N.  aromaticivorans ~ mutant  lacking  Saro_2595
(12444A2595). Unlike its parent strain (12444A1879),
12444A2595 did not incorporate significant GGE into cell
material in any culture (based on cell density and COD
measurements; FIGS. 2A and B (panels C,I)) and Table 5).
When provided only erythro-GGE, 12444A2595 produced
only a small amount of MPHPV and threo-GGE in the
medium (FIG. 2A (panel D)). When 12444A2595 was fed
both vanillate and erythro-GGE, it completely metabolized
the vanillate, and converted almost all of the GGE into
MPHPV (FIG. 2B (panel I)). A small amount of guaiacol
also appeared in the medium of this culture, suggesting that
some MPHPV was cleaved by 12444A2595. However,
unlike the situation for the parent strain, no extracellular
HPV was detected in the 12444A2595 culture (FIGS. 2A and
2B (panels D,J)). These results show that NaGST,,, is
necessary for complete GGE metabolism by N. aromaticiv-
orans.

NaGST,,, is Sufficient for Conversion of GS-HPV into
HPV in N. aromaticivorans.

To determine which step in the p-etherase pathway
requires NaGST,,, we incubated cell extracts of
12444A2595 and its parent strain (12444A1879) with race-
mic MPHPV and GSH. With the 12444A1879 extract,
MPHPV was converted to roughly equimolar amounts of
guaiacol and HPV, along with a small amount of GS-HPV
(FIG. 7 (A)). In contrast, the 12444A2595 extract incom-
pletely cleaved MPHPYV, producing roughly equimolar
amounts of guaiacol and GS-HPV along with a low level of
HPV (~2% of the level of GS-HPV formed; FIG. 7 (B)).
Thus, it appeared that the 12444A2595 extract was defective
in the conversion of GS-HPV into HPV. When recombinant
NaGST,, was added to the 12444A2595 extract (FIG. 7
(B)), the GS-HPV disappeared, with a concomitant increase
in HPV, showing that the defect in GS-HPV cleavage by
12444A2595 extract was caused by the lack of NaGST,,,.

NaGST,,, Homologues Cleave (R)- and f(S)-GS-HPV.

The GST Nu-class is a widespread protein family (Stour-
man et al. 2011, Mashiyama et al. 2014). Indeed, a non-
redundant BLAST search of the NCBI database using NaG-
STy, as query identified over 1,000 proteins with amino acid
identities of >61% and E-values <2.0x107'2*. Besides GST3
from Novosphingobium sp. MBESO4 (Ohta et al. 2015), the
only other Nu-class GSTs that have been analyzed for
catalytic activity are E. coli ecYghU and ecYfcG (61% and
42% amino acid sequence identity with NaGST,,,, respec-
tively; FIG. 5). The roles of these enzymes are unknown, but
they are reported to have disulfide bond oxidoreductase
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activity in vitro (Stourman et al. 2011, Wadington et al.
2009, Wadington et al. 2010, Mashiyama et al. 2014).
Though E. coli is not known to metabolize lignin-derived
GSH adducts, we found that recombinant ecYghU and
ecYfcG were both able to cleave f(R)- and $(S)-GS-HPV in
vitro (FIG. 6). While the K,, values for ecYghU were
comparable to those of NaGST,,, (Table 7), its k_,, values
were much lower than those of NaGST,,, resulting in
k../K,, values for ecYghU with GS-HPV ~100-fold lower
than those of NaGST),,,, under our assay conditions (Table 7).
For ecYfcG, K, ,values were ~10-fold higher and k_,, values
were ~10-fold lower than those of ecYghU, leading to
k../K,, values with GS-HPV ~100-fold lower for ecYfcG
than for ecYghU.

To test whether ecYghU can function in the f-etherase
pathway in vivo, we created a strain of N. aromaticivorans
in which Saro_2595 was replaced in the genome by the E.
coli yghU gene. The resulting strain, 12444ecyghU, metabo-
lized GGE slower than 12444A1879 (the strain containing
NaGST,,; FIGS. 2A and 2B), but still removed all of the
GGE from the medium and assimilated it into biomass,
whereas 12444A2595 could not (FIGS. 2A and 2B (panels
E,F,K,L); Table 5). This shows that ecYghU can substitute
for NaGST,,, in the N. aromaticivorans [-etherase pathway.

Although the sphingomonad Sphingobium sp. SYK-6 can
metabolize GGE (Palamuru et al. 2015, Sato et al. 2009), no
enzyme capable of cleaving (S)-GS-HPV has been identi-
fied in this organism (Masai et al. 2003). We tested a
recombinant version of the Nu-class GST from Sphingobium
sp. SYK-6, coded for by SLG_04120 and named here
SYK6GST,,,, and found that it cleaved both B(S)- and
P(R)-GS-HPV in vitro (FIG. 6). SYK6GST,,, had higher
k., and lower K, , with B(S)-GS-HPV than with p(R)-GS-
HPV, leading to a ~10-fold greater k_,/K,, with the p(S)-
isomer (Table 7). Thus, SYK6GST,,, could cleave (S)-GS-
HPV and potentially contribute, along with LigG, to f(R)-
GS-HPV cleavage in Sphingobium sp. SYK-6 (Masai et al.
2003).

Structural Characterization of NaGST,,,.

We solved two structures of NaGST,,,, crystallized under
different conditions, with resolutions of 1.25 (pdb Suuo) and
1.45 (pdb Suun) A (Table 8). The structures align with each
other with an RMS distance of 0.108 over 7381 atoms.
NaGST,,, is a homo-dimer; each subunit contains a charac-
teristic N-terminal GST (thioredoxin-like) domain (Val39 to
Gly129), a C-terminal GST domain (Ser135 to Leu257), and
a C-terminal extension not present in most other character-
ized classes of GSTs (Val258 to Phe288)* (FIG. 8 (A)).

TABLE 8

Statistics for the crystal structure determinations of NaGSThyy,.
PDB entry Suuo Suun
Precipitant Ammonium sulfate Ammonium acetate
Wavelength 0.7749 1.033
Resolution range 29.36-1.25 (1.295-1.25) 43.97-1.45 (1.502-1.45)
Space group P212121 P212121
Unit cell 68.81 70.39 68.59 70.64

Total reflections
Unique reflections
Multiplicity
Completeness (%)
Mean I/sigma(I)
Wilson B-factor
R-Merge
R-Means

R-Pim

CC1/2

168.23 90 90 90
3049254 (309691)
225346 (22262)
135 (13.9)
99.91 (99.70)
23.67 (1.96)
16.03
0.05235 (1.297)
0.05445 (1.346)
0.01485 (0.3565)

1 (0.841)

168.57 90 90 90
1854065 (113574)
140421 (11067)
13.2 (10.3)
96.48 (76.88)
36.36 (8.82)
13.23
0.04367 (0.2047)
0.04544 (0.2159)
0.01239 (0.06599)
1 (0.986)
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TABLE 8-continued
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Statistics for the crystal structure determinations of NaGSThyy,.

cc*

Reflections used
in refinement
Reflections used
for R-free
R-Work

R-Free
CC(work)
CCffree)

Non-H atoms
Macromolecules
Ligands

Solvent

Protein residues
RMS(bonds)
RMS(angles)
Ramachandran
favored/allowed/
outliers (%)
Rotamer
outliers (%)
Clashscore
Average B-factor
B-Factor

1 (0.956)
225262 (22242)

1963 (197)

0.1303 (0.2607)
0.1324 (0.2979)
0.978 (0.913)
0.988 (0.851)

5658
4626
252
780
569
0.007
1.02
93.75/2.30/0.35

0.43
1.89

22.39
20.02/26.98/34.97

1 (0.997)
140408 (11066)

1852 (154)

0.1357 (0.206)
0.1365 (0.1595)
0.978 (0.971)
0.975 (0.9363)

5852
4628
244
980
1040
0.008
1.08
96.82/2.65/0.53

0.43
2.13

19.61
16.91/19.017/33.64

macromolecules/
ligands/solvent
No. TLS groups 9 9

*The residue numbers used here for NaGSTy, are for the native protein represented by
SEQ ID NO: 18; residues numbers in the pdb entries differ by +5 since the protein used
for crystallization contained an N-terminal extension left after proteolytic removal of the
Hisg-tag.

Statistics for the highest-resolution shell are shown in parentheses.

The structure of NaGST,,, is most similar to those of the
Nu-class GSTs ecYghU (pdb 3c8e (Stourman et al. 2011),
with an RMSD of 0.49 A over 3116 atoms) and Streptococ-
cus sanguinis SK36 YghU (ssYghU; pdb 4mzw (Patskovsky
et al), with an RMSD of 0.58 A over 3004 atoms). In
NaGSTy,,, ecYghU, and ssYghU, a short channel leads from
the active site pocket to the solvent (FIGS. 9 and 12). In
other structurally characterized Nu-class GSTs, including
ecYfeG (pdb 3gx0 (Wadington et al. 2009)), the active site
is more solvent exposed, since these proteins lack N-termi-
nal residues that contribute to the channel walls in the other
proteins (FIG. 5; Supplemental Materials of Thuillier et al.
2013).

The active site electron density in NaGST,,, was modeled
as a mixed population of GSH1 and GSH2 thiols with an
S—S distance of 2.4 A (~60% occupancy) and GS-SG
disulfide with an S—S distance of 2.0 A (~40% occupancy)
(FIG. 8 (B)). Since the crystallization solutions initially
contained only GSH, the disulfide likely formed via adven-
titious oxidation of the closely situated GSH thiols during
the crystallization period (~4 weeks), or during X-ray dif-
fraction data collection. For comparison, ecYghU shows a
dithiol configuration with HS-SH distance of 2.8 A (Stour-
man et al. 2011), whereas ssYghU and ecYfcG each show a
disulfide configuration with S—S distance of 2.1 A (Wad-
ington et al. 2009, Patskovsky et al.).

In NaGST,,, seven residues make close contacts with
GSH1 (Thr51, Asn53, GIn86, Lys99, 11e100, Glul16, and
Ser117) and three residues make close contacts with GSH2
(Asn25, Asn53, and Argl77 from the opposite chain in the
dimer) (FIG. 8 (B)). These residues and contacts to the
GSHs are conserved in the YghU structures ((Stourman et al.
2011, Patskovsky et al.); ecYfcG is missing an analogue of
Asn25, as it is truncated at its N-terminus relative to the
other proteins (FIG. 5). The conserved threonine forms a
hydrogen-bond with the GSH1 thiol that is characteristic of
Nu-class GSTs (Stourman et al. 2011) (FIG. 8 (B); 3.0 A
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interatomic distance for Thr 51 in NaGSTy,). ecYghU is
predicted to have one additional interaction with GSH1 (via
GInl51 (Stourman et al. 2011)) not present in NaGST,,,
ssYghU, or ecYfcG (which contain Vall50, Thr148, and
Vall05 at this position, respectively).

Alignment of the individual subunits of NaGST,,,, ecY-
ghU and ssYghU shows four different configurations for
their C-termini (FIG. 9 (A)): two for NaGST,,, (FIG. 9
(B,C)) and one each for ecYghU (FIG. 9 (D)) and ssYghU
(FIG. 9 (E)). The C-terminal region of ecYfcG is in essen-
tially the same configuration as that of ssYghU, though the
last eleven residues of ecYfcG are not present in its crystal
structure. The two NaGST,,, subunits differ in the position-
ing of residues Leu258 to Phe288, with Phe288 being distant
from the active site channel in one subunit (Suun open, FIG.
9 (B)), and near the channel entrance in the other (Suun
closed, FIG. 9 (C)), a difference of ~18 A. The closed
NaGST,,, configuration is stabilized by hydrogen-bonds
between the sidechain amide of Lys262 and the carbonyl
oxygen of Lys286, and the sidechain amide of Lys286 and
the carbonyl oxygen of Arg220. The open configuration
lacks these interactions and the sidechain of Arg220 has two
rotamer positions. The sizes of the active site channel
opening in the open and closed configurations of NaGST,,,
are ~18 A% and ~11 A2 respectively (FIG. 9 (B,C)). For
comparison, the area of active site access for both ecYghU
and ssYghU is ~25 A% (FIG. 9 (D,E)). The placement of
helices-10 and 11 in ecYghU (FIG. 9 (D)), and the truncated
C-terminal sequence of ssYghU (FIG. 9 (D), FIG. 5), make
it is unlikely that either of these C-termini can occupy a
position similar to that seen in NaGST,,.

Modeling of B(R)- and B(S)-GS-HPV into the GSH2
position in the NaGST,,, active site predicts that their HPV
moieties extend into the active site channel in different
orientations (FIG. 10 (A)). The channel interior includes the
phenol groups of Tyr166 and Tyr224, and the carboxylate of
Phe288 in the closed configuration. Our models predict that
these three residues interact differently with B(R)- and
P(S)-GS-HPV. With the less reactive f(R)-GS-HPV, Tyrl66
is predicted to provide a long interaction (4 A) with the
a-ketone, whereas Tyr224 hydrogen-bonds to the y-hy-
droxyl (3.1 A), which in turn hydrogen-bonds to the a-ke-
tone (FIG. 10 (B)). With the more reactive f(S)-GS-HPYV,
Tyr166 is predicted to provide a cation-n interaction with its
aromatic ring (average distance 3.4 A), whereas Tyr224
provides a hydrogen-bond to its y-hydroxyl (FIG. 10 (C)).
Phe288 is also predicted to hydrogen-bond with the phenolic
group of both B(R)- and P(S)-GS-HPV in the closed con-
figuration of NaGST,,.

Discussion

In developing bio-based systems to depolymerize lignin,
optimized cellular and enzyme catalysts are needed. In this
study, we tested sphingomonads for the ability to break the
p-aryl ether bond commonly found in lignin (FIG. 1), and
characterized a Nu-class glutathione-S-transferase from M.
aromaticivorans that acts as a glutathione lyase in the
[p-etherase pathway (NaGST,,,). Our finding that other Nu-
class GSTs also catalyze this reaction provides important
insight into the function of this enzyme family in lignin
depolymerization and possibly metabolism of other com-
pounds that proceed via GSH-conjugates.

Differences in GGE Metabolism.

We found that N. aromaticivorans was the most effective
species studied here at metabolizing the dimeric aromatic
compound GGE and assimilating it into cellular material.
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The rate of GGE metabolism by N. aromaticivorans is
comparable to those of Erythrobacter sp. SG61-1L (Pala-
muru et al. 2015) and Novosphingobium sp. MBESO4 (Ohta
et al. 2015) (FIG. 3). Sphingobium sp. SYK-6 (Palamuru et
al. 2015), Novosphingobium sp. PP1Y (FIG. 4A), and S.
xenophagum (FIG. 4B) are slower and/or less efficient at
metabolizing GGE, even though they each contain enzymes
implicated in the f-ctherase pathway.

GGE Metabolism by N. aromaticivorans.

The appearance of extracellular MPHPV, threo-GGE, and
HPV in N. aromaticivorans cultures suggests that it excretes
these [-etherase pathway intermediates (FIGS. 2A and 2B).
The appearance of threo-GGE in cultures fed erythro-GGE
shows that GGE oxidation is reversible in vivo, as was
previously found for Pseudomonas acidovorans D3 (Vicuia
et al. 1987). The low level of extracellular guaiacol, and the
absence of extracellular GS-HPV in GGE-fed cultures sug-
gest that MPHPV cleavage occurred intracellularly, as was
proposed for Novosphingobium sp. MBESO4 (Ohta et al.
2015), and which was expected, based on the requirement
for GSH for this reaction (FIG. 1). Since the conversion of
GS-HPV into HPV also requires GSH, this reaction also
likely occurred intracellularly. The relatively late uptake of
HPV from the media (FIGS. 2A and 2B (panels B,H))
suggests that N. aromaticivorans metabolized and assimi-
lated guaiacol before HPV. In contrast, Erythrobacter sp.
SG61-1L metabolized HPV, but not guaiacol (Palamura et
al. 2015), and Pseudomonas acidovorans E-3 consumed the
guaiacol only after consuming the phenylpropanoid formed
from splitting veratrylglycerol-f-guaiacyl ether (Crawford
et al. 1973). This shows that species use different strategies
for metabolizing -etherase pathway intermediates, a feature
that could be useful in developing strains that produce
specific pathway intermediates.

Bacterial metabolism of HPV has been proposed to pro-
ceed through acetovanillone, vanillin, vanillate, and proto-
catechuate (Crawford et al, 1973; Masai et al., 2007;
Palamuru et al., 2015; Vicuila et al., 1987), and metabolism
of guaiacol has been proposed to proceed through catechol
(Crawford et al., 1973). However, we failed to detect any of
these compounds in N. aromaticivorans culture media, sug-
gesting that aromatic intermediates downstream of HPV and
guaiacol were retained within the cells upon formation.

Nu-Class GSTs can Function as Glutathione Lyases.

We found that NaGST,,,, SYK6GST,,, ecYghU, and
ecYfcG cleave the GS-moiety from both B(R)- and B(S)-
GS-HPV, though with a wide range of catalytic efficiencies
(k../K,,) (at least 10*-fold; Table 7). Thus, along with GST3
from Novosphingobium sp. MBESO4 (Ohta et al., 2015), all
five of the Nu-class GSTs that have been tested for GS-HPV
cleavage show glutathione lyase (deglutathionylation) activ-
ity with both stereoisomers of this substrate. Phylogenetic
analysis of Nu-class GSTs shows these enzymes lie in
widely separate sub-clades, suggesting that this activity may
be widespread throughout this large class of proteins (FIG.
13).

Proposed Mechanism for the Nu-Class GST Glutathione
Lyase Reaction.

We modeled the GS-moiety of GS-HPV into the GSH2
active site position of NaGST,,, (FIG. 8 (B)), with the HPV
moieties of B(R)- and P(S)-GS-HPV extending into the
active site channel in different orientations (FIG. 10(A) and
FIG. 12 (A,B)). We propose a mechanism for the glutathione
lyase reaction (FIG. 11) in which the thiol of the GSHI1
molecule (FIG. 8 (B)) is activated by hydrogen-bonding
with the conserved active site threonine (Thr51), which has
moderate reactivity as a base at pH 8.5 (FIG. 11 (A)). The
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activated GS1 thiol attacks the GS- of GS-HPV to form a
disulfide GS-SG. In our proposed mechanism, the lyase
reaction (C—S bond cleavage) is facilitated by polarization
of the GS-HPV a-ketone by interactions involving Tyr166
and Tyr224 (which are highly conserved amongst many
Nu-class GSTs; FIG. 5), and the y-hydroxyl of HPV, with
different interactions for the two GS-HPV stereoisomers
(FIG. 11 (A)). With B(R)-GS-HPV, Tyrl66 is predicted to
provide a long interaction (3.9 A) with the a-ketone, while
Tyr224 hydrogen-bonds to the y-hydroxyl (3.1 A), which in
turn hydrogen-bonds to the a-ketone (FIGS. 10 (B) and 11
(A)). Tyrl66 is predicted to provide a cation-w interaction
with the aromatic ring of the tighter binding $(S)-GS-HPV
(average distance 3.4 A), while Tyr224 provides a hydrogen-
bond to its y-hydroxyl (FIGS. 10 (C) and 11 (A)). Phe288 is
also predicted to hydrogen-bond with the phenolic group of
both P(R)- and P(S)-GS-HPV in the closed C-terminal
configuration of NaGST,, (FIGS. 10 (B,C) and 11). ecYfcG
lacks analogues of these Tyr residues (FIG. 5), which may
contribute to its diminished catalytic capability (k. /K,,
values ~10*-fold lower than those of NaGST,,; Table 7). In
the absence of a redox cofactor, we propose that a transient
enolate (FIG. 11 (B)) stores the 2e~ reducing equivalents
released by disulfide bond formation as an incipient carban-
ion. Due to active site steric constraints, our model places
the reactive portion (S—Cp—(C,=0)-aryl) of both B(R)-
and B(S)-GS-HPV into roughly planar configurations in the
NaGSTy,,, channel (FIG. 10 and FIG. 12 (A,B)), which
should promote the formation of the enolate intermediate
(FIG. 11 (B)). In contrast, steric constraints in the ecYghU
active site channel resulting from differences between its
channel interior and that of NaGST,,, place these reactive
GS-HPV atoms ~45° out of alignment in our ecYghU
models (FIG. 12 (C,D)), providing a possible explanation
for the slower reactivity of ecYghU with GS-HPV compared
to NaGST,,, (ecYghU has values ofk_,/K,,~100-fold lower
than those of NaGSTy,,,; Table 7). Collapse of the proposed
enolate intermediate proceeds with carbanion trapping of a
solvent-derived proton, corresponding to reduction of the
carbon atom originally containing the thioether bond (FIG.
11 (C)).

This proposed mechanism for Nu-class GSTs with GS-
HPV is different from that proposed for the omega class
GST LigG, in which B(R)-GS-HPV initially forms a mixed
disulfide with a cysteine residue, releasing the HPV moiety
(Pereira et al. 2016). A GSH molecule then enters the LigG
active site and combines with the enzyme bound GS-moiety
to form GSSG. A side chain thiol is unlikely to be involved
in Nu-class glutathione lyase activity, since NaGST,,, only
contains one cysteine, which is ~21 A away from the active
site, and SYK6GST,,, and ecYghU do not contain any
cysteine residues.

NaGSTy,,, Converts B(R)- and B(S)-GS-HPV into HPV in
N. aromaticivorans.

Although GST3 from Novosphingobium sp. MBESO4
can convert B(R)- and B(S)-GS-HPV into HPV in vitro
(Ohta et al. 2015), a physiological role in the p-etherase
pathway has not been established. The inability of N. aro-
maticivorans 12444A2595 to completely metabolize GGE
(FIGS. 2A and 2B (panels C,D,1,J)) shows that NaGST,,, is
necessary for the f-etherase pathway in N. aromaticivorans.
Unexpectedly, we found that 12444A2595 accumulated
extracellular MPHPV. Cleavage of MPHPV into guaiacol
and GS-HPV is catalyzed by LigF and LigE/P (FIG. 1),
enzymes that are likely expressed in 12444A2595, since
crude extract from this strain can cleave MPHPV (FIG. 7
(B)). We hypothesize that without NaGST,,,, GS-HPV accu-
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mulates intracellularly in 12444A2595, and cells become
limited for the GSH that is needed to cleave MPHPV.

It is unclear whether the trace amount of HPV formed in
assays using 12444A2595 extract (FIG. 7 (B)) resulted from
activity of an unknown enzyme or spontaneous cleavage of
GS-HPV. In any event, addition of recombinant NaGST,,, to
the 12444A2595 extract resulted in the complete conversion
of GS-HPV into HPV (FIG. 7 (B)), providing the first
demonstration of a single enzyme being sufficient for one of
the steps of the f-etherase pathway in vivo.

The Role of Nu-Class GSTs in the p-Etherase Pathway.

The ability of Nu-class GSTs to cleave both B(R)- and
P(S)-GS-HPV raises the question of why some species
contain both this enzyme and LigG (e.g. Sphingobium sp.
SYK-6), which is specific for the p(R)-isomer (FIG. 1). Our
data show that both NaGST,, and SYK6GST,,, have a
higher k_,/K,, value with B(S)-GS-HPV than with the
P(R)-isomer (Table 7). For NaGST,,,, this difference in
k.,/K,, values between the stereoisomers was ~4-fold and
the values (~8000 and ~1900 mM™* s™* for the B(S)- and
P(R)-isomers, respectively) are both greater than that
reported for LigG with B(R)-GS-HPV (1700 mM™* s*
(Pereira et al. 2016)). For SYK6GST,,,, the difference in
k.,/K,, values between the isomers is ~10-fold, and the
value with B(R)-GS-HPV (~240 mM~' s7') is lower than
that reported for LigG. These observations suggest that
SYK6GST,, likely cleaves p(S)-GS-HPV in Sphingobium
sp. SYK-6, but that LigG may play a role in cleaving
P(R)-GS-HPV in that organism. Although cell extract from
a Sphingobium sp. SYK-6 ALigG mutant completely
cleaved a racemic GS-HPV sample (since the lysate pre-
sumably contained active SYK6GST,;,,) the physiological
effect of deleting LigG was not reported (Masai et al. 2003).
Perhaps organisms like N. aromaticivorans that lack LigG
need Nu-class GSTs to have higher efficiencies toward
P(R)-GS-HPV than Nu-class GSTs in species that contain a
stereospecific enzyme like LigG.

The Potential Role(s) of Nu-Class GSTs in Bacteria that
do not Contain the 13-Etherase Pathway.

Many organisms contain Nu-class GSTs, including those
not known or predicted to use the p-etherase pathway
(Mashiyama et al., 2014; Stourman et al., 2011). Whereas
several of these enzymes have been found to have disulfide
bond reductase activity in vitro, the physiological roles of
most of these proteins are unknown (Mashiyama et al.,
2014; Stourman et al., 2011). We found that ecYghU and
ecYfeG from E. coli, an organism not known to metabolize
lignin-derived phenylpropanoids, can cleave both p(R)- and
P(S)-GS-HPV in vitro, though with lower catalytic efficien-
cies than NaGST,,, and SYK6GST,,, (Table 2). The fact that
ecYghU can replace NaGST,,, in N. aromaticivorans (FIGS.
2A and 2B (panels E,FK,[)) shows that it can indeed
function as a glutathione lyase in vivo. The relatively low
k../K,, values of ecYghU and ecYfcG in cleavage of
GS-HPV compared to NaGST,,, and SYK6GST,,, could
reflect the fact that GS-HPV is not a natural substrate for the
E. coli enzymes. Although the overall structures of Nu-class
GSTs are similar, differences in the residues surrounding the
active sites (as seen between NaGST,,, and ecYghU, for
example; FIG. 12) could make enzymes from other organ-
isms better suited for binding and cleaving other GS-
conjugates that they more commonly encounter.

Conclusion

This work shows that N. aromaticivorans can rapidly and
completely metabolize the p-aryl ether-containing com-
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pound GGE, and that the Nu-class glutathione-S-transferase
NaGST),,, plays a direct role in this process. The following
example illustrates that NaGST,,, can participate in cleavage
of bona fide lignin oligomers in vitro, indicating utility of
this enzyme in converting biomass into valuable chemicals.
NaGST,,, and other Nu-class GSTs can cleave both the
P(R)- and B(S)-sterecoisomers of the f-etherase pathway
intermediate GS-HPV, in contrast to the other characterized
enzymes in the pathway, which are stereospecific (FIG. 1).
Our finding that ecYghU also cleaves GS-HPV shows that
Nu-class GSTs from organisms lacking the -etherase path-
way can nevertheless act as racemic glutathione lyases.

Example 2

In Vitro Enzymatic Release of Syringyl, Guaiacyl, and
Tricin Units from Lignin

Summary

New information and processes are needed to derive
valuable compounds from renewable resources. Lignin is an
abundant, heterogeneous, and racemic polymer in terrestrial
plants, and it is comprised predominantly of guaiacyl and
syringyl monoaromatic phenylpropanoid units that are cova-
lently linked together in a purely chemical radical coupling
polymerization process. In addition, the plant secondary
metabolite, tricin, is a recently found and abundant lignin
monomer in grasses. The most prevalent type of inter-unit
linkage between guaiacyl, syringyl, and tricin units is the
[-ether linkage. Previous studies have shown that enzymes
in the bacterial f-etherase pathway catalyze glutathione-
dependent cleavage of f-ether bonds in dimeric B-ether
lignin model compounds, resulting in the release of mono-
aromatic products, the reduction of nicotinamide adenine
dinucleotide (NAD™) to NADH, and the oxidation of glu-
tathione (GSH) to glutathione disulfide (GSSG). To date,
however, it remains unclear whether the known f-etherase
enzymes are active on lignin polymers. Here, we report on
enzymes that catalyze [-ether cleavage from model com-
pounds and bona fide lignin, under conditions that recycle
the cosubstrates NAD* and GSH. Guaiacyl, syringyl and
tricin derivatives were identified as reaction products when
different model compounds or lignin fractions were used as
substrates. These results provide the first demonstration of
an in vitro enzymatic system that can recycle NAD* and
GSH while releasing aromatic monomers from model com-
pounds as well as natural and engineered lignin oligomers.
These findings can improve the ability to produce valuable
aromatic compounds from a renewable resource like lignin.

Introduction

There is economic and environmental interest in using
renewable resources as raw materials for production of
chemicals that are currently derived from fossil fuels.
Lignin, a renewable resource that accounts for ~15-30% (dry
weight) of vascular plant cell walls (Higuchi 1980, Lewis et
al. 1990), is comprised of aromatic compounds that may be
valuable commodities for the biofuel, chemical, cosmetic,
food, and pharmaceutical industries (Sinha et al. 2008).
Consequently, intensive efforts are currently aimed at devel-
oping chemical, enzymatic and hybrid methods for deriving
simpler and lower molecular weight products from lignin
(Gall et al. 2017).

The lignin backbone is predominantly composed of gua-
iacyl (G) and syringyl (S) phenylpropanoid units (FIG. 16
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(A)) that derive from the monomers coniferyl and sinapyl
alcohol that become covalently linked during lignification
via radical coupling reactions, primarily by endwise addition
of' a monomer (radical) to the phenolic end of the growing
polymer (radical). G and S units are inter-linked by a variety
of chemical bonds by which the units are characterized:
resinols (B-f), 4-O-5-diaryl ethers, phenylcoumarans (p-5),
and p-O-4-aryl ethers (termed [-ethers hereafter)] (Adler
1977, Adler 1957, Adler 1955). In grasses, the flavone tricin
(T units, FIG. 16 (A)) begins a chain and is covalently linked
to the next unit via a 4-O-f-ether bond (Lan et al. 2016, Lan
et al. 2015, del Rio et al. 2012). Given that approximately
50-70% of all inter-unit linkages in lignin are p-ethers
(Adler 1977, Adler 1957, Adler 1955), cleavage of these
bonds is crucial for processes aiming to derive valuable low
molecular weight compounds from lignin in high yields. The
formation of p-ether linkages during lignification generates
a racemic lignin product containing both B(R)- and B(S)-
carbons that, after re-aromatization of the quinone methide
intermediate by proton-assisted water addition, are adjacent
to either a(R)- or a(S)-configured benzylic alcohols (Aki-
yama et al. 2002, Sugimoto et al. 2002, Ralph et al. 1999).
Each unit therefore has 4 optical isomers and two ‘real’
isomers—the so-designated threo and erythro (or syn and
anti) isomers. Lignin depolymerization via [-ether bond
cleavage has been demonstrated with chemical catalysis
(Rahimi et al. 2013, Rahimi et al. 2014). In addition,
cytoplasmic enzymes in a sphingomonad p-etherase path-
way have been identified that oxidize and cleave model
p-ether linked aromatic dimers (Masai et al. 2007).

The p-etherase pathway is present in Sphingobium sp.
strain SYK-6 and other sphingomonads (e.g., Novosphingo-
bium spp.) (Masai et al. 2007, Gall and Ralph et al. 2014).
The diaromatic p-ether-linked guaiacylglycerol-f3-guaiacyl
ether (GGE, FIG. 16 (B)) lignin model compound has been
used as a substrate to identity the following three enzymatic
steps in cleavage of f-ether linkages in vitro (Gall and Ralph
et al. 2014, Masai et al. 2003, Sato et al. 2009, Tanamura et
al. 2010, Gall and Kim et al. 2014): (1) a set of dehydro-
genases catalyze nicotinamide adenine dinucleotide
(NAD")-dependent a.-oxidation of GGE to GGE-ketone and
NADH (Sato et al. 2009, Masai and Kubota et al. 1993), (2)
[p-etherases that are members of the glutathione S-trans-
ferase superfamily, carry out glutathione (GSH)-dependent
cleavage of GGE-ketone, releasing guaiacol and $-S-gluta-
thionyl-y-hydroxy-propiovanillone (GS-HPV) (Masai et al.
2003, Gall and Kim et al. 2014, Masai and Katayama et al.
1993), and (3) one or more glutathione lyases catalyze
GSH-dependent cleavage of GS-HPV, yielding glutathione
disulfide (GSSG) and y-hydroxypropiovanillone (HPV)
(Masai et al. 2003, Gall and Kim et al. 2014, Rosini et al.
2016, Kontur et al. 2018).

The use for multiple enzymes at some of the pathway’s
steps is attributable to the existence of both R- and S-con-
figured chiral centers in lignin (Akiyama et al. 2002, Sug-
imoto et al. 2002, Ralph et al. 1999). The known NAD™*-
dependent dehydrogenases (LigD, Ligl., LigN, and LigO)
exhibit strict stereospecificity at the a position with indif-
ference to the configuration at the § position (Sato et al.
2009). With model diaromatic substrates, [.igD and LigO are
active on the R-configured a-epimers, whereas Ligl, and
LigN are active on the S-configured a-epimers. Because the
combined activity of these dehydrogenases eliminates the
chiral center at a, GGE-ketone exists as two f§-enantiomers
that are cleaved by stereospecific f-etherases LigE, LigP and
LigF, each of which catalyzes the release of guaiacol with
chiral inversion at the §§ position, and one of two [-epimers
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of GS-HPV (LigE and LigP convert B(R)-GGE-ketone to
P(S)-GS-HPV and LigF converts B(S)-GGE-ketone to f(R)-
GS-HPV) (Gall and Kim et al. 2014). The final step is the
GSH-dependent cleavage of the GS-HPV epimers, yielding
GSSG and HPV as coproducts. LigG has been shown to
cleave both B(R)-GS-HPV and B(S)-GS-HPV (Rosini et al.
2016), although it appears to have a strong preference for the
former (Masai et al. 2003, Gall and Kim et al. 2014).
Recently, a GSH transferase from Novosphingobium aro-
maticivorans DSM12444 (NaGST,,; Saro_2595 in Gen-
Bank assembly GCA_000013325.1) (Kontur et al. 2018) has
been shown to have high activity with B(R)-GS-HPV and
P(S)-GS-HPV both in vivo and in vitro, producing HPV and
GSSG as products (FIG. 16 (B)).

Despite what is known about the activity of individual
[p-etherase pathway enzymes with model diaromatic com-
pounds, there is little information on their function with
lignin oligomers. In vivo activity may be limited to aromatic
dimers or small lignin oligomers due to restrictions in
transporting large polymers into the bacterial cytoplasm
where the [-etherase pathway enzymes are found. To better
understand the function of -etherase pathway enzymes, we
sought to use a minimal set of enzymes to develop a coupled
in vitro assay capable of releasing G, S and T aromatic
monomers and recycling the cosubstrates NAD* and GSH.
Here we demonstrate complete conversion of GGE to gua-
iacol and HPV in a reaction containing LigD, LigN, LigE,
LigF, NaGST,,,, and the Allochromatium vinosum DSM180
GSH reductase (AvGR), which catalyzes NADH-dependent
reduction of GSSG (FIG. 16 (B)) (Reiter et al. 2013). We
also show that this same combination of enzymes releases
tricin from the model compound guaiacylglycerol-f-tricin
ether (GTE, FIG. 16 (C)). In addition, we show that the same
combination of enzymes releases G, S, and T units from
bona fide lignin oligomers; this is the first report to dem-
onstrate the release of tricin from lignin units by biological
methods. We discuss new insights gained from this study
and its implications for the future production of these and
possibly other valuable products from lignin.

Methods

General.

GGE was purchased from TCI America (Portland, Oreg.).
Tricin, GTE, GTE-ketone, HPV, y-hydroxypropiosyringone
(HPS) and GGE-ketone were synthesized by previously
described methods (Adler et al. 1955, Lan et al. 2015, Masai
et al. 1989). All other chemicals were purchased from
Sigma-Aldrich (St. Louis, Mo.). Methods to isolate and
characterize maize (Zea mays) corn stover (MCS) and
hybrid poplar (HP) lignin samples were described previ-
ously (Lan et al. 2015, Stewart et al. 2009, Shuai et al. 2016).
'H and *C NMR spectra were recorded on a Bruker Biospin
(Billerica, Mass.) AVANCE 700 MHz spectrometer fitted
with a cryogenically-cooled 5-mm quadruple-resonance
'HA'P/*3C/*N QCI gradient probe with inverse geometry
(proton coils closest to the sample). Manipulation of DNA
and preparation of Escherichia coli transformant cultures
were carried out according to previously described methods
(Moore 2003). All lig genes from Sphingobium sp. strain
SYK-6, as well as those encoding AvGR from A. vinosum
DSM180 were codon optimized for expression in £. coli and
obtained from GeneArt® (Life Technologies). NaGST,,,
was amplified and cloned from N. aromaticivorans
DSM12444 genomic DNA (Kontur et al. 2018).

Plasmid and Protein Preparation.

Procedures for cloning, recombinant expression and puri-
fication of Tev protease, LigE, LigF, LigG, and NaGST,,, are
described elsewhere (Gall and Kim et al. 2014, Kontur et al.
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2017). Codon-optimized ligD, ligN and genes AvGR were
cloned into plasmid pVP302K (Gall and Kim et al. 2014) via
the PCR overlap method (Shevchuk et al. 2004, Bryksin et
al. 2010, Horton et al. 2013, Horton 1993). Expression and
purification of LigD, LigN, NaGST,,,, and AvGR followed
similar procedures as those used previously (Gall and Kim
et al. 2014). Briefly, E£. coli strain B834 cultures, trans-
formed with expression plasmids, were grown aerobically
overnight in 1 L of auto-induction ZYM-5052 medium
(Studier 2005) supplemented with 100 ug mL~" kanamycin.
Cells were pelleted and extracts prepared via compression
and sonication. Histidine-tagged proteins were purified from
cell lysates via Ni-NTA affinity chromatography with QIA-
GEN Ni-NTA resin. His-tagged Tev protease was used to
liberate N-terminal His-tags and a second round of Ni-NTA
affinity chromatography was used to remove the tag and Tev
protease before separation by size-exclusion chromatogra-
phy. Protein preparations were concentrated and frozen with
liquid N,.

Enzyme Assays.

In vitro enzyme assays containing LigD, LigN, LigE,
LigF, NaGST,,, (or LigG), and AvGR (or a subset of those
enzymes) were conducted in assay buffer (25 mM Tris, 2.0%
DMSO, pH 8.0). The concentration of each enzyme was 50
pg mL " in all assays. When GGE (6 mM) was the substrate,
the initial cosubstrate concentrations were 2 mM NAD™" and
4 mM GSH. When GTE (1 mM) was the substrate, the initial
cosubstrate concentrations were 5 mM NAD™ and 5 mM
GSH. When an isolated lignin sample was used as the
substrate (2.2 mg mL™"), the initial cosubstrate concentra-
tions were 2 mM NAD" and 4 mM GSH. Enzyme assays (1
mlL or larger volume as needed) were carried out (in dupli-
cate) as follows: (1) the substrate (GGE, GTE, or lignin) was
dissolved in DMSO (50-times concentrated above the
intended assay concentration) and 20 pl of the solution were
added to a 2 mL wvial, (2) 880 uL of 25.6 mM Tris pH 11.5
(where the acidic effect of GSH drops the pH to 8.0 after
addition of 5 mM GSH), (3) 50 uL of a stock solution in 25
mM Tris containing NAD* and GSH (each is 20-times
concentrated above the intended assay concentration), and
(4) 50 uL. of 20-times concentrated mixture of the desired
enzymes. At indicated time points, 150 pl. samples were
removed from an assay and enzymatic activity was abol-
ished by pipetting into 5 ul. of 5 M phosphoric acid. GGE,
guaiacol, HPV, and HPS concentrations were quantified for
each time point [see below]| using a linear regression of
known standards for each compound.

Preparative Gel-Permeation Chromatography (GPC).

GPC of lignin samples was carried out using a Beckman
125NM solvent delivery module equipped with a Beckman
168 UV detector (=280 nm) and a 30 ml. Bio-Rad Bio
Bead S-X3 column (a neutral, porous styrene-divinylben-
zene copolymer). Dimethylformamide (DMF) was used as
the mobile phase at a flow rate of 1.0 mL min™". Between 20
and 50 mg of lignin was dissolved in a minimal amount of
DMTF, injected into the mobile phase, and 1 mL fractions
were collected until UV absorption decreased to baseline
levels. Fractions were then subjected to analytical GPC to
estimate their average molecular weight (MW). The DMF
was evaporated in vacuo in order to recover material used
for enzyme assays.

Analytical GPC.

Analytical GPC of lignin samples was carried out with a
Shimadzu Prominence Ultra Fast Liquid Chromatography
system (LC-20AD pumps, SIL-20AC HT autosampler,
CTO-20A column oven and CBM-20A controller) and using
two TSKgel Alpha-2500 (300x7.8 mm; Tosoh Bioscience)

10

15

20

25

30

35

40

45

50

55

60

65

50

columns at 40° C. Samples (10 pL injection volume) con-
taining approximately 1 mg mL™' of isolated or GPC-
fractionated lignin were injected into a mobile phase (100
uM LiBr in DMF) at a flow rate of 0.3 mL min~" with a run
length of 90 min. An SPD-M20A photodiode array detector
(A=200 nm) was used for the determination of elution times
that were subsequently converted to MW values using
regression analysis of ReadyCal-Kit Polystyrene standards.

C, s-Chromatography.

C, s-Chromatographic separations were carried out using
a Beckman 125NM solvent delivery module equipped with
a Beckman 168 UV detector. 150 pL. samples from enzyme
assays were collected and 20 pL aliquots were injected into
either a 4x120 mm Restek Ultra Aqueous C,,-reversed
stationary phase column, or a 4.6x250 mm Phenomenex
Luna 5u C, 4(2)-reversed stationary phase column with a 1.0
mL min~! mobile phase composed of a mixture of an
aqueous buffer (5 mM formic acid in 95/5 H,O/acetonitrile)
and methanol. Samples from enzyme assays using GTE as
the substrate were analyzed on the Phenomenex column to
improve separation of GTE and tricin. All other C,,-chro-
matographic separations were carried out using the Restek
column. For the Restek column, the methanol fraction of the
buffer (with water as the remainder) was adjusted as follows:
0-6 min, 30% methanol; 6-15 min, gradient from 30 to 80%
methanol; 15-27 min, 80% methanol; 27-28 min, gradient
from 80 to 30% methanol; 28-33 min, 30% methanol. For
the Phenomenex column, the gradient system was as fol-
lows: 0-6 min, 10% methanol; 6-50 min, gradient from 10 to
90% methanol; 50-63 min, 90% methanol; 63-64 min,
gradient from 90 to 10% methanol; 64-70 min, 10% metha-
nol.

Results

Design of a Coupled In Vitro Assay for Cleavage of §-Ether-
Linked Diaromatic Compounds.

As an initial substrate for this assay we used erythro-
GGE, which is a mixture of enantiomers (aR,pS)-GGE and
(aS,pR)-GGE that has been used extensively as a substrate
with f-etherase pathway enzymes vitro (Gall and Ralph et
al. 2014, Masai et al. 2003, Sato et al. 2009, Tanamura et al.
2010, Gall and Kim et al. 2014). We used recombinant
preparations of LigD and LigN as these dehydrogenases are
reported to be sufficient for the NAD*-dependent oxidation
of R- and S-configured a-anomers of erythro-GGE in vitro
(Sato et al. 2009). The assay also contained recombinant
preparations of LigE and LigF that have been shown to
separately catalyze the GSH-dependent conversion of a
racemic mixture of GGE to guaiacol and the S- and
R-epimers of GSH-HPV (Gall and Kim et al. 2014). NaG-
STy, was present to catalyze the GSH-dependent cleavage
of'the GSH-HPV epimers to HPV and GSSG. The properties
of individual enzymes (FIG. 16 (B)) predicts that this
coupled system will require equimolar concentrations of
GGE and NAD* and twice as much GSH for complete
conversion of GGE to HPV and guaiacol.

In an attempt to reduce the amount of added NAD™ and
GSH that would be needed for full conversion of diaromatic
substrate to products, some reactions included recombinant
AvGR, which catalyzes the NADH-dependent reduction of
GSSG (Reiter et al. 2013), thereby recycling the cosub-
strates NAD* and GSH for continued conversion of the
[p-ether substrates. This cosubstrate recycling system was
tested with 6 mM erythro-GGE and limiting concentrations
of NAD™ (2 mM) and GSH (4 mM) (FIG. 17A (panel A)).
Using a mixture of LigD, LigN, LigE, LigF, and NaGST,,
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(without AvGR), we observed that erythro-GGE was par-
tially converted to HPV and guaiacol (FIG. 17A (panel B)).
Quantification of this assay revealed that the erythro-GGE
concentration decreased from 6.0 mM to 3.8 mM at the end
of the assay, whereas the HPV and guaiacol concentrations
were each 2.0 mM, the NAD* levels were non-detectable,
and the threo-GGE [a mixture of enantiomers (aR,fR)-GGE
and (aS,BS)-GGE] concentration increased to 0.1 mM pre-
sumably due to the reported reversibility of the LigD/LigN
reactions (Pereira et al. 2016). Thus, the final GGE concen-
tration (3.9 mM, the sum of erythro-GGE and threo-GGE
concentrations) was consistent with consumption of 2.0 mM
NAD™. In addition, the production of 2.0 mM (each) of HPV
and guaiacol was consistent with the consumption of 4.0
mM GSH, where 2.0 mM GSH was consumed in the
LigE/LigF reactions and an additional 2.0 mM GSH was
consumed in the NaGST,,, reaction.

To test the impact of AvGR on this assay, we added it to
a parallel in vitro reaction. In the presence of AvGR (FIG.
17A (panel C)), we found that GGE was completely con-
sumed along with the appearance of equimolar amounts of
HPV and guaiacol (6.0 mM each) without a detectable
change in the NAD™ concentration or accumulation of any
[p-etherase pathway intermediates by the time of the assay’s
conclusion. To determine if any f-etherase pathway inter-
mediates accumulated over the course of the assay, we tested
for time-dependent changes in the concentrations of the
substrate, known pathway intermediates and products in a
parallel reaction (FIG. 18). We found that as erythro-GGE
degradation occurs there is a time-dependent accumulation
and depletion of GGE-ketone and threo-GGE and, eventu-
ally, complete equimolar conversion of the substrate to HPV
and guaiacol (FIG. 17A (panels A-C)). From these results,
we conclude that the combination of LigD, LigN, LigE,
LigF, NaGST,,,, and AvGR is sufficient to process all of the
chiral centers in a f-ether substrate such as erythro-GGE. In
addition, we conclude that the presence of AvGR is sufficient
to recycle the cosubstrates NAD* and GSH that are needed
for cleavage of p-ether bonds in a model diaromatic com-
pound such as erythro-GGE.

From information available in the literature, it has
remained unclear whether the GSH lyase from Sphingobium
strain SYK-6, LigG, exhibits a preference for f(R)-GS-HPV
(Masai et al. 2003, Gall and Kim et al. 2014), or is capable
of cleaving the thioether linkages in both f(R)-GS-HPV and
P(S)-GS-HPV (Rosini et al. 2016). As the presence of
NaGST,,, resulted in cleavage of both $(R)-GS-HPV and
P(S)-GS-HPV in this coupled reaction system (FIG. 17A
(panels A-C)), we sought to use this in vitro assay to test the
activity of LigG under identical conditions. When we per-
formed an assay using 6.0 mM erythro-GGE, 2.0 mM
NAD™, and 4.0 mM GSH, as well as the mixture of LigD,
LigN, LigE, LigF, and LigG (without AvGR), we observed
partial conversion of GGE to HPV and guaiacol (FIG. 17B
(panel D)). At the end of this assay, the total GGE concen-
tration (4.0 mM, the sum of erythro-GGE and threo-GGE
concentrations) was expected based on the consumption of
2.0 mM NAD". Further, the production of 2.0 mM (each) of
HPV and guaiacol was consistent with the consumption of
4.0 mM GSH (2.0 mM GSH consumed by each of the
LigE/LigF and LigG reaction steps). When we added AvGR
to a parallel reaction that contained GGE (6.0 mM), NAD™*
(2 mM), GSH (4 mM) and a combination of LigD, LigN,
LigE, LigF, and LigG, we did not observe complete con-
version of GGE to HPV and guaiacol (FIG. 17B (panel E)).
Instead, we detected the diaromatic substrate (erythro-
GGE), threo-GGE, GS-HPV, and GGE-ketone (0.7 mM). In
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contrast to what is found when NaGST,,, was present under
identical reaction conditions, the presence of LigG led to
incomplete utilization of the diaromatic substrate and the
accumulation of f-etherase pathway intermediates. From
these results we conclude that LigG is not able to completely
cleave both p-epimers of GS-HPV in vitro. Consequently, all
subsequent assays were performed using NaGST,,, as a
source of GSH lyase activity.

Production of Tricin from GTE In Vitro.

In grasses, the flavone tricin (T, FIG. 16 (A)) is covalently
linked to one end of lignin, via a f-ether bond (Lan et al.
2016, Lan et al. 2015, Lan et al. 2014). Although p-etherase
pathway enzymes have been shown to cleave (3-ether-linked
diaromatic model compounds containing G and S mono-
mers, to date there is no published data on their ability to
remove the diaromatic flavonoid T units from any substrate.
Thus, we sought to test the ability of the coupled assay to
cleave GTE (FIG. 16 (C)), a model compound containing a
[p-ether linked tricin moiety. HPL.C analysis of the synthetic
GTE (FIG. 19A (A)) indicated that it contained a 6:1 ratio
of erythro-GTE [(aR,pS)-GTE and (aS,pR)-GTE] to threo-
GTE [(aR,pR)-GTE and (aS,pS)-GTE], which was consis-
tent with the NMR analysis of this material (Lan et al. 2016).

When we incubated 1.0 mM GTE, 5.0 mM NAD?*, 5.0
mM GSH with the combination of LigD, LigN, LigE, LigF
and NaGST,,, (FIG. 19B (B)) we observed the complete
conversion of GTE to tricin and HPV. This result predicts
that LigD and LigN oxidize GTE to form GTE-ketone, LigE
and LigF catalyze [-ether cleavage in GTE-ketone to form
GS-HPV and tricin, and NaGST),,, releases HPV from GS-
HPV (FIG. 16 (C)), suggesting that the larger §-ether-linked
flavone model was able to access the active sites in LigD,
LigN, LigE, and LigF. To further test this hypothesis, we
assayed for the presence of the expected -etherase pathway
intermediates, GS-HPV and GTE-ketone, from GTE. By
performing a parallel reaction containing the same substrates
and only LigD, LigN, LigE, and LigF (FIG. 19B (C)), we
observed that GTE was degraded and tricin was produced.
However, in this assay, there was no detectable production
of HPV and we observed accumulation of GS-HPV. These
findings indicate that the absence of NaGST,,, prevented the
conversion of GS-HPV to HPV (FIG. 16 (C)). Finally, in an
assay containing only the enzymes LigD and LigN (FIG.
19B (D)), we found that GTE was almost completely
converted to GTE-ketone, as expected from the NAD™*-
dependent a-oxidation activity of GTE. Together, the data
show for the first time that T units can be derived from
[p-ether-linked model compounds in vitro using enzymes,
cosubstrates and intermediates that are known to be part of
the B-etherase pathway (FIG. 16).

Release of G, S, and T Units from Lignin Oligomers.

With the coupled enzymatic system in place, we tested it
for activity with lignin oligomers. First, we tested if a
mixture of LigD, LigN, LigE, LigF, NaGST,,,, and AvGR
produced S units from a high-syringyl hybrid poplar (HP)
lignin polymer (Stewart et al. 2009, Shuai et al. 2016). To
ensure that the test was performed with lignin oligomers
rather than low-MW material, we fractionated the HP lignin
by GPC and pooled the high-MW fractions (FIG. 20, Table
9) for use as a substrate (FIG. 21 (A-B)). From 2.2 mg mL.~!
lignin oligomers having MW between 9,000 and 12,000
(with 2 mM NAD" and 4 mM GSH), we detected the
production of 1.0 mM HPS, the HPV analog expected to be
produced by cleavage of f-ether bonds from a syringyl unit
at one end of the lignin chain. We also detected the forma-
tion of an unknown product in this reaction (FIG. 21 (B)),
which could be either a chemically modified S unit released
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from the HP lignin or a GS-linked intermediate product.
Furthermore, syringaresinol, a dimeric unit in the HP lignin
polymer (Stewart et al. 2009), was not detected as a product
of the enzymatic reaction.

TABLE 9

Estimated size of the HP lignin fractions after preparative GPC
(size distributions are shown in FIG. 9-2). Size was determined from
analytical GPC and is reported in Da and the corresponding polymer

length is reported in number of units, based on the MW of
syringaresinol (418.44) and p-ether-linked syringyl units (228.24).

Average Average
MW Length (Units)
Original sample, pre-fractionation 8,665 383
Fraction 1* 11,550 51.0
Fraction 2* 10,780 47.6
Fraction 3* 9,340 41.3
Fraction 4 7,240 32.0
Fraction 5 5,200 23.0
Fraction 6 3,720 16.5
Fraction 7 2,660 11.8
Fraction 8 1,910 8.5
Fraction 9 1,280 5.8

Asterisks highlight fractions that were pooled and used as the substrate in enzyme assays.

Given the ability of the enzymatic assay to release HPS
from HP lignin, we also tested for the release of aromatic
monomers from a more complex lignin, such as the one
derived from maize corn stover (MCS) (Lan et al. 2016, Lan
et al. 2015). To generate substrates for these assays, we used
preparative GPC to size-fractionate MCS lignin (FIG. 22,
Table 10) and tested materials with different apparent MW
values as the source of lignin oligomer substrates for
enzyme assays (FIGS. 23A and 23B). To test for activity
with these samples, we incubated LigD, LigN, LigE, LigF,
NaGST,,, and AvGR with MCS lignin oligomers (2.2 mg
mL™1), 2.0 mM NAD* and 4.0 mM GSH (FIG. 23A (panel
A)). In these experiments, we detected release of HPV and
HPS in assays using lignin oligomers with average MW
ranging from 460 to 10,710 (FIG. 22). The highest concen-
trations of HPV (0.4 mM) and HPS (0.1 mM) were observed
with lignin oligomers having an average MW of 1,390 (FIG.
23B (panel D)) as the substrate. In general, larger lignin
oligomers resulted in lower accumulation of HPV and HPS.
In addition, similar to the observations with HP lignin,
unknown products were detected in most of the enzymatic
reactions with the different lignin fractions (FIGS. 23A and
23B). Tricin was only observed as a reaction product when
using the lowest MW fraction tested (MW=460, FIG. 23B
(panel F)). In sum, we conclude from these experiments that
a combination of LigD, LigN, LigE, LigF, NaGST,,,, and
AvGR can release some, but not all, G, S and T units from
MCS lignin oligomers.

TABLE 10

Estimate size of the MCS lignin fractions after preparative GPC
(size distributions are shown in FIG. 5). Size was determined
from analytical GPC and is reported in Da and the
corresponding polymer length is reported in number of units, based
on the crude assumption that the average unit has a MW of 210.

Average Average
MW Length (Units)
Original sample, pre-fractionation 5,980 28.5
Fraction 1* 10,710 51.0
Fraction 2 9,860 46.9
Fraction 3 8,320 39.6
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TABLE 10-continued

Estimate size of the MCS lignin fractions after preparative GPC
(size distributions are shown in FIG. 5). Size was determined
from analytical GPC and is reported in Da and the
corresponding polymer length is reported in number of units, based
on the crude assumption that the average unit has a MW of 210.

Average Average
MW Length (Units)
Fraction 4 6,690 31.9
Fraction 5* 5,370 25.6
Fraction 6 3,930 18.7
Fraction 7 2,110 10.1
Fraction 8* 1,390 6.6
Fraction 11 880 4.2
Fraction 14* 660 3.1
Fraction 17* 460 2.2

Asterisks highlight fractions that were used as the substrate in enzyme assays.

Discussion

In order to use a polymer like lignin as a source of
valuable aromatics and other chemicals it is necessary to
develop new or improve on existing depolymerization strat-
egies. There has been considerable interest in exploring the
use of the bacterial f-etherase pathway for the biological
production of aromatics from this renewable plant polymer.
There is now a large amount of information on the types of
model diaromatic substrates recognized by individual
[-etherase enzymes in vitro, the products of their activity,
and their structural or functional relationships to other
known enzymes (Pereira et al. 2016, Helmich et al. 2016).
Despite this, information is lacking on their activity with
lignin oligomers. In addition, as these are cytoplasmic
enzymes, it is plausible that they evolved to break down
[p-ether links only in the smaller lignin oligomers that could
be transported inside the cells. In this work, we sought to
develop a coupled in vitro system containing a set of
[-etherase pathway enzymes that was capable of releasing
monoaromatic compounds when incubated with different
substrates. We reasoned that such a system would provide
additional information on the 3-etherase enzymes and aid in
studies aimed at determining the requirements for release of
valuable aromatics from bona fide lignin oligomers.

In this study, we identified a minimum set of enzymes
(LigD, LigN, LigE, LigF, NaGST,,, and AvGR) that is
capable of cleaving f-ether linkages and completely con-
verting model diaromatic compounds to aromatic mono-
mers. We further showed that this coupled in vitro assay
system is capable of stoichiometric production of monoaro-
matic products from model diaromatics in the presence of
limiting amounts of the cosubstrates NAD™ and GSH. The
ability to recycle NAD* and GSH reduces the need for
expensive cofactors and increases the future utility of a
coupled enzyme system for processing lignin oligomers in
vitro. Finally, we showed that this coupled enzyme system
has activity with fractionated lignin oligomers. Below we
summarize the new information gained from using this assay
with widely used or new model [-ether linked substrates as
well as lignin oligomers of different sizes.

Insights Gained from Using the Coupled Assay with Diaro-
matic Compounds.

Using GGE as a substrate, we demonstrated that the GSH
reductase AvGR is capable of recycling the cosubstrates
NAD* and GSH, enabling the (3-etherase enzymes to com-
pletely cleave GGE in the presence of sub-stoichiometric
amounts of these cofactors (FIG. 17A (panels A-C)). The 4.



US 10,829,745 B2

55

vinosum DSM180 AvGR is well-suited for this purpose, as
most glutathione reductases described in the literature use
NADPH instead of NADH as an electron donor (Reiter et al.
2014). When AvGR was not present in an assay in which
GGE concentrations were greater than those of NAD™* and
GSH, there was incomplete hydrolysis of this diaromatic
substrate, accumulation of f-etherase pathway intermedi-
ates, and depletion of NAD™, as expected if the reaction was
cofactor limited.

We were also able to detect the release of tricin when GTE
was used as a substrate in this assay, showing for the first
time that p-etherase pathway enzymes are capable of 3-ether
bond cleavage in a substrate bearing a large flavonoid
moiety. This further shows that the f-etherase pathway
enzymes are not limited to substrates containing only G and
S monoaromatic units. In prior research, we had demon-
strated the ability of LigE and LigF to cleave G-G, G-S, S-G,
and S—S dimer models (Gall and Ralph et al. 2014, Gall and
Kim et al. 2014), so this result extends the knowledge of the
diversity of substrates for these enzymes to the G-T dimers.
Thus, although the p-etherase pathway enzymes are thought
to be highly stereospecific, they are also capable of recog-
nizing the many different configurations of p-ether linked
aromatics potentially present in lignin. With the results of
these and previous findings combined (Gall and Ralph et al.
2014, Gall and Kim et al. 2014), we conclude that the
minimal set of enzymes used in this study is sufficient to
enable the (-etherase pathway in vitro to release of G, S, and
T units from compounds modeling B-ether units in lignin.

This coupled assay also allowed us to directly compare
the ability of LigG and NaGST,,, to function in the -ether-
ase pathway. We found that the presence of NaGST,,,
AvGR, along with LigD, LigN, LigFE, and LigF, was suffi-
cient to allow complete conversion of GGE to HPV and
guaiacol (FIG. 17A (panels A-C)). This is consistent with
our prediction that NaGST,,, can accommodate both GS-
HPV epimers in its active site (Kontur et al. 2018) and the
ability of this enzyme to produce stoichiometric amounts of
HPV from GGE when added to this coupled assay. In
contrast when LigG replaced NaGST,,, under otherwise
identical assay conditions, there was incomplete hydrolysis
of GGE to HPV and guaiacol, with significant accumulation
of GGE-ketone and lower amounts of GS-HPV (FIGS. 17A
and 17B (panels A,D-E)). Thus, although it has been sug-
gested that LigG can hydrolyze both p-epimers of GS-HPV
(Rosini et al. 2016), this result, along with those published
previously (Gall and Kim et al. 2014), support the hypoth-
esis that LigG has a strong preference for (R)-GS-HPV.
This direct comparison of substrate conversion to products
in assays that differ only in the addition of LigG or NaGST,,,
allows us to conclude that use of the latter enzyme has
advantages owing to its greater ability to release HPV from
both GS-HPV epimers under comparable conditions in vitro.
Release of Aromatic Monomers from Lignin Oligomers In
Vitro.

The features of this coupled f-etherase assay allowed us
to begin testing the ability to remove monomer aromatics
from bona fide lignin. Lignin is a heterogeneous, high
molecular weight polymer, with only limited solubility
under the aqueous buffer conditions used for this assay.
Consequently, to increase our chances of observing aromatic
products under the conditions used for the coupled assay, we
used several different lignin oligomers. We also fractionated
these materials to test for release of aromatics from different
sized lignin oligomers. This has provided several important
new insights into the activity of f-etherase enzymes with
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lignin oligomers and identified opportunities for increasing
our understanding of this pathway.

We tested the ability of this enzyme mixture to cleave
lignin oligomers that were derived from an engineered
poplar line that contains a high content of S units (Stewart
et al. 2009). HPS was detected as a product when high
molecular weight fractions of the HP lignin were used as the
substrate. This provides direct proof that the enzyme mixture
will cleave aromatic oligomers containing S units and that
this set of -etherase pathway enzymes are active with lignin
oligomers. Given that the vast majority of the aromatic units
in HP lignin are S units (Stewart et al. 2009), we estimate
that the oligomers used in the enzymatic assay had between
40 and 50 aromatic units (Table 9). With the concentration
of lignin oligomer used in this assay (~2.2 mg mL™),
complete substrate degradation would yield ~8 mM HPS.
The measured HPS concentration in this assay was 1.0 mM,
resulting in a 12.5% yield of HPS from HP lignin. Thus, it
appears that the mixture of enzymes used in this study,
although sufficient for complete cleavage of model diaro-
matic compounds, and of some p-ether links in HP lignin, is
not capable of complete cleavage of all the -ether linkages
in the HP lignin oligomers. It is possible that a heretofore
undescribed protein is required to further process these
lignin oligomers, or that inhibition of enzyme activity was
caused by the presence of some of the high MW oligomers.
Although our findings with the model dimers, and previous
research, indicate that LigD and LigN are sufficient for
complete oxidation of diaromatic compounds (FIGS. 17A
and 17B) (Sato et al. 2009, Hishiyama et al. 2012), it is
possible that the seemingly redundant dehydrogenases LigO
and Ligl, have a higher affinity for higher MW lignin
oligomers. Similarly, LigP, a GSH-S-transferase with appar-
ent redundant activity with LigE (Tanamura et al. 2010),
may be of interest for the optimization of in vitro lignin
depolymerization.

In the assays using HP lignin as a substrate, we did not
detect syringaresinol as a product, even though this dimer is
found in low abundance in this polymer (Stewart et al.
2009). Existing models for the composition of HP lignin
predict that syringaresinol is primarily internal to the poly-
mer (Stewart et al. 2009). Thus, it is possible that the failure
to detect syringaresinol as a reaction product reflects the
inability of the tested p-etherase enzymes to access and
cleave f-ether bonds that are adjacent to a syringaresinol
moiety or that the enzymes exhibited only limited exolytic
activity, thus never reaching the syringaresinol unit.

Having established that the coupled enzymatic assay
exhibited f-etherase catalytic activity with high-MW frac-
tions of the HP lignin oligomers, we tested a more complex
lignin sample from corn stover as a substrate (MCS lignin).
Fractionation of this lignin was also carried out and experi-
ments with a wider array of lignin fractions were conducted
to test for the release of the major aromatic monomers
present in this material (G, S and T units). The detection of
HPV, HPS, and tricin from different MCS lignin fractions
confirms the observations with the f-ether linked models
that the enzyme set used was active in the release of G, S,
and T units from lignin. However, tricin was only observed
with the lignin fraction having an average MW of 460 (FIG.
22). Using a crude assumption that the average aromatic unit
in lignin has a MW of 210 and the known MW of tricin
(330), this fraction represents mostly lignin dimers or a T
unit with at most one or two other S or G unit. Thus, the
ability of the enzymes to cleave the p-ether linkage next to
a flavonoid moiety appears restricted to lower MW oligom-
ers. In contrast, HPS and HPV were released from MCS
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lignin in assays using all of the fractions tested (FIGS. 23A
and 23B), which we estimate to encompass a range of
oligomers from dimers to 50-unit oligomers (Table 10). The
highest measured concentration of HPS and HPV corre-
sponded to the lignin fraction with average MW of 1,390, or
~7 aromatic units (Table 10). Using the same assumption of
210 as the average MW of an aromatic unit in lignin, and the
mass of lignin used in the assay (2.2 mg mL™"), we estimate
a yield of HPS plus HPV of ~5%, which is lower than the
estimated HPS yield from HP lignin. This lower release of
substrates from MCS than HP lignin likely reflects the more
heterogeneous and complex structure of the MCS lignin
sample and potential inability of the f-etherase pathway
enzymes to access and cleave all P-ether bonds in the
polymer.

Taken together, the findings presented here reveal new
and exciting features of the [-etherase pathway enzymes.
We identified tricin as a valuable flavonoid that can be
enzymatically cleaved from [-ether linked models and from
low-MW lignin fractions. We also demonstrated [3-etherase
activity with intact lignin oligomers of varying sizes, some
of which might even be too large to be transported into cells.
These findings therefore provide the first demonstration that
in vitro depolymerization of lignin is possible with $-ether-
ase enzymes, an important step towards the development of
biotechnological applications designed to derive high-value
monomeric compounds from bona fide lignin polymers. The
activity of this set of enzymes on oligomeric substrates
provides an opportunity to develop and optimize conditions
for aromatic release from lignin fractions derived from
biomass deconstruction chemistries that are or will be used
by industry.

Abbreviations

NAD*, nicotinamide adenine dinucleotide; NADH,
reduced nicotinamide adenine di-nucleotide; GSH, gluta-
thione; GSSG, glutathione disulfide; GS-HPV, p-S-gluta-
thionyl-y-hydroxypropiovanillone; GS-HPS, 8-S -glutathio-
nyl-y-hydroxypropiosyringone; HPV,
y-hydroxypropiovanillone; HPS, y-hydroxypropiosyrin-
gone; GGE, guaiacylglycerol-fp-guaiacyl ether; GGE-ke-
tone, ca-oxidized GGE; GTE, guaiacylglycerol-f-tricin
ether; GTE-ketone, a-oxidized GTE; NaGST,,,, Novosphin-
gobium aromaticivorans strain DSM12444 glutathione
lyase; AvGR, Allochromatium vinosum DSMI180 gluta-
thione reductase; GPC, gel-permeation chromatography.

Example 3

A Heterodimeric f3-Etherase Capable of Sterospecifically
Breaking the p-Aryl Ether Bond Commonly Found in
Lignin

Summary

This example describes a newly identified enzyme that
can cleave the major p-aryl ether linkage in plant lignin.
Lignin is a heterogeneous polymer of aromatic units that can
constitute as much as 30% of a plant’s dry cell weight,
making it one of the most abundant renewable materials on
Earth. Currently, there are few economical uses for lignin;
the polymer is typically disposed of or burned for energy.
The aromatic compounds that make up lignin could poten-
tially be used in the chemical, cosmetic, food, and pharma-
ceutical industries; however, due largely to its irregular,
covalently bonded structure, lignin has historically been
difficult to depolymerize. Consequently, intensive efforts are
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currently aimed at developing chemical, enzymatic, and
hybrid methods for deriving simpler and lower molecular
weight products from lignin.

Some sphingomonad bacteria (e.g. Novosphingobium
aromaticivorans) can break the bonds between aromatic
units in the lignin polymer, including the p-aryl ether
((3-0-4) bond, the most common linkage between aromatic
units in lignin (typically >50% of the total linkages). The
sphingomonad pathway for breaking the p-aryl ether bond
involves three initial steps. First, the a-hydroxyl is oxidized
by one of several stereospecific NAD"-dependent dehydro-
genases (Ligl,, LigN, LigD, LigO). Next, stereospecific
[-etherases (LigF, LigE, LigP) replace the f-ether bond of
the resulting o-ketone with a thioether bond involving
glutathione (GSH), releasing a glutathione conjugated phe-
nylpropanoid. Finally, the glutathione moiety is removed
from the GS-phenylpropanoid by either a stereospecific (i.e.
LigG) or non-stereospecific (i.e. GST,,,) glutathione lyase.
All of the characterized GSH-dependent [-etherases in this
pathway function as homodimers.

The p-etherases that react with a particular stereoisomer
of the p-aryl ether bond are similar in amino acid sequence
to each other. These -aryl etherases fall into distinct groups
that cleave either the R- (LigE and LigP homodimers) or the
S-stereoisomers (LigF homodimers), and the enzymes that
cleave the two different stereoisomers of the p-aryl ether
bond are phylogenetically distinct from each other. We
report here a heterodimeric p-aryl etherase (BaeA, com-
prised of the Saro_2872 and Saro_2873 proteins) that
cleaves the R-stereoisomer of the f-aryl ether bond (like
LigE and LigP), but is composed of polypeptides that are
more similar in sequence to (but still phylogenetically
distinct from) the enzymes in the LigF group.

This expands the known range of enzymes capable of
breaking the p-aryl ether bond commonly found in lignin,
some of which may have kinetic or other properties better
suited to operating within an in vitro lignin depolymeriza-
tion system than the previously characterized LigE and LigP
enzymes.

Construction of N. aromaticivorans Mutants

Biological Reagents.

All PCR reactions were performed with Herculase 11
polymerase (Agilent Technologies, Santa Clara, Calif).
Primers were phosphorylated with polynucleotide kinase
from Promega (Madison, Wis.). All other enzymes were
from New England Biolabs (Ipswich, Mass.). All primers
were from Integrated DNA Technologies (Coralville, lowa).

For cloning using the NEBuilder HiFi Assembly system
(New England Biolabs), plasmid pK18msB-MCS (Schafer
et al. 1994) was amplified using primers “pK18msB Asel
ampl F” and “pK18msB-MCS Xbal R” to generate the linear
fragment pK18msB-MCS (see Example 1 above).

Strains.

The strains used in the present example are presented in
Table 11.

TABLE 1

Novosphingobium_aromaticivorans strains used in this example.

Strain Genotype Reference
12444A1879 DSM 12444 ASaro_1879 Examples above
12444AligE 1244441879 ASaro_2405 This example
12444A2872 1244441879 ASaro_2872 This example
12444A2873 1244441879 ASaro_2873 This example

12444A1igEA2872 1244441879 ASaro_2405 ASaro_2872 This example
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TABLE 12

60

Primers used in genomic modifications and enzyme expression.

Name

Sequence

Notes

pPK18msB
Asel ampl F

PK18msB-
MCS XbaI R

PpK18-1ligE
OVExt F

PpK18-1ligE
OvExt R

Saro2405
1ligE del F

Saro2405
1ligE del R

Saro_2872
ampl Asel F2

Saro_2872
ampl Xbal R

Saro_2872
del R

Saro_2872
del F

Saro_2873-
pkl8 hifi
ampl R

Saro_2873
hifi del F

Saro_2873-
pkl8 hifi
ampl F

Saro_2873
hifi del R

Saro2872
Ctag Bsal F

Saro2872
Ctag BspHI R

pVP302K
Ctag Bsal F

pVP302K
Ctag NcoI R

5'-CTGTCGTGCCAGCTGCATTAATG-3' (SEQ ID

NO: 64)

5'-GAACALcTAGAAAGCCAGTCCGCAGAA AC-
3' (SEQ ID NO: 65)

5' -GTTTCTGCGGACTGGCTTTCTAGATGTTCC
AGTGCTCTACAACCAGTCGTACCACATG-3'
(SEQ ID NO: 97)

5'-CGATTCATTAATGCAGCTGGCACGACAGCG
AGTTGAACGAAACCTCCTCGTTCATG-3' (SEQ
ID NO: 98)

5'-GCATCACCGAAGGCATGAAGAAGTAAACG-
3' (SEQ ID NO: 99)

5'-GTGACTCAATTGCCGTCACCCTGAACTTG-3!
(SEQ ID NO: 100)

5'-CATCattaATTCGACCTGGCCATAGGACTG-3"

(SEQ ID NO: 101)

5'-taGttCtaGACCATCTTTTCCGCTGGAGC-3!
(SEQ ID NO: 102)

5'-GCTTGTCAAGGCCTGGCTTGC-3"' (SEQ ID
NO: 103)

5'-TtATCCCTCGATCTCCGCCATGATGAG-3"
(SEQ ID NO: 104)

5'-GTTTCTGCGGACTGGCTTTCTAGATGTTCCC
TACAAGGGAGGGCAGTGAAATGAAGC-3"' (SEQ
ID NO: 105)

5'-CATCCCTCGATCTCGTCCATCCGCTGCCCA
TCC-3' (SEQ ID NO: 106

5'-CGATTCATTAATGCAGCTGGCACGACAGG
GACGAATGATAGACCAGCCACTTCAGG-3"!
(SEQ ID NO: 107)

5' -GATGGACGAGATCGAGGGATGAGCGCGCT
TCTTTACC-3' (SEQ ID NO: 108)

5'-GGCatctgcgaGaccTCCCCAACGGTTGATTTC

AG-3' (SEQ ID NO: 109)

5'-CGAGtcATGAGCGCGCTTCTTTACCACG-3"!
(SEQ ID NO: 110)

5' -CTGCGGTCTCGCAGATGGTAAAATTCTG-3 "
(SEQ ID NO: 80)

5' -GGTGATGTCCCATGGTTAATTTCTCCTCTTT
AATG-3' (SEQ ID NO: 81)

Asel site
(underlined) native
to template

Xbal site
(underlined) ;
lowercase bases do
not match template

Underlined region
is complementary
to pKl8msB-MCS

Underlined region
is complementary
to pKl8msB-MCS

Asel site
(underlined) ;
lowercase bases do
not match template

Xbal site
(underlined) ;
lowercase bases do
not match template

lowercase base
does not match
template

Underlined region
is complementary
to pKl8msB-MCS

Underlined region
is complementary

to Saro_2873 hifi
del R

Underlined region
is complementary
to pKl8msB-MCS

Underlined region
is complementary

to Saro_2873 hifi
del F

Bsal site
(underlined) ;
lowercase bases do
not match template

BspHI site
(underlined) ;
lowercase bases do
not match template

Bsal site
(underlined)

Ncol site
(underlined)
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TABLE 12-continued

62

Primers used in genomic modifications and enzyme expression.

Name Sequence Notes

Ctag 2872- 5'-CGAGttaTCCCCAACGGTTGATTTCAGG-3"! lowercase bases do
pVP add (SEQ ID NO: 111) not match template
Stop R

PVP302K 5'-CATTAAAAGCTTAAACGAATTCGGACTCGG HindIII site

Ntag HindIII F

2872-pVP C
to Ntag F

pvP302 C to
Ntag R

Saro2872
gNtag R

Saro2872
gNtag F

2872-
3 _pVP HiFi F

Saro2872-
3NOTAG_pVP_HiFi R

PVP302K-
HiFi-noTag-R

PVP302K-
HiFi-ATW-F

Saro2872-
3Ntag_pVP_HiFi R

PVP302K-
HiFi-ATW-R

Saro2872-
S14A R

Saro2872-
S14A F

Saro2873-
S15A R

Saro2873-
S15A_F

Saro2873-
N14A F

PEU-HiFi-
ATW-R

PEU-HiFi-
ATW-F

Saro2872-
pEU2394-
HiFi-F

Saro2872-
pEU2394-
HiFi-R

TACGC-3' (SEQ ID NO: 83)

5'-caagcgaaaatctgtattttcagagcgcgatcgcaggaATGAGC
GCGCTTCTTTACCACG-3' (SEQ ID NO: 112)

(underlined) ;
lowercase bases do
not match template

lowercase bases do
not match template

5'-ccaatgcatggtgatggtgatgatggtgatgtcccatGGTTAATT lowercase bases do

TCTCCTCTTTAATG-3' (SEQ ID NO: 85

5'-caagcgaaaatctgtattttcagagcgcgatcgcaggaAGCGCa
CTTCTTTACCACGG-3' (SEQ ID NO: 113)

5'-ccaatgcatggtgatggtgatgatggtgatgtaTCATCCCTCG
ATCTCCGCCATGATG-3' (SEQ ID NO: 114)

5'-CTAACTTTGTTATTTTCGGCTTTCTGTTATC
CCCAACGGTTGATTTCAGG-3' (SEQ ID NO:

115)

5'-GAATTCATTAAAGAGGAGAAATTAACCAT
GGACGAGGTAAGCCTCTATCATTGG-3"' (SEQ ID
NO: 116)

5'-GGTTAATTTCTCCTCTTTAATGAATTCTGTG
TGAAATTG-3' (SEQ ID NO: 117)

5'-CAGAAAGCCGAAAATAACAAAGTTAGCCT
GAGCTG-3' (SEQ ID NO: 91)

5'-GTATTTTCAGAGCGCGATCGCAGGAATGG
ACGAGGTAAGCCTCTATCATTGG-3' (SEQ ID
NO: 118)

5'-TCCTGCGATCGCGCTCTGAAAATACAGATT
TTCG-3' (SEQ ID NO: 90)

5'-CGCGYCGCTCACCGTTCTTGC-3"!
NO: 119)

(SEQ ID

5'-CCGTTGGGCTCGCCGTGGTAAAGAAG-3!
(SEQ ID NO: 120)

5'-GCAAGCCGATGCTCGCGTTGATG-3"!
NO: 121)

(SEQ ID

5' -CAGCGTTGGCATTGGGTTCCCAATGATAG
AG-3' (SEQ ID NO: 122)

5' -CAGAGYCcGGCATTGGGTTCCCAATGATAG
AG-3' (SEQ ID NO: 123)

5'-GTGATGATGATGATGATGTCCCATTAAC-3 "'
(SEQ ID NO: 124)

5'-TAGTTTAAACGAATTCGAGCTCGG-3 "'
ID NO: 125)

(SEQ

5'-GGACATCATCATCATCATCACGCATTGGCA
AGCGAAAATCTGTATTTTCAG-3' (SEQ ID
NO: 126)

5'-CCGAGCTCGAATTCGTTTAAACTACGAGTT
ATCCCCAACGGTTGATTTCAGG-3' (SEQ ID
NO: 127)

not match template

lowercase bases do
not match template

lowercase bases do
not match template

Underlined region
is complementary
to pVP302K

Underlined region
is complementary
to pVP302K

Underlined region
is complementary
to pVP302K

Lowercase g
introduces S—2A
mutation in
underlined codon

Lowercase ¢
introduces

mutation in
underlined codon

S—A

Lowercase gc
introduces N—2A
mutation in
underlined codon

Underlined region
is complementary
to pEU

Underlined region
is complementary
to pEU
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TABLE 12-continued

Primers used in genomic modifications and enzyme expression.

Name Sequence Notes
PEU-2872- 5'-CATTAACTAACTAGTGTAGTTGTAGAATGT Underlined region
fix-R AAAATGTAATGTTGTTGTTGTTTG-3' (SEQ ID was missing in
NO: 128) originally created
pEU-2872
PEU-2872- 5'-GGACATCATCATCATCATCACGCATTGG-3"!
fix-F (SEQ ID NO: 129)
Saro_2873- 5'-CAACTACACTAGTTAGTTAATGGACGAGGT Underlined region

pEU_HiFi-F AAGCCTCTATCATTGG-3' (SEQ ID NO:

130)

is complementary
to pEU

Saro_2873- 5' - CGAGCTCGAATTCGTTTAAACTACTCATCC Underlined region
PpEU_HiFi-R CTCGATCTCCGCCATG-3' (SEQ ID NO: 131) is complementary
to pEU
pEU2394 F 5' - GTAGTTTAAACGAATTCGAGCTCGGTACC-3'
(SEQ ID NO: 132)
Plasmid for Deleting Saro_2405. Assembly system to produce plasmid pK18msB-

A 3844 bp region of the N. aromaticivorans genome
extending from 1501 bp upstream of Saro_2405 to 1503 bp
downstream of the gene was amplified from purified
genomic DNA using primers “pK18-ligE OvExt F” and
“pK18-ligk OvExt R”, which contain 5' ends that are
complementary to the ends of linearized pK18msB-MCS.
The genomic DNA fragment was combined with linearized
pK18msB-MCS using the NEBuilder HiFi Assembly system
to produce plasmid pK18msB-ligE. This plasmid was ampli-
fied using kinase phosphorylated primers “Saro2405 ligE del
F” and “Saro2405 ligE del R” to produce a linear fragment
in which the majority of Saro_2405 (including the start
codon) was missing. This linear fragment was circularized
using T4 DNA Ligase to generate plasmid pK18msB-AligE.

Plasmid for Deleting Saro_2872.

A ~2813 bp region of the N. aromaticivorans genome
extending from 1073 bp upstream of Saro_2872 to 954 bp
downstream of the gene was amplified from purified
genomic DNA using primers “Saro_2872 ampl Asel F2” and
“Saro_2872 ampl Xbal R”, which contain recognition sites
for the restriction enzymes Asel or Xbal, respectively,
incorporated into their 5' ends. The resulting fragment was
digested with Asel and Xbal, then ligated with pK18msB-
MCS that had been digested with Asel and Xbal, using T4
DNA Ligase, to form plasmid pK18msB-Saro2872. This
plasmid was amplified using kinase phosphorylated primers
“Saro_2872 del R” and “Saro_2872 del F” to produce a
linear fragment in which the majority of Saro_2872 was
missing. Since the start codon of Saro_2872 overlaps with
the stop codon of Saro_2873, “Saro_2872 del F” contains a
single base mismatch with pK18msB-Sar02872, to inacti-
vate the Saro_2872 start codon, while preserving the
Saro_2873 stop codon. This linear fragment was circular-
ized using T4 DNA Ligase to generate plasmid pK18msB-
ASaro2872.

Plasmid for Deleting Saro_2873.

~1100 bp regions from upstream and downstream of
Saro_2873 in the N. aromaticivorans genome were sepa-
rately amplified from purified genomic DNA using primer
sets “Saro_2873-pk18 hifi ampl R” and “Saro_2873 hifi del
F”, and “Saro_2873-pk18 hifi ampl F” and “Saro_2873 hifi
del R”, respectively. These two fragments were combined
with linearized pK18msB-MCS using the NEBuilder HiFi
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ASaro2873, in which the regions that naturally flank
Saro_2873 in the genome are adjacent to each other.

Deleting Genes from the N. aromaticivorans Genome.

Deletion plasmids were separately mobilized into N.
aromaticivorans via conjugation with Escherichia coli S17-
1. For the conjugation, cultures of E. coli S17-1 harboring
the plasmid and N. aromaticivorans were grown up over-
night in Lysogeny Broth containing kanamycin or GluSis,
respectively. Cultures were subcultured and allowed to
resume exponential growth before being harvested by cen-
trifugation. E. coli and N. aromaticivorans cell pellets were
washed in lysogeny broth, then resuspended together into 90
ul lysogeny broth. Conjugations were allowed to proceed
overnight at 30° C. The following day, the conjugations were
outgrown in GluSis at 30° C. for >1 h, then plated onto solid
GluSis with kanamycin to select for N. aromaticivorans
cells in which the plasmid had incorporated into the genome
via homologous recombination (single crossovers). Single
crossovers were confirmed through the inability to imme-
diately grow on GluSis containing 10% sucrose.

Single crossovers were cultured in 5 ml. of GluSis con-
taining 10% sucrose and shaken at 30° C. until growth
commenced (usually after several days), which signified loss
of the plasmid from the genome via a second round of
homologous recombination. These cultures were streaked
onto solid GluSis+10% sucrose to isolate individual strains
that has lost the plasmid (double crossovers), and plasmid
loss was confirmed by the inability to grow on GluSis+
kanamycin. The absences of the desired genes were con-
firmed via PCR performed on isolated genomic DNA and
Sanger sequencing.

Bacterial Growth Media

E. coli cultures used for cloning were grown in lysogeny
broth (LB), and shaken at ~200 rpm at 37° C. For routine
storage and manipulation, N. aromaticivorans cultures were
grown in LB or GluSis at 30° C. GluSis is a modification of
Sistrom’s minimal medium in which the succinate has been
replaced by 22.6 mM glucose (see Example 1, above). N.
aromaticivorans growth experiments used Standard Mineral
Base (SMB) minimal medium, as described in Example 1,
except at pH 7.0. Where needed to select for plasmids, media
were supplemented with 100 pg/ml ampicillin, 50 pg/mL
kanamycin, or 20 pg/ml. chloramphenicol.
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N. aromaticivorans Growth Experiments
Starter cultures of N. aromaticivorans were grown in 4

ml, SMB containing 4 mM vanillate. Experimental cultures

were grown in 20-30 mL of SMB containing 3 mM vanillate

and 1 mM GGE, in 125 mL conical growth flasks shaken at

200 rpm at 30° C. Aliquots (400-600 pl) were removed at

specified time points and filtered through 0.22 um syringe tip

filters (e.g. Whatman Puradisc filters, GE Healthcare) before

HPLC analysis of extracellular aromatics. Every culture was

grown at least three times; data shown are from represen-

tative cultures.

For the 12444AligEA2872 and 12444AligEA2873 cul-
tures, we filtered >2 mL for the final time points. These
samples still contained MPHPV; to determine which ste-
reoisomer(s) of MPHPV remained present, the samples were
split into three 400 ul aliquots and combined with 5 mM
GSH and either H,O, recombinant LigE (90 pg/mL), or
recombinant LigF1 (147 pg/ml), and incubated at 30° C. for
1 h. These samples were then analyzed via HPLC as
described below.

Expression and Purification of Recombinant Proteins
Plasmid for Expressing Recombinant Saro_2872.
Saro_2872 was amplified from N. aromaticivorans

genomic DNA with the primers “Saro2872 Ctag Bsal F” and

“Saro02872 Ctag BspHI R”. This fragment was digested with

restriction enzymes BspHI and Bsal. The expression vector

pVP302K (Gall and Ralph et al. 2014) was amplified using
the primers “pVP302K Ctag Bsal F” and “pVP302K Ctag

Ncol R”, and the resulting fragment was digested with Bsal

and Ncol. The digested fragments were ligated using T4

DNA ligase, generating plasmid pVP302K/Ctag-2872,

which consists of a TS promoter followed by the coding

sequences of Saro_2872 (absent the stop codon), the RtxA

protease from Vibrio cholerae, and a His, tag.
pVP302K/Ctag-2872 was amplified using kinase phos-

phorylated primers “Ctag 2872-pVP add Stop R” and

“pVP302K Ntag HindIII F. This fragment was circularized

using T4 DNA ligase to generate plasmid pVP302K/Un-

tagged2872, in which a stop codon has been introduced
directly after Saro_2872.

pVP302K/Untagged2872 was amplified via PCR using
kinase phosphorylated primers “2872-pVP C to Ntag > and
“pVP302 C to Ntag R”. The amplified fragment was circu-
larized using T4 DNA ligase to generate plasmid pVP302K/
Ntag-2872, which contains a TS promoter followed by
coding sequences for a Hisg-tag, a tobacco etch virus (Tev)
protease recognition site and Saro_2872.

Plasmids for Expressing Recombinant Saro_2872 and
Saro_2873 Together (BacA).

To Express BaeA Containing a Hisg-Tag on the N-Ter-
minus of Saro_2872:

We first generated a strain of N. aromaticivorans in which
a coding sequence for a Hisg-tag was incorporated into the
genome so that cellular copies of Saro_2872 protein would
contain a His,-tag on their N-terminus. pK18msB-Saro2872
was amplified via PCR using kinase phosphorylated primers
“Saro2872 gNtag R” and “Saro2872 gNtag F”, to generate
a fragment containing Saro_2873 (with its stop codon),
followed by a coding sequence for a Hisg-tag, then a Tev
protease recognition site, then Saro_2872 (missing its native
start codon). This fragment was circularized using T4 DNA
ligase to generate plasmid pK18msB-HSaro2872.
pK18msB-HgSaro2872 was mobilized into  strain
1244442872 via conjugation from E. coli S17-1, and a strain
of N. aromaticivorans (12444-Hg2872) containing the cod-
ing sequence for Saro_2872 containing an N-terminal Hisg-
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tag was generated and isolated using homologous recombi-
nation as described above for generating deletion mutants.

We ran PCR using genomic DNA from strain 12444-
Hg2872 as template with primers “2872-3_pVP_HiFi_F”
and “Sar02872-3NOTAG_pVP_HiFi_R” to generate a frag-
ment containing the coding sequence for Saro_2873 (with
stop codon intact), followed by the coding sequence for a
Hisg-tag, then for Saro_2872 (missing its start codon), with
extensions on the ends of the fragment that are complemen-
tary to plasmid pVP302K. pVP302K was amplified via PCR
using the primers “pVP302K-HiFi-noTag-R” and
“pVP302K-HiFi-ATW-F”. These two fragments were com-
bined using the NEBuilder HiFi Assembly system to create
plasmid pVP302K/2873-H2872.

To Express BaeA Containing a Hisg-Tag on the N-Ter-
minus of Saro_2873:

We ran PCR using genomic DNA from strain
12444A1879 as template with  primers “2872-
3_pVP_HiFi_F” and “Saro2872-3Ntag_pVP_HiFi_R” to
generate a fragment containing the native genomic organi-
zation of the Saro_2873 and Saro_2872 genes, with exten-
sions on the ends of the fragment that are complementary to
plasmid pVP302K. pVP302K was amplified via PCR using
the primers “pVP302K-HiFi-ATW-R” and “pVP302K-HiFi-
ATW-F”. These two fragments were combined using the
NEBuilder HiFi Assembly system to create plasmid
pVP302K/H2873-2872.

To Express BaeA Mutants:

To generate mutant 2:S14A, pVP302K/2873-H2872 was
amplified by kinase phosphorylated primers “Saro2872-
S14A_R” and “Saro2872-S14A_F”. To generate mutant
3:S15A, pVP302K/H2873-2872 was amplified by kinase
phosphorylated  primers  “Saro2873-S15A_R”  and
“Saro2873-S15A_F”. To generate mutant 3:N14A,
pVP302K/2873-H2872 was amplified by kinase phospho-
rylated primers “Saro2873-S15A_R” and “Saro2873-
N14A_F”. These linear fragments were separately circular-
ized using T4 DNA ligase to generate plasmids pVP302K/
2873-H2872(S14A), pVP302K/H2873(S15A)-2872, and
pVP302K/2873(N14A)-H2872, respectively.

To generate mutant 2:14A/3:S15A, pVP302K/2873-
H2872(S14A) was amplified by kinase phosphorylated
primers “Saro2873-S15A_R” and “Saro2873-S15A_F”. The
linear fragment was circularized using T4 DNA ligase to
generate plasmid pVP302K/2873(S15A)-H2872(S14A).

Plasmids for Expressing Recombinant Saro_2873.

We amplified plasmids pVP302K/2873-H2872 and
pVP302K/H2873-2872 via PCR using kinase phosphory-
lated primers “pVP302K-HiFi-ATW-F” and “Saro_2872 del
F”. These linear fragments were separately circularized
using T4 DNA ligase to generate plasmids pVP302K/Un-
tagged2873 and pVP302K/Ntag-2873, respectively.

Expression and Purification of Recombinant Enzymes.

Recombinant proteins were expressed using the plasmids
described above in E. coli B834 containing plasmid
pRARE2 (Novagen) grown for ~25 hours at 25° C. in
ZYM-5052 Autoinduction Medium containing kanamycin
and chloramphenicol. Recombinant proteins were purified
using a Ni**-NTA column as described in Example 1 above,
except using gravity-flow columns instead of an FPLC
system. After removal of Hisg-tags using Tev protease,
recombinant proteins retained a Ser-Ala-lIle-Ala-Gly-pep-
tide on their N-termini, derived from the linker between the
protein and the Tev protease recognition site. Recombinant
LigF1 was purified as previously described (Gall and Ralph
et al. 2014).
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Recombinant enzyme concentrations were determined via
the Bradford method (absorbance at 595 nm), using known
concentrations of bovine serum albumin as standards
(Thermo Scientific) and protein assay dye reagent from
Biorad.

Cell-Free Synthesis of Saro_2872 and Saro_2873

Plasmid for Expressing Saro_2872 in a Cell-Free System.

Plasmid pEU-NGFP (Goren et al. 2009) was amplified via
PCR using primers “pEU-HiFi-ATW-R” and “pEU-HiFi-
ATW-F” to generate a linear fragment in which the gene for
Green Fluorescent Protein has been removed. pVP302K/
Ntag-2872 was amplified via PCR using primers “Saro2872-
pEU2394-HiFi-F” and “Saro2872-pEU2394-HiFi-R” to
generate a linear fragment containing the coding sequence
for the Tev protease recognition site followed by Saro_2872.
These linear fragments were combined using the NEBuilder
HiFi Assembly system to create a plasmid that was missing
a short sequence upstream of the translational start site. To
add this sequence, we amplified the plasmid using kinase
phosphorylated primers “pEU-2872-fix-R” and “pEU-2872-
fix-F”. The linear fragment was circularized using T4 DNA
ligase to form plasmid pEU-H2872, which contains a
sequence for a Hisg-tag, followed by a Tev protease recog-
nition site, then Saro_2872.

Plasmid for Expressing Saro_2873 in a Cell-Free System.

N. aromaticivorans genomic DNA was amplified via PCR
using primers “Saro_2873-pEU_HiFi-F” and “Saro_2873-
pEU_HiFi-R” to generate a linear fragment containing
Saro_2873 with ends that are complementary to pEU. pEU-
H2872 was amplified via PCR using primers “pEU-2872-
fix-R” and “pEU2394 F” to generate a linear fragment in
which the sequences for the Hisg-tag, the Tev protease
recognition site, and Saro_2872 were removed. These linear
fragments were combined using the NEBuilder HiFi Assem-
bly system to create plasmid pEU-2873.

Cell-Free Protein Synthesis.

Cell-free protein synthesis was run essentially as previ-
ously described (Makino et al. 2014). The Saro_2872 poly-
peptide contained a Hisq-tag and a Tev protease recognition
site on its N-terminus that were not removed. The
Saro_2873 polypeptide was synthesized in its native form.
Synthesized polypeptides were not purified from the syn-
thesis reaction mixture; assays for enzymatic activity were
performed by adding aliquots directly from the synthesis
reaction. Concentrations of the Saro_2872 and Saro_2873
polypeptides in the reaction mixtures were approximated
using the intensities of the bands in an SDS-PAGE gel.
Assays to Determine Activities and Stereospecificties of
Saro_2872 and Saro_2873

0.1 mM racemic (B(S) and f(R)) MPHPV was combined
with 5.8 mM glutathione (GSH) in reaction buffer (RB; 25
mM Tris-HCI (pH 8.0) and 25 mM NaCl). Cell-free protein
synthesis mixtures containing Saro_2872 and Saro_2873
were added individually or together to the MPHPV/GSH
solutions to achieve concentrations of ~24 nM of each
polypeptide. These 625 ul reactions were incubated at 30°
C. for 24 h to several days. Each was then split into 190 pl.
aliquots and combined with an additional 2.3 mM GSH and
either H,O, 151 pg/ml. LigE (Saro_2405), or 184 ng/mL
LigF1 (Saro_2091). These 212 pL reactions were incubated
at 30° C. for several hours, then analyzed via HPLC.

Kinetics of the Enzymatic Cleavage of f(R)-MPHPV.

Various concentrations of racemic MPHPV (equal
amounts of the B(S)- and P(R)-stereoisomers) were com-
bined with 5 mM GSH in RB. At time zero, 100 pl, of a
given enzyme in RB+5 mM GSH was combined with 1000
ul of the racemic MPHPV/GSH sample at 25° C. (both
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samples were equilibrated to 25° C. before mixing). Final
concentrations of P(R)-MPHPV in each reaction were
0.0045, 0.010, 0.017, 0.068, or 0.13 mM. Final enzyme
concentrations were 18 nM BaeA, 23 nM BaeA (2:S14A),
22 nM BaeA (3:S15A), 24 nM BaeA (2:S14A/3:S15A), 98
nM BaeA (3N14A), or 70 nM LigE (Saro_2405) (all con-
centrations are for the dimeric enzyme, except for LigE,
which is the concentration of the monomer). At specified
time points, 200 uL. of a reaction was removed and combined
with 40 ulL of 1 M HCI (Acros Organics) to stop the reaction
before HPLC analysis to quantify GS-HPV formed. Control
experiments were allowed to proceed for several hours to
ensure that only the B(R)-MPHPYV in the reaction mixtures
was being reacted with in these experiments.

HPLC Analysis.

Analysis and quantification of aromatic compounds were
performed using an Ultra AQ C18 5 um column (Restek)
attached to a System Gold HPLC (Beckman Coulter) with
running buffers and methods described in Example 1. The
eluent was analyzed for light absorbance between 191 and
600 nm, and absorbances at 280 nm were used for quanti-
fication of aromatic metabolites by comparing peak areas to
those of standards.

Results

An N. aromaticivorans Saro_2405 (ligE) Deletion Mutant
can Completely Metabolize Erythro-GGE.

LigE from N. aromaticivorans is capable of stereospe-
cifically breaking the $-aryl ether bond of the f(R) stereoi-
somers of MPHPV and other di-aromatic compounds in
vitro. To investigate the in vivo role of LigE in N. aromati-
civorans, we constructed a strain in which the gene for LigE
(Saro_2405) was deleted from the genome (12444AligE),
and grew it, along with its parent strain (12444A1879), in a
medium containing vanillate and erythro-GGE.

As expected from the examples provided above,
12444A1879 completely consumed both the vanillate and
the GGE. Metabolism of GGE proceeded through several
intermediates, including both B(R) and p(S) MPHPYV, which
transiently appeared in the medium, then were taken back up
by the cells (FIG. 24, panel A). Consistent with our
examples above, only a trace amount of guaiacol appeared
in the extracellular medium, and the glutathione conjugate
GS-HPV was never observed in the medium.

As the gene product of Saro_2405 is the only predicted
homologue of LigE and LigP in N. aromaticivorans, and
LigE and LigP are the only sphingomonad enzymes known
to be capable of breaking the f(R) stereoisomer of the f-aryl
ether bond, we expected that strain 12444AligE would be
incapable of fully metabolizing erythro-GGE. However,
although MPHPV consistently disappeared from the
medium slower for 12444AligE than for 12444A1879,
12444AligE was capable of completely removing racemic
MPHPV from the medium (FIG. 24, panel B). As MPHPV
disappeared from the medium, HPV accumulated in the
medium up to a concentration roughly equal to the initial
erythro-GGE concentration, suggesting that essentially all of
the GGE was metabolized through MPHPV and into HPV.
These results suggest that 12444AligE contains an enzyme
capable of breaking the $-aryl ether bond of B(R)-MPHPV.

Saro_2872 and Saro_2873 are Required for Cleavage of
P(R)-MPHPV in N. aromaticivorans 12444AligE.

As LigE, LigP, and LigF are all classified as glutathione
S-transferases, we expected that a glutathione S-transferase
was reacting with f(R)-MPHPV in the 12444AligE strain.
We thus investigated Saro_2872 and Saro_2873, which are
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annotated as coding for glutathione-S-transferases and are
located in a gene cluster with Saro_2865, which codes for
one of the two LigF isoforms in N. aromaticivorans. We
separately deleted Saro_2872 and Saro_2873 from the
genome of 12444 AligE and found that neither of the result-
ing strains, 12444AligEA2872 and 12444AligEA2873,
respectively, could fully metabolize erythro-GGE (FIG. 24,
panels D and E). Each strain accumulated MPHPV in its
medium to a concentration roughly one-half of the medi-
um’s initial erythro-GGE concentration, suggesting that they
were deficient in metabolizing MPHPV.

Our method of analysis does not distinguish between the
P(R) and P(S) stereoisomers of MPHPV. Therefore, to
determine which stereoisomer(s) of MPHPV remained unre-
acted in the media of the 12444AligEA2872 and
12444A1igEA2873 cultures, the spent media were filtered,
and individual aliquots were combined with H,O, or recom-
binant LigF or LigE, which are known to react stereospe-
cifically with the §(S) or f(R) isomers of MPHPYV, respec-
tively (FIG. 25, panels F-K). Addition of LigF to the spent
media samples resulted in the conversion of a small amount
(<10%) of MPHPV into GS-HPV and guaiacol (FIG. 25,
panels G.J), suggesting that some of the unconsumed
MPHPV was the (S) isomer. However, addition of LigE
resulted in conversion of most of the MPHPV into GS-HPV
and guaiacol (FIG. 25, panels H,K), suggesting that a large
fraction of the MPHPV was the p(R) isomer. These results
suggest that 12444AligE requires both Saro_2872 and
Saro_2873 for complete metabolism of MPHPV, particu-
larly the B(R) isomer.

To determine whether both Saro_2872 and Saro_2873 are
necessary for complete metabolism of MPHPV in an N
aromaticivorans strain with a functional LigE, we deleted
Saro_2872 from 12444A1879. The resulting strain
(12444A2872) was capable of fully metabolizing erythro-
GGE (FIG. 24, panel C), though it removed the MPHPV
from the medium slower than 12444A1879 (FIG. 24, panel
A), similar to 12444AligE (FIG. 24, panel B). Thus, it
appears that either LigE or a combination of Saro_2872 and
Saro_2873 is sufficient for completely metabolizing B(R)-
MPHPV.

The Saro_2872 and Saro_2873 Polypeptides Form a
Heterodimer that is Stereospecific for B(R)-MPHPV.

As our genetic results suggested that the Saro_2872 and
Saro_2873 gene products contribute to cleavage of B(R)-
MPHPV in N. aromaticivorans, we sought to express these
proteins and test them for this activity in vitro.

Initial attempts to individually express and purify the
Saro_2872 and Saro_2873 polypeptides recombinantly in
Escherichia coli were unsuccessful. We thus separately
expressed each polypeptide using a cell-free protein synthe-
sis system. When the polypeptides were individually com-
bined with racemic (B(R) and f(S)) MPHPYV, a trace amount
of GS-HPV appeared in the reactions (<1% of the initial
MPHPYV concentration), but essentially all of the MPHPV
remained unreacted (FIG. 26, panels A-C), even after several
days.

The lack of activity of the Saro_2872 and Saro_2873
polypeptides, and our observation that the Saro_2872 and
Saro_2873 ORFs overlap in the N. aromaticivorans genome,
led us to hypothesize that the polypeptides may form a
heterodimer. Indeed, when we combined the separately
prepared Saro_2872 and Saro_2873 polypeptides with each
other and with racemic MPHPV, half of the MPHPV was
converted into GS-HPV and guaiacol (FIG. 26, panel D). To
determine which stereoisomer(s) of MPHPV remained unre-
acted in this reaction, we split the reaction mixture and
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added recombinant LigE (Saro_2405) or LigFl
(Saro_2091). Upon addition of LigE, no change in the
amounts of MPHPV, GS-HPV, or guaiacol was observed
(FIG. 26, panel E). Upon addition of LigF1, the remaining
MPHPV in the reaction mixture was converted into GS-
HPV and guaiacol (FIG. 26, panel F), suggesting that the
MPHPYV remaining after the reaction of racemic MPHPV
with the mixture of Saro_2872 and Saro_2873 was the (S)
stereoisomer.

To generate larger amounts of the Saro_2872-Saro_2873
complex than was possible with the cell-free system, we
attempted to express the Saro_2872 and Saro_2873 poly-
peptides together from a single expression vector in E. coli.
Despite the fact that only one of the polypeptides contained
a Hisg-tag on its N-terminus, two polypeptides from the E.
coli cell lysate, corresponding to the expected sizes of
Saro_2872 and Saro_2873, reversibly bound to a Ni**-NTA
column, consistent with Saro_2872 and Saro_2873 forming
a heterodimer. Indeed, the purified recombinant protein ran
as a single peak that corresponded to a dimer in gel perme-
ation chromatography experiments (FIG. 27).

In reactions similar to those performed with the cell-free
generated polypeptides, we found that the recombinantly
generated Saro_2872-Saro_2873 complex reacted specifi-
cally with B(R)-MPHPV, and did not react with p(S)-
MPHPV. Because the Saro_2872-Saro_2873 heterodimer is
a B-aryl etherase, we call the heterodimer BaeA. The fact
that BaeA has the same stereospecificity as LigE (for f(R)-
MPHPYV) is curious, as both Saro_2872 and Saro_2873
cluster much closer to the previously characterized LigF
enzymes than to the previously characterized LigE enzymes
in a phylogenetic analysis (FIG. 28). This finding likely has
implications for the evolution of the enzymatic ability to
break the two stercoisomers of the p-aryl ether bond of
lignin.

The Saro_2873 Subunit is Much More Catalytically
Active than the Saro_2872 Subunit in BaeA.

We sought to gain insight into the relative activities of the
Saro_2872 and Saro_2873 subunits in BaeA by indepen-
dently inactivating one or the other of the subunits. Previous
work found that LigF from Sphingobium sp. SYK-6
(SLG_08650) contains a serine residue in its active site
(Ser'®) that is important for reacting with B(S)-(1'-formyl-
3'-methoxyphenoxy)-y-hydroxypropioveratrone (an ana-
logue of MPHPV): mutation of the serine had a dramatic
effect on the reaction rate, although it was unclear whether
the effect was from changes in substrate binding, turnover,
or both (Helmich et al. 2016). This serine residue is con-
served in all the previously characterized LigF enzymes, and
in both Saro_2872 (Ser™*) and Saro_2873 (Ser'’) (FIG. 29).
We mutated these serines into alanines separately (2:S14A
and 3:S15A) and together (2:S14A/3:S15A) in BaeA and
assayed the variant enzymes in vitro, along with wild-type
BaeA. As we did not know the relative activities of the two
subunits in BaeA, we initially calculated kinetic parameters
for the enzymes using the concentrations of the dimers (and
not the total concentrations of the individual putative active
sites).

Wild-type BaeA and the three serine mutants all had the
same k_,, value, suggesting that these serine residues are not
involved in enzymatic turnover (Table 13). However, the
variants in which Ser'® in Saro_2873 was mutated (3:S15A
and 2:S14A/3:S15A) had K,, values that were 5 to 6-fold
higher than that of the wild-type enzyme, suggesting that
these variants bound the substrate weaker than the wild-type
enzyme. The 2:S14A variant had the same K,, value as the
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wild-type enzyme, which, along with the lack of an effect on
k_,, implies that Ser'* in Saro_2872 is not involved in
catalysis by BacA.

TABLE 13

Kinetic parameters for the enzymatic
conversion of B(R)-MPHPV into GS-HPV

Kear Kar ke, /Kar

Protein (s™h (uM) (mM~s71)
BaeA 2903 20£3 150 = 30
BaeA (2:S14A) 28 0.2 223 130 = 20
BaeA (3:S15A) 2403 100 = 20 23 £6
BaeA 28 0.5 120 = 30 23 £ 8
(2:S14A/3:S15A)
BaeA (3:N14A) 0.14 £0.02 250 = 60 05+02
LigE 0.68 = 0.06 7=1 100 = 20

Analysis of the structure of LigF from Sphingobium sp.
SYK-6 (PDB 4xt0) shows that the side-chain amide nitrogen
of Asn'? is within hydrogen-bonding distance (3.3 A) of the
bound glutathione thiol group; an analogous asparagine is
present in all of the previously characterized LigF enzymes,
and in Saro_2873 (Asn'?) (FIG. 29). (Saro_2872 has an Ala
in this position (FIG. 29).) Active site asparagine residues
are known or predicted to be involved in catalysis in other
glutathione S-transferases. We mutated Asn'* in Saro_2873
into Ala and found that the resulting BaeA variant (3:N14A)
had a k_,, value ~20-fold lower and a K, , value ~12.5-fold
higher than wild-type BaeA (Table 13), suggesting that this
residue is critical in both substrate binding and turnover in
BaeA. We assume that mutation of this residue only affects
the active site of the Saro_2873 subunit and does not have
any long range effects on the active site of Saro_2872 or the
overall folding or structure of the dimer; indeed, all mutant
versions of BaeA used in this study ran as dimers in gel
permeation chromatography (FIG. 27), similar to the wild-
type enzyme, suggesting that the mutations did not affect the
overall folding of the proteins or the binding between
subunits.

The fact that mutation of a single residue in the Saro_2873
subunit had such a dramatic effect on the overall catalysis of
BaeA suggests that Saro_2873 is the catalytically dominant
subunit of the dimer, and that, if the Saro_2872 subunit has
any activity in BaeA, it is <~5% of the activity of the
Saro_2873 subunit.

Catalytic Comparison of BaeA and LigE.

To directly compare catalysis between BaeA and LigE
(Saro_2405), we also analyzed recombinant LigE in our in
vitro reaction system. We found that LigE had a ~4-fold
lower k_,, value and a ~3-fold lower K,, value than BaeA,
leading to a catalytic efficiency (k,/K,,) for LigE that is
slightly lower than that of BaeA (Table 13).
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EXEMPLARY VERSIONS OF THE INVENTION

Various exemplary versions of the invention are as fol-
lows.

Version 1: A method of processing lignin, comprising
contacting lignin comprising 3-O-4 ether linkages in vitro
with:

a dehydrogenase comprising at least one of LigD, LigO,

LigN, and Ligl;

a f-etherase comprising at least one of LigE, LigF, LigP,
and an enzyme comprising a first polypeptide having an
amino acid sequence of SEQ ID NO:40 or an amino
acid sequence at least about 95% identical thereto and
a second polypeptide having an amino acid sequence of
SEQ ID NO:42 or an amino acid sequence at least
about 95% identical thereto; and

a glutathione lyase comprising any one or more of LigG
and a non-stereospecific glutathione lyase comprising
an amino acid sequence at least about 80%, 85%, 90%,
or 95% identical to any of:

SEQ ID NO:18 (NaGST,,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-
STw);

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GSTy,); SEQ ID NO:26 (ecYghU);

residues 21-313 of SEQ ID NO:28 (recombinant ecY-
ghU);

SEQ ID NO:30 (ecYfcG);

SEQ ID NO:32 (ssYghU);

SEQ ID NO:34 (GST3); and

SEQ ID NO:36 (PcUre2pB1).

Version 2. The method of version 1, wherein the gluta-
thione lyase comprises the non-stereospecific glutathione
lyase.

Version 3. The method of version 1, wherein the gluta-
thione lyase comprises the non-stereospecific glutathione
lyase and the non-stereospecific glutathione lyase comprises
an amino acid sequence at least about 80%, 85%, 90%, or
95% identical to any of:

SEQ ID NO:18 (NaGSTy,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-
ST,

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GSTy,);

SEQ ID NO:26 (ecYghU);

residues 21-313 of SEQ ID NO:28 (recombinant ecY-
ghU);

SEQ ID NO:30 (ecYfcG);

SEQ ID NO:32 (ssYghU);

SEQ ID NO:34 (GST3); and

SEQ ID NO:36 (PcUre2pB1).

Version 4. The method of version 1, wherein the gluta-
thione lyase comprises the non-stereospecific glutathione
lyase and the non-stereospecific glutathione lyase comprises
an amino acid sequence at least about 80%, 85%, 90%, or
95% identical to any of:

SEQ ID NO:18 (NaGSTy,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-
STw);

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GSTy,);

SEQ ID NO:26 (ecYghU); and

residues 21-313 of SEQ ID NO:28 (recombinant ecY-
ghU).
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Version 5. The method of version 1, wherein the gluta-
thione lyase comprises the non-stereospecific glutathione
lyase and the non-stereospecific glutathione lyase comprises
an amino acid sequence at least about 90% or 95% identical
to any of:
SEQ ID NO:18 (NaGST,,);
residues 21-313 of SEQ ID NO:20 (recombinant NaG-
STy

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,);

SEQ ID NO:26 (ecYghU); and

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU).
Version 6. The method of any one of versions 1-5,
wherein the non-stereospecific glutathione lyase comprises
at least one, at least two, at least three, at least four, at least
five, at least six, at least seven, or all of:
threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGST,,);

asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaGST,,);
isoleucine or a conservative variant of isoleucine at a
position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,);

glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGST,,);

serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position corre-
sponding to position 117 of SEQ ID NO:18 (NaG-
STo):

arginine or a conservative variant of arginine at a position
corresponding to position 177 of SEQ ID NO:18 (NaG-
STw.)-
Version 7. The method of any one of versions 1-5,
wherein the non-stereospecific glutathione lyase comprises
at least one, at least two, at least three, at least four, at least
five, at least six, at least seven, at least eight, at least nine,
at least ten, or all of:
asparagine or a conservative variant of asparagine at a
position corresponding to position 25 of SEQ ID
NO:18 (NaGST,,);

threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGST,,);

asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaGST,,);

isoleucine or a conservative variant of isoleucine at a

position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,);
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glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGST,,);

serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position corre-
sponding to position 117 of SEQ ID NO:18 (NaG-
STrw);

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 166 of SEQ ID NO:18 (NaG-
STy

arginine or a conservative variant of arginine at a position
corresponding to position 177 of SEQ ID NO:18 (NaG-
STy,); and

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 224 of SEQ ID NO:18 (NaG-
STy,

Version 8. The method of any one of versions 1-8,
wherein the contacting occurs in the presence of a gluta-
thione (GSH) reductase that catalyzes reduction of gluta-
thione disulfide (GSSG).

Version 9. The method of version 8, wherein the GSH
reductase comprises an amino acid sequence at least about
95% identical to SEQ ID NO:38 (AvGR).

Version 10. The method of any one of versions 1-9,
wherein the contacting releases at least one of a monomeric
phenylpropanoid unit and a monomeric flavone.

Version 11. The method of any one of versions 1-10,
wherein the contacting releases at least one of a monomeric
guaiacyl phenylpropanoid unit, a monomeric syringyl phe-
nylpropanoid unit, a monomeric p-hydroxyphenyl phenyl-
propanoid unit, and a monomeric tricin unit.

Version 12. The method of any one of versions 1-11,
wherein the lignin comprises an average molecular weight
(MW) of from about 600 to about 20,000.

Version 13. A composition, comprising:

lignin comprising [-O-4 ether linkages;

a dehydrogenase comprising at least one of LigD, LigO,
LigN, and Ligl;

a f-etherase comprising at least one of LigE, LigF, LigP,
and an enzyme comprising a first polypeptide having an
amino acid sequence of SEQ ID NO:40 or an amino
acid sequence at least about 95% identical thereto and

a second polypeptide having an amino acid sequence of

SEQ ID NO:42 or an amino acid sequence at least
about 95% identical thereto; and

a glutathione lyase comprising any one or more of LigG

and a non-stereospecific glutathione lyase comprising
an amino acid sequence at least about 80%, 85%, 90%,
or 95% identical to any of:
SEQ ID NO:18 (NaGSTy,);
residues 21-313 of SEQ ID NO:20 (recombinant NaG-
ST,

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GSTy,);

SEQ ID NO:26 (ecYghU);

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU);

SEQ ID NO:30 (ecYfcG);

SEQ ID NO:32 (ssYghU);

SEQ ID NO:34 (GST3); and

SEQ ID NO:36 (PcUre2pB1).

Version 14. The composition of version 13, wherein the
glutathione lyase comprises the non-stereospecific gluta-
thione lyase.

Version 15. The composition of version 13, wherein the
glutathione lyase comprises the non-stereospecific gluta-
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thione lyase and the non-stereospecific glutathione lyase
comprises an amino acid sequence at least about 80%, 85%,
90%, or 95% identical to any of:
SEQ ID NO:18 (NaGSTy,);
residues 21-313 of SEQ ID NO:20 (recombinant NaG-
STy);
SEQ ID NO:22 (SYK6GST,,);
residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST ),

SEQ ID NO:26 (ecYghU);

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU);
SEQ ID NO:30 (ecYfcG);
SEQ ID NO:32 (ssYghU);
SEQ ID NO:34 (GST3); and
SEQ ID NO:36 (PcUre2pB1).
Version 16. The composition of version 13, wherein the
glutathione lyase comprises the non-stereospecific gluta-
thione lyase and the non-stereospecific glutathione lyase
comprises an amino acid sequence at least about 80%, 85%,
90%, or 95% identical to any of:
SEQ ID NO:18 (NaGST,,);
residues 21-313 of SEQ ID NO:20 (recombinant NaG-
STy,

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,,);

SEQ ID NO:26 (ecYghU); and

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU).
Version 17. The composition of version 13, wherein the
glutathione lyase comprises the non-stereospecific gluta-
thione lyase and the non-stereospecific glutathione lyase
comprises an amino acid sequence at least about 90% or
95% identical to any of:
SEQ ID NO:18 (NaGSTy,);
residues 21-313 of SEQ ID NO:20 (recombinant NaG-
STy,

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,,);

SEQ ID NO:26 (ecYghU); and

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU).
Version 18. The composition of any one of versions
13-17, wherein the non-stereospecific glutathione lyase
comprises at least one, at least two, at least three, at least
four, at least five, at least six, at least seven, or all of:
threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGST,,);

asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaGST,,,);
isoleucine or a conservative variant of isoleucine at a
position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,);

glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGST,,);
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serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position corre-
sponding to position 117 of SEQ ID NO:18 (NaG-
STy

arginine or a conservative variant of arginine at a position
corresponding to position 177 of SEQ ID NO:18 (NaG-
STy,

Version 19. The composition of any one of versions
13-17, wherein the non-stereospecific glutathione lyase
comprises at least one, at least two, at least three, at least
four, at least five, at least six, at least seven, at least eight,
at least nine, at least ten, or all of:

asparagine or a conservative variant of asparagine at a
position corresponding to position 25 of SEQ ID
NO:18 (NaGST,,);

threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGST,,);

asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaGST,,,);

isoleucine or a conservative variant of isoleucine at a
position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,);

glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGST,,);

serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position corre-
sponding to position 117 of SEQ ID NO:18 (NaG-
STy

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 166 of SEQ ID NO:18 (NaG-
STrw);

arginine or a conservative variant of arginine at a position
corresponding to position 177 of SEQ ID NO:18 (NaG-
STy,); and

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 224 of SEQ ID NO:18 (NaG-
STy,

Version 20. The composition of any one of versions
13-19, further comprising a glutathione (GSH) reductase
that catalyzes reduction of glutathione disulfide (GSSG).

Version 21. The composition of version 20, wherein the
GSH reductase comprises an amino acid sequence at least
about 95% identical to SEQ ID NO:38 (AvGR).

Version 22. A method of chemical conversion, comprising
contacting a first compound in vitro with a non-stereospe-
cific glutathione lyase to yield a second compound, wherein:

the non-stereospecific glutathione lyase comprises an
amino acid sequence at least about 80%, 85%, 90%, or
95% identical to any of:

SEQ ID NO:18 (NaGST,,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-
STw);

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,);

SEQ ID NO:26 (ecYghU);

residues 21-313 of SEQ ID NO:28 (recombinant ecY-
ghU);
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SEQ ID NO:30 (ecYfcG);
SEQ ID NO:32 (ssYghU);
SEQ ID NO:34 (GST3); and
SEQ ID NO:36 (PcUre2pBl1)
the first compound has a structure of Formula I or a salt

thereof:
\ 08)
R
O I"’)
SG,

R! R?

RZ

wherein:

R!, R and R® are each independently —H, —OH,
—0-alkyl, —O-lignin, or -lignin;

R* is —H, —OH, —SH, —COOH, —SO,H, or —O-
lignin; and

SG is glutathione bound in an S or R configuration; and

the second compound has a structure of Formula II or a
salt thereof:

an
R4

R! R3,

Rr2

wherein R!, R?, R?, and R* are as defined above.
Version 23. The method of version 22, wherein:
R! in Formula I and Formula 1T is —H or —OCH,;
R? in Formula I and Formula 11 is —OH;
R? in Formula I and Formula 11 is —H or —OCH,; and
R*in Formula I and Formula II is —OH.
Version 24. The method of any one of versions 22-23,
wherein the non-stereospecific glutathione lyase comprises
an amino acid sequence at least about 80%, 85%, 90%, or
95% identical to any of:
SEQ ID NO:18 (NaGSTy,);
residues 21-313 of SEQ ID NO:20 (recombinant NaG-
ST,

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST ),

SEQ ID NO:26 (ecYghU); and

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU).

Version 25. The method of any one of versions 22-23,
wherein the non-stereospecific glutathione lyase comprises
an amino acid sequence at least about 90% or 95% identical
to any of:
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SEQ ID NO:18 (NaGSTy,);
residues 21-313 of SEQ ID NO:20 (recombinant NaG-
ST,
SEQ ID NO:22 (SYK6GST,,);
residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GSTy,);

SEQ ID NO:26 (ecYghU); and

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU).
Version 26. The method of any one of versions 22-25,
wherein the non-stereospecific glutathione lyase comprises
at least one, at least two, at least three, at least four, at least
five, at least six, at least seven, or all of:
threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGST,,);

asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaGST,,,);
isoleucine or a conservative variant of isoleucine at a
position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,);

glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGST,,);

serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position corre-
sponding to position 117 of SEQ ID NO:18 (NaG-
ST

arginine or a conservative variant of arginine at a position
corresponding to position 177 of SEQ ID NO:18 (NaG-
STa.)-
Version 27. The method of any one of versions 22-25,
wherein the non-stereospecific glutathione lyase comprises
at least one, at least two, at least three, at least four, at least
five, at least six, at least seven, at least eight, at least nine,
at least ten, or all of:
asparagine or a conservative variant of asparagine at a
position corresponding to position 25 of SEQ ID
NO:18 (NaGST,,);

threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGST,,);

asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaGST,,,);
isoleucine or a conservative variant of isoleucine at a
position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,);

glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGST,,);
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serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position corre-
sponding to position 117 of SEQ ID NO:18 (NaG-
STo):

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 166 of SEQ ID NO:18 (NaG-
STy.);

arginine or a conservative variant of arginine at a position
corresponding to position 177 of SEQ ID NO:18 (NaG-
STy,,); and

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 224 of SEQ ID NO:18 (NaG-
STw.)-

Version 28. The method of any of versions 22-27, wherein
the contacting occurs in the presence of a glutathione (GSH)
reductase that catalyzes reduction of glutathione disulfide
(GSSG).

Version 29. The method of version 28, wherein the GSH
reductase comprises an amino acid sequence at least about
95% identical to SEQ ID NO:38 (AvGR).

Version 30. The method of any one of versions 22-29,
further comprising contacting lignin comprising -O-4 ether
linkages in vitro with enzymes to generate the first com-
pound, wherein the enzymes comprise:

a dehydrogenase comprising at least one of LigD, LigO,

LigN, and Ligl; and

a p-etherase comprising at least one of LigF, LigF, LigP,
and an enzyme comprising a first polypeptide having an
amino acid sequence of SEQ ID NO:40 or an amino
acid sequence at least about 95% identical thereto and

a second polypeptide having an amino acid sequence of
SEQ ID NO:42 or an amino acid sequence at least
about 95% identical thereto.

Version 31. A recombinant non-stereospecific glutathione
lyase comprising an amino acid sequence at least about 80%,
85%, 90%, or 95% identical to any of:

SEQ ID NO:18 (NaGST,,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-
STy,

SEQ ID NO:22 (SYK6GST,,,); and

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,)-

Version 32. The glutathione lyase of version 31, compris-
ing an amino acid sequence at least about 80%, 85%, 90%,
or 95% identical to any of:

SEQ ID NO:18 (NaGST,,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-
STy,

SEQ ID NO:22 (SYK6GST,,,); and

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,)-

Version 33. The glutathione lyase of version 31, compris-
ing an amino acid sequence at least about 90% or 95%
identical to any of:

SEQ ID NO:18 (NaGST,,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-
ST,

SEQ ID NO:22 (SYK6GST,,); and

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,)-

Version 34. The glutathione lyase of any one of versions
31-33, wherein the non-stereospecific glutathione lyase
comprises at least one, at least two, at least three, at least
four, at least five, at least six, at least seven, or all of:

threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGST,,);
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asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaGST,,,);

isoleucine or a conservative variant of isoleucine at a
position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,);

glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGST,,);

serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position corre-
sponding to position 117 of SEQ ID NO:18 (NaG-
STy

arginine or a conservative variant of arginine at a position
corresponding to position 177 of SEQ ID NO:18 (NaG-
STa.)-

Version 35. The glutathione lyase of any one of versions
31-33, wherein the non-stereospecific glutathione lyase
comprises at least one, at least two, at least three, at least
four, at least five, at least six, at least seven, at least eight,
at least nine, at least ten, or all of:

asparagine or a conservative variant of asparagine at a
position corresponding to position 25 of SEQ ID
NO:18 (NaGST,,);

threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGST,,);
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asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaGST,,,);

isoleucine or a conservative variant of isoleucine at a
position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,);

glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGST,,);

serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position corre-
sponding to position 117 of SEQ ID NO:18 (NaG-
STo):

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 166 of SEQ ID NO:18 (NaG-
STo):

arginine or a conservative variant of arginine at a position
corresponding to position 177 of SEQ ID NO:18 (NaG-
STy,,); and

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 224 of SEQ ID NO:18 (NaG-
STy,)-

Version 36. The glutathione lyase of any one of versions
31-35, wherein the glutathione lyase comprises at least one
non-native modification selected from the group consisting
of an amino acid addition, an amino acid deletion, and an
amino acid substitution.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 132

<210> SEQ ID NO 1

<211> LENGTH: 918

<212> TYPE: DNA

<213> ORGANISM: Sphingobium sp. SYK-6

<400> SEQUENCE: 1

atgaaggatt tccaggatca ggtegegtte atcacgggeg gegegteggg cgecggette 60
ggccaggcega aagtgttegg tcaggcagge gegaagateg tggtggegga cgtgegggec 120
gaagcggtceg agaaggccgt cgccgagetyg gaagggeteg ggatcacege geatggeatce 180
gtgctegata tcatggaccg cgaggectat geccgggegyg cggacgaagt ggaggeegtg 240
tteggecagyg cgecgacget tetetecaac acegetggeg tgaacagett cgggecgate 300
gagaagacca cttatgatga tttcgactgyg atcatecggeg tcaatctgaa cggegtcatce 360
aacggcatgyg tgaccttegt gecgegeatyg ategegageg ggcggecggg gcacategte 420
accgtetegt cgeteggegg ctteatgggg agegegeteg cegggeccta tteggeggece 480
aaggcggeca gcatcaatcet gatggaagge tatcggcagg ggctagagaa atacggcate 540
ggcgtetecyg tetgcacgee ggccaacatce aagtcgaaca tegeggaage ctegegectg 600
cgtecegega aatacggcac cageggcetat gtggagaacg aggaatcgat tgectegetg 660
cactccatte accagcacgg getegagecg gagaagetgg cggaagcegat caagaagggt 720
gtcgaggaca atgctctcecta catcattece tatcccgaag tgegegaagg actggagaag 780
cattttcagyg ccatcatcga tteggtegeg ccgatggaga gegatccegga aggcegeccge 840
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-continued

cagcegggteg aggcactgat ggectgggga cgggaccgea cgegggtett cgecgaggge 900

gacaagaaag gcgcctga 918

<210> SEQ ID NO 2

<211> LENGTH: 305

<212> TYPE: PRT

<213> ORGANISM: Sphingobium sp. SYK-6

<400> SEQUENCE: 2

Met Lys Asp Phe Gln Asp Gln Val Ala Phe Ile Thr Gly Gly Ala Ser
1 5 10 15

Gly Ala Gly Phe Gly Gln Ala Lys Val Phe Gly Gln Ala Gly Ala Lys
20 25 30

Ile Val Val Ala Asp Val Arg Ala Glu Ala Val Glu Lys Ala Val Ala
35 40 45

Glu Leu Glu Gly Leu Gly Ile Thr Ala His Gly Ile Val Leu Asp Ile
50 55 60

Met Asp Arg Glu Ala Tyr Ala Arg Ala Ala Asp Glu Val Glu Ala Val
65 70 75 80

Phe Gly Gln Ala Pro Thr Leu Leu Ser Asn Thr Ala Gly Val Asn Ser
85 90 95

Phe Gly Pro Ile Glu Lys Thr Thr Tyr Asp Asp Phe Asp Trp Ile Ile
100 105 110

Gly Val Asn Leu Asn Gly Val Ile Asn Gly Met Val Thr Phe Val Pro
115 120 125

Arg Met Ile Ala Ser Gly Arg Pro Gly His Ile Val Thr Val Ser Ser
130 135 140

Leu Gly Gly Phe Met Gly Ser Ala Leu Ala Gly Pro Tyr Ser Ala Ala
145 150 155 160

Lys Ala Ala Ser Ile Asn Leu Met Glu Gly Tyr Arg Gln Gly Leu Glu
165 170 175

Lys Tyr Gly Ile Gly Val Ser Val Cys Thr Pro Ala Asn Ile Lys Ser
180 185 190

Asn Ile Ala Glu Ala Ser Arg Leu Arg Pro Ala Lys Tyr Gly Thr Ser
195 200 205

Gly Tyr Val Glu Asn Glu Glu Ser Ile Ala Ser Leu His Ser Ile His
210 215 220

Gln His Gly Leu Glu Pro Glu Lys Leu Ala Glu Ala Ile Lys Lys Gly
225 230 235 240

Val Glu Asp Asn Ala Leu Tyr Ile Ile Pro Tyr Pro Glu Val Arg Glu
245 250 255

Gly Leu Glu Lys His Phe Gln Ala Ile Ile Asp Ser Val Ala Pro Met
260 265 270

Glu Ser Asp Pro Glu Gly Ala Arg Gln Arg Val Glu Ala Leu Met Ala
275 280 285

Trp Gly Arg Asp Arg Thr Arg Val Phe Ala Glu Gly Asp Lys Lys Gly
290 295 300

Ala
305

<210> SEQ ID NO 3

<211> LENGTH: 894

<212> TYPE: DNA

<213> ORGANISM: Sphingobium sp. SYK-6
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-continued

<400> SEQUENCE: 3
gtgcaggatce tggaagggaa agtcgegttce gtcaceggeyg ggggatceggg ggtggcegetce 60
ggccaggeca aggtgcttge cgaggaagceg cagatgaagg tggtgatcge cgacatcegg 120
caggaccatc tcgacgaagc gatgggcetat ttcagccaga agaatgtege cgtccaccce 180
gteegecteg acctgacgga tcegegecgece tatgeggecg cegtcegacga ggecgageag 240
gtgttceggac cegtecgacct getgtgcaac accgeegggg tcagcecagtt cggecccatce 300
gagaaagcga cgtttgacga ctgggactgg cagatggacg tcaacgtgaa tggcgtcatce 360
aacggcgtga tgactgtcat gccgcegeatg atcgageggyg ggcagggegyg tcacatccte 420
atcaccgegt cgatgtccge tttegtggeg ctgcccacga cgggaatcta ctgcacgace 480
aaatatgceg tgcgeggect tgccgaatceg cteegggtgyg aaatgccgaa atacaatate 540
ggegtceteat tgetttgcce cggeggegtg aacaccaaca tccaccggtce ggtcgaagece 600
cggccggaga aatatggcaa taccggetat tatgggegeg acgaggccegt gttegecggg 660
ctcaagcegeg tgatcgagca cggcttegac ceggtegate teggecgegt ggtgetcgat 720
geegtgegea acgatcggtt ctgggtgttg cectatcceg agttcegetga ggggcagaaa 780
gegegggate aggaagtcat cgacgcecatg atgtcectatg cggaccaccce ggactatgeg 840
cgccgeatga agatccgcga gcagatgaag cgggacatge cgggtagega ttga 894
<210> SEQ ID NO 4
<211> LENGTH: 297
<212> TYPE: PRT
<213> ORGANISM: Sphingobium sp. SYK-6
<400> SEQUENCE: 4
Met Gln Asp Leu Glu Gly Lys Val Ala Phe Val Thr Gly Gly Gly Ser
1 5 10 15
Gly Val Ala Leu Gly Gln Ala Lys Val Leu Ala Glu Glu Ala Gln Met

20 25 30
Lys Val Val Ile Ala Asp Ile Arg Gln Asp His Leu Asp Glu Ala Met

35 40 45
Gly Tyr Phe Ser Gln Lys Asn Val Ala Val His Pro Val Arg Leu Asp
50 55 60
Leu Thr Asp Arg Ala Ala Tyr Ala Ala Ala Val Asp Glu Ala Glu Gln
65 70 75 80
Val Phe Gly Pro Val Asp Leu Leu Cys Asn Thr Ala Gly Val Ser Gln
85 90 95

Phe Gly Pro Ile Glu Lys Ala Thr Phe Asp Asp Trp Asp Trp Gln Met

100 105 110
Asp Val Asn Val Asn Gly Val Ile Asn Gly Val Met Thr Val Met Pro

115 120 125
Arg Met Ile Glu Arg Gly Gln Gly Gly His Ile Leu Ile Thr Ala Ser
130 135 140
Met Ser Ala Phe Val Ala Leu Pro Thr Thr Gly Ile Tyr Cys Thr Thr
145 150 155 160
Lys Tyr Ala Val Arg Gly Leu Ala Glu Ser Leu Arg Val Glu Met Pro
165 170 175

Lys Tyr Asn Ile Gly Val Ser Leu Leu Cys Pro Gly Gly Val Asn Thr

180 185 190
Asn Ile His Arg Ser Val Glu Ala Arg Pro Glu Lys Tyr Gly Asn Thr

195

200

205
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-contin

ued

92

Gly Tyr Tyr
210

Ile Glu His
225

Ala Val Arg

Glu Gly Gln

Tyr Ala Asp
275

Met Lys Arg
290

<210> SEQ I
<211> LENGT.
<212> TYPE:

Gly Arg Asp Glu Ala

215

Gly Phe Asp Pro Val
230

Asn Asp Arg Phe Trp

245

Lys Ala Arg Asp Gln

260

His Pro Asp Tyr Ala

280

Asp Met Pro Gly Ser

D NO 5
H: 936
DNA

295

<213> ORGANISM: Sphingobium sp.

<400> SEQUENCE: 5

atgttggacg

ggcatggcca

gacgcecteg

ctgetegacy

ttcggcaaca

acggccacct

ggcctegtea

acctccteca

tattgcegtygg

gecteegtet

cggeccgage

caggacaagc

ggccagcgcg

ttcacgaaag

cccaacgagyg

tacgatggge

<210> SEQ I
<211> LENGT.
<212> TYPE:

taagcggcaa

aggcctttgg

atcaggccat

tgaccageeg

tccatgtect

acaaggactg

ccatgetgec

ccggaggett

ccggeatgtt

tctteccegy

atctgegeaa

gececgegece

tgctgegegg

gecatcgagge

cgcegggecaa
agcagccget
D NO 6

H: 311
PRT

gaccgectte

c¢gaggcagge

ggagggcttt

cgacggctgg

cgcgetcaat

ggatttcaac

gegeatgetyg

ctcegeggta

cgagagtetyg

cceggtgeag

c¢gaggcegeey

gggettegac

catccgeegyg

gcgcaacaac

tctggtegee

cgacgagecg

<213> ORGANISM: Sphingobium sp.

<400> SEQUE:

Met Leu Asp
1

Gly Met Gly

Val Ile Ile
35

Gly Phe Ser
50

Thr Ser Arg

NCE: 6

Val Ser Gly Lys Thr

5

Trp Gly Met Ala Lys

20

Ala Asp Ile Arg Gln

40

Lys Thr Asn Leu Ala

55

Asp Gly Trp Ala Arg

Val Phe Ala
Asp Leu Gly
235

Val Leu Pro
250

Glu Val Ile
265

Arg Arg Met

Asp

SYK-6

atcaccggeyg
atgaaggtga
tcgaagacca
gecagggecg
geeggggtgg
atgggcgtca
geccatggeyg
ggeggegecyg
gegacggace
acccageteg
cegecteege
ccgagectgt
cgcgacctgt
gecactgetge
cagttecggea

ctctga

SYK-6

Ala Phe Ile
10

Ala Phe Gly
25
Asp Ala Leu

Val His Ser

Ala Ala Asp

Gly Leu Lys
220

Arg Val Val

Tyr Pro Glu

Asp Ala Met

270

Lys Ile Arg
285

gtgccagegyg
tcatcgeega
atcttgecegt
cggatgaage
gcaccggegg
atgtgggggy
aggaaggcca
ggctctactg
tgcgcggeac
gecatctcgac
cegecagegt
tcatgaccag
tcatcatgac
gggccattee

ccctcatgta

Thr Gly Gly
Glu Ala Gly
30

Asp Gln Ala
45

Ile Leu Leu
60

Glu Ala Glu

Arg Val
Leu Asp
240

Phe Ala
255

Met Ser

Glu Gln

catgggctgg
cattcgecag
tcactccatce
cgaagagcgg
atcgatgetyg
cgtegtcaat
getegtegte
tgccgecaaa
cgegetegge
gcaggcgace
gggegetcag
cgaggaagtg
ccatcecggaa
ggtcgaggeg

caacccgatce

Ala Ser

15

Met Lys

Met Glu

Asp Val

Glu Arg

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

936
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94

65

Phe Gly Asn

Gly Ser Met

Val Asn Val

115

Met Leu Ala
130

Gly Gly Phe
145

Tyr Cys Val

Thr Ala Leu

Leu Gly Ile

195

Ala Pro Pro
210

Pro Ala Pro
225

Gly Gln Arg

Thr His Pro

Leu Arg Ala

275

Val Ala Gln
290

Gln Pro Leu
305

<210> SEQ I
<211> LENGT.
<212> TYPE:

70

Ile His Val Leu Ala

85

Leu Thr Ala Thr Tyr

100

Gly Gly Val Val Asn

120

His Gly Glu Glu Gly

135

Ser Ala Val Gly Gly
150

Ala Gly Met Phe Glu

165

Gly Ala Ser Val Phe

180

Ser Thr Gln Ala Thr

200

Pro Pro Pro Ala Ser

215

Gly Phe Asp Pro Ser
230

Val Leu Arg Gly Ile

245

Glu Phe Thr Lys Gly

260

Ile Pro Val Glu Ala

280

Phe Gly Thr Leu Met

295

Asp Glu Pro Leu
310

D NO 7
H: 870
DNA

<213> ORGANISM: Sphingobium sp.

<400> SEQUENCE: 7

atggacatcg

atcgegeage

catctegacyg

atcegectygyg

gtgatgggcg

aaggacgcga

aatggcatca

aacacggect

gccaaggecyg

atcggegtca

aaccggeccg

aagcgegtgg

cagggaccac

gectgetgge

aagccaggca

acgtcteega

ggceggacat

cgtatcagga

tggcgttcac

cgctggeggg

ccgteatcac

ccgtgeteat

aacgctteeg

tggcggacaa

ggcgttcate

caatggcgeg

gttettegag

tcgggcgcag

cctcatcaac

ttgggattat

geceggeaty

ccttacgecyg

cttgaccgag

geceggtecy

cgcgggcagce

ctggatggaa

75

Leu Asn Ala
90

Lys Asp Trp
105

Gly Leu Val

Gln Leu Val

Ala Gly Leu

155

Ser Leu Ala
170

Phe Pro Gly
185

Arg Pro Glu

Val Gly Ala

Leu Phe Met
235

Arg Arg Arg
250

Ile Glu Ala
265

Pro Asn Glu

Tyr Asn Pro

SYK-6

acgggeggeyg
cggetggtge
gagegecage
atggcggagg
aatgccggea
gggctegeca
cgggcacgeg
atgccgaget
accatccggyg
atcaagagcc
gggctggegy

cccaccgagyg

Gly Val Gly
Asp Phe Asn
110

Thr Met Leu
125

Val Thr Ser
140

Tyr Cys Ala

Thr Asp Leu

Pro Val Gln
190

His Leu Arg
205

Gln Gln Asp
220

Thr Ser Glu

Asp Leu Phe

Arg Asn Asn
270

Ala Arg Ala
285

Ile Tyr Asp
300

cgagcggeat
ttgcagatat
aggggcgcaa

cecgecaggga

tcgatcegte
tcaatctcat
ggegtggegy
tcatggccat
acagcatgge
gcatccacga

aaaccgagca

tgggggacat

80

Thr Gly
95

Met Gly

Pro Arg

Ser Thr

Ala Lys
160

Arg Gly
175

Thr Gln

Asn Glu

Lys Arg

Glu Val

240

Ile Met
255

Ala Leu

Asn Leu

Gly Gln

cggettegge

ccggcaggat

tgtccatace
atgcgaggcg
aggccectte
ggggccgatc
gcacatcgte
ctatgegact
ggaggataat
atccgggeag
gcagctegeg

gattgtcgac

60

120

180

240

300

360

420

480

540

600

660

720
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-continued
gecategtte acaacaagcet gtatgtcteg acccacggca actggeggga gacttgegaa 780
gegeggttee aggcectget cgactcecatyg ceggaggeca ggecegttega ttteggegeg 840
tcgectggegg tgccgaagga agaggcctga 870

<210> SEQ ID NO 8

<211> LENGTH: 289

<212> TYPE: PRT

<213> ORGANISM: Sphingobium sp. SYK-6

<400> SEQUENCE: 8

Met Asp Ile Ala Gly Thr Thr Ala Phe Ile Thr Gly Gly Ala Ser Gly
1 5 10 15

Ile Gly Phe Gly Ile Ala Gln Arg Leu Leu Ala Asn Gly Ala Arg Leu
20 25 30

Val Leu Ala Asp Ile Arg Gln Asp His Leu Asp Glu Ala Arg Gln Phe
35 40 45

Phe Glu Glu Arg Gln Gln Gly Arg Asn Val His Thr Ile Arg Leu Asp
50 55 60

Val Ser Asp Arg Ala Gln Met Ala Glu Ala Ala Arg Glu Cys Glu Ala
65 70 75 80

Val Met Gly Gly Pro Asp Ile Leu Ile Asn Asn Ala Gly Ile Asp Pro
85 90 95

Ser Gly Pro Phe Lys Asp Ala Thr Tyr Gln Asp Trp Asp Tyr Gly Leu
100 105 110

Ala Ile Asn Leu Met Gly Pro Ile Asn Gly Ile Met Ala Phe Thr Pro
115 120 125

Gly Met Arg Ala Arg Gly Arg Gly Gly His Ile Val Asn Thr Ala Ser
130 135 140

Leu Ala Gly Leu Thr Pro Met Pro Ser Phe Met Ala Ile Tyr Ala Thr
145 150 155 160

Ala Lys Ala Ala Val Ile Thr Leu Thr Glu Thr Ile Arg Asp Ser Met
165 170 175

Ala Glu Asp Asn Ile Gly Val Thr Val Leu Met Pro Gly Pro Ile Lys
180 185 190

Ser Arg Ile His Glu Ser Gly Gln Asn Arg Pro Glu Arg Phe Arg Ala
195 200 205

Gly Ser Gly Leu Ala Glu Thr Glu Gln Gln Leu Ala Lys Arg Val Val
210 215 220

Ala Asp Asn Trp Met Glu Pro Thr Glu Val Gly Asp Met Ile Val Asp
225 230 235 240

Ala Ile Val His Asn Lys Leu Tyr Val Ser Thr His Gly Asn Trp Arg
245 250 255

Glu Thr Cys Glu Ala Arg Phe Gln Ala Leu Leu Asp Ser Met Pro Glu
260 265 270

Ala Arg Pro Phe Asp Phe Gly Ala Ser Leu Ala Val Pro Lys Glu Glu
275 280 285

Ala

<210> SEQ ID NO 9

<211> LENGTH: 846

<212> TYPE: DNA

<213> ORGANISM: Sphingobium sp. SYK-6

<400> SEQUENCE: 9

atggccagga acaacaccat cactctgtat gacctgecage tggagtcegg ctgcacgatce 60
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98

agccectatg

gtgceccggeg

gtcatcgtygyg

gagaaatatc

ttcctggaca

gattatcatg

tggttectygyg

ctegtgeege

ggcgaccage

gtcgeccgcea

ttcgacctgt

ctgcgggaag

caggcgetca

gactga

tctggegeac

gettcacegyg

acgatggega

ccgategece

actggetgtyg

atctcteget

dcgggceagceyg

cgacgetega

cgaacttege

cgeegecget

ttgatgggcet

gegaccecga

acaaggggcec

<210> SEQ ID NO 10
<211> LENGTH: 281

<212> TYPE

PRT

caaatatgcg
cattcttgag
gtgggtgete
catgctgtte
gtccacggceyg
gecgcaggac
cctggaagac
gecetteege
ggactattce
gaccgaggat
ggggcggeat
gectttegte

gcagaccacyg

<213> ORGANISM: Sphingobium sp.

<400> SEQUENCE: 10

Met Ala Arg Asn Asn Thr Ile Thr

1

Gly Cys Thr

Ile Ser Pro Tyr Val

20

His Lys Gly Phe Asp Ile Asp Ile

35

Leu Glu Arg

50

40

Thr Gly Gly Arg Ser

Asp Gly Glu Trp Val Leu Asp Ser

65

Glu Lys Tyr

Asn Leu Met

Pro Trp Phe
115

70

Pro Asp Arg Pro Met

85

Lys Phe Leu Asp Asn

100

Arg Cys Tyr Ile Leu

120

Gln Asp Arg Asp Tyr Val Arg Trp

130

135

Gly Gln Arg Leu Glu Asp Val Gln
150

145

Leu Val Pro Pro Thr Leu Glu Pro

165

Lys Trp Leu Gly Gly Asp Gln Pro

180

Ala Val Phe Leu Trp Thr Ala Ser
195

200

Glu Asp Asp Pro Leu Arg Asp Trp

210

215

ctcaagcaca

cggaccggcyg

gacagctggg

daggggecga

gtgggCCCgt

cgcgattatg

gtgcaggeeg

cgcatteteg

gegetggegy

gatccgetge

cceggeatga

cggcagaccyg

aagatgcege

SYK-

Leu

Trp

25

Val

Glu

Trp

Leu

Trp

105

Asp

Ser

Ala

Phe

Asn
185

Val

Leu

6

Tyr

10

Arg

Pro

Arg

Val

Phe

90

Leu

Tyr

Arg

Gly

Arg

170

Phe

Ala

Asp

Asp

Thr

Gly

Val

Ile

75

Glu

Trp

His

Glu

Arg

155

Arg

Ala

Arg

Arg

agggcttega

gecggtecga

tgatcgcgga

cccagaagaa

ggttcegetyg

tgcgetggag

geecgegagga

cggaaaccaa

tgtttctetyg

gggactggct

accecgetgtt

gcceccgeggyg

cgegegtege

catcgacatc

gegegtgeeg

atatctcgac

cctecatgaag

ctatatccte

cegegageag

teggetgecey

gtggettgge

gaccgegtece

ggaccgtggc

cgggctcaag

cgctggeggyg

cgagaaagcg

Leu Gln Leu Glu Ser

Lys Tyr Ala
30

Gly Phe Thr
45

Pro Val Ile
60

Ala Glu Tyr

Gly Pro Thr

Ser Thr Ala
110

Asp Leu Ser
125

15

Leu Lys

Gly Ile

Val Asp

Leu Asp

80

Gln Lys
95

Val Gly

Leu Pro

Gln Trp Phe Leu Gly

140

Glu Asp Arg Leu Pro

160

Ile Leu Ala Glu Thr

175

Asp Tyr Ser Ala Leu

190

Thr Pro Pro Leu Thr

205

Gly Phe Asp Leu Phe

220

120

180

240

300

360

420

480

540

600

660

720

780

840

846
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100

Asp Gly Leu Gly Arg His Pro Gly
230

225

Leu Arg Glu Gly Asp Pro Glu Pro

245

Gly Ala Gly Gly Gln Ala Leu Asn

Pro Pro Arg
275

<210> SEQ I
<211> LENGT.
<212> TYPE:

260

Val Ala Glu Lys Ala

D NO 11
H: 774
DNA

280

<213> ORGANISM: Sphingobium sp.

<400> SEQUENCE: 11

atgacgttga
ctctacgaga
cattcggact
ggcaaggtcg
tceggeaatt
aagtgggtcg
aaggcgatcg
ccgateeeeg
ctggacgagyg
aagcaggact
gccaatggee
ceceggectgt
gagaaatcga
<210> SEQ I

<211> LENGT.
<212> TYPE:

aactctacag
agggcctega
ggttcaagaa
tcaccgaatc
cgctgegece
atgaatattt
cgcagaagat
agcagcagct
aattccgcaa
atctggtega
tgcagegece
gegectgget
agcgegagga
D NO 12

H: 257
PRT

ctteggtece

attcgagcag

gatcaatccyg

gacggtgatc

ggcegaccee

ctgetggtge

gagcgacgag

caaatggcge

ggthgCgtC

cacgggttac

cggeggette

cgaccggatce

cctgetcaag

<213> ORGANISM: Sphingobium sp.

<400> SEQUE:

NCE: 12

Met Thr Leu Lys Leu Tyr Ser Phe

1

Pro Leu Ala

Val Asp Pro
35

Asn Pro Arg
50

Thr Glu Ser
65

Thr Leu Tyr Glu Lys

20

Ser Lys Phe Glu Gln

40

Gly Gln Val Pro Ala

55

Thr Val Ile Cys Glu

70

Ser Gly Asn Ser Leu Arg Pro Ala

Arg Val Trp

85

Thr Lys Trp Val Asp

100

Thr Ile Gly Trp Ala Phe Gly Ile

115

120

Asp Glu Glu Phe Glu Glu His Ile

Met Asn Pro
235

Phe Val Arg
250

Lys Gly Pro
265

Asp

SYK-6

ggggcgaact
gtcttegteyg
cgcggtcagg
tgcgaatatc
ttcaagcgeyg
gtctccacca
gaattcgagg
cgegegegea
teggtggege
agcctegegy
ttcggegact
aatgcgegte

cggcagaacyg

SYK-6

Gly Pro Gly
10

Gly Leu Glu

His Ser Asp

Leu Trp His

Tyr Leu Glu
75

Asp Pro Phe
90

Glu Tyr Phe
105

Lys Ala Ile

Asn Lys Asn

Leu Phe Gly Leu Lys

240

Gln Thr Gly Pro Ala

Gln Thr Thr
270

cgctcaagece

atccgagcaa

tgceggeget

tggaggacgt

ccgaaatgeg

thgCtgggC

agcacatcaa

acggattcce

ggctggaaga

acatctgcaa

atgtgaacca

cggcgatcaa

agaaagtcge

Ala Asn Ser

255

Lys Met

getegegacyg
gttecgagecag
ctggcatgac
gttececgag
ggtgtggacc
ctteggeate
caagaatgtyg
gcaggagatg
gacgctcteg
tttegecate
ggaaaagacg
ggaaatgtte

ctga

Leu Lys
15

Phe Glu Gln Val Phe

30

Trp Phe Lys
45

Asp Gly Lys
60

Asp Val Phe

Lys Arg Ala

Cys Trp Cys
110

Ala Gln Lys
125

Val Pro Ile

Lys Ile

Val Val

Pro Glu
80

Glu Met
95
Val Ser

Met Ser

Pro Glu

60

120

180

240

300

360

420

480

540

600

660

720

774
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102

130

Gln Gln Leu
145

Leu Asp Glu

Glu Thr Leu

Ala Asp Ile

195

Gly Phe Phe
210

Ala Trp Leu
225

Glu Lys Ser

Ala

<210> SEQ I
<211> LENGT.
<212> TYPE:

135

Lys Trp Arg Arg Ala
150

Glu Phe Arg Lys Val

165

Ser Lys Gln Asp Tyr

180

Cys Asn Phe Ala Ile

200

Gly Asp Tyr Val Asn

215

Asp Arg Ile Asn Ala
230

Lys Arg Glu Asp Leu

245
D NO 13
H: 846

DNA

<213> ORGANISM: Sphingobium sp.

<400> SEQUENCE: 13

atggcaaaag

agcccatteg

gtgceccggeg

gegategteg

gagacctatce

ggcatggaag

cagtatcggg

atgtteggte

cegecgacge

acgcccaatt

gacacgccgg

ctctacggeyg

gagggcgatc

accggeccca

gectga

<210> SEQ I

<211> LENGT.
<212> TYPE:

acaacaagat

tatgggcgac

getttteegy

atgacgggaa

ccgageggec

cttggetgtyg

accgcteget

gcaagatcga

tgcagetget

atgcggactt

tcctgaccga

ggctgggecyg

ccgagecectt

agtcgaccge

D NO 14
H: 281
PRT

caccatctac

caaatatgcc

cattccecgag

atgggtgetce

gaccctcate

gggcgccgcec

gecgecaggat

ggacatcatc

gegcaacgty

cegectgete

tgacgacceyg

gecatceegge

catcaagggc

cgccgagace

<213> ORGANISM: Sphingobium sp.

<400> SEQUE:

Met Ala Lys Asp Asn Lys Ile

1

Gly Ala Thr Ile Ser Pro Phe

His Lys Gly Phe Glu Leu Asp

35

NCE: 14

5

20

40

Arg

Gly

Leu

185

Ala

Gln

Arg

Leu

SYK-

Asn

Val

170

Val

Asn

Glu

Pro

Lys
250

6

Gly

155

Ser

Asp

Gly

Lys

Ala

235

Arg

gatctggege

atcgcgcaca

cggaccggcyg

gatagctgge

cecgcacgeca

atcagccegt

catgagtatg

gtgggecgeg

ctggcggaga

geegtgttee

ctgegegact

ctctegecca

ggcgeegtgg

gegegectcea

SYK-6

25

10

140

Phe Pro Gln

Val Ala Arg

Thr Gly Tyr

190

Leu Gln Arg
205

Thr Pro Gly
220

Ile Lys Glu

Gln Asn Glu

tggcgagegg
agggcttega
gtgtgaccga
tgatcgcega
gegtcaagge
ggatgacctg
tgaccaccte
aggaccgcat
acaagtggcet
tgttcaccge
ggatcgageg
tctteggect
geggectege

agggcgagaa

30

45

Glu Met
160

Leu Glu
175

Ser Leu

Pro Gly

Leu Cys

Met Phe

240

Lys Val
255

tgcgacgatce
getggacate
gegecteeeg
gtatctcgac
gctcacgcaa
cttcatcaag
gegegagegt
tcccaaagty
gggtggcgac
cteggtegee
cggcettegat
gcaactgege
cacgcgcaac

ggcgceccggcec

Thr Ile Tyr Asp Leu Ala Leu Ala Ser

15

Val Trp Ala Thr Lys Tyr Ala Ile Ala

Ile Val Pro Gly Gly Phe Ser Gly Ile

60

120

180

240

300

360

420

480

540

600

660

720

780

840

846
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104

Pro Glu Arg
50

Asp Gly Lys
65

Glu Thr Tyr

Ala Leu Thr

Pro Trp Met

115

Gln Asp His
130

Lys Ile Glu
145

Pro Pro Thr

Leu Gly Gly

Phe Leu Phe
195

Asp Pro Leu
210

Leu Gly Arg
225

Glu Gly Asp

Ala Thr Arg

Leu Lys Gly
275

<210> SEQ I
<211> LENGT.
<212> TYPE:

Thr Gly Gly Val Thr

55

Trp Val Leu Asp Ser

70

Pro Glu Arg Pro Thr

85

Gln Gly Met Glu Ala

100

Thr Cys Phe Ile Lys

120

Glu Tyr Val Thr Thr

135

Asp Ile Ile Val Gly
150

Leu Gln Leu Leu Arg

165

Asp Thr Pro Asn Tyr

180

Thr Ala Ser Val Ala

200

Arg Asp Trp Ile Glu

215

His Pro Gly Leu Ser
230

Pro Glu Pro Phe Ile

245

Asn Thr Gly Pro Lys

260

Glu Lys Ala Pro Ala

D NO 15
H: 798
DNA

280

<213> ORGANISM: Sphingobium sp.

<400> SEQUENCE: 15

atggccgage

gtggaaatca

aagccgegec

gacgtcgaga

cgctacceeyg

ctggecgage

atcggcaage

ttccteaage

gaagtggcett

gaagtgcegg

gecgegcaat

ggcggcaatg

tggcegtacge

cacaggaact

tgctegaget

cggactgget

atggcgagag

agccggcggt

tggCnggCC

gcgaggagat

gttatgcgac

tcacgecgat

ccaatttega

atcgctegaa

gecegeattee

gecegatgee

gacgatctat

caagggccetyg

gettgecaag

cctcaaggaa

ggcgcatcce

tttttecegge

gegtgecget

cggcagegac

gttcaagcge

Cnggthtg

ggaagagttg

¢gaggggege

gececgegac

Glu Arg Leu
Trp Leu Ile
75

Leu Ile Pro
90

Trp Leu Trp
105

Gln Tyr Arg

Ser Arg Glu

Arg Glu Asp

155

Asn Val Leu
170

Ala Asp Phe
185

Asp Thr Pro

Arg Gly Phe

Pro Ile Phe
235

Lys Gly Gly
250

Ser Thr Ala
265

Ala

SYK-6

cacattceceg
cgcatgaagg
acgggeggea

agcatggtca
gatccettet
gegggetace
gtcgatgecyg
ttecetgtteg
ctgtggttee
cgectggegeyg
ctgaagctcet

agcatttcca

aaatggggac

Pro Ala Ile
60

Ala Glu Tyr

His Ala Ser

Gly Ala Ala

110

Asp Arg Ser
125

Arg Met Phe
140

Arg Ile Pro

Ala Glu Asn

Arg Leu Leu
190

Val Leu Thr
205

Asp Leu Tyr
220

Gly Leu Gln

Ala Val Gly

Ala Glu Thr
270

getgececett
atgtcgagat
cgaccgeget
tcctgegeta
gtcacgeggt
ggatgatcct
agttcggcaa
acgatcgett
tggactatta
cggegtgeac
attatgacta

gettetegee

atgcggcgac

Val Asp

Leu Asp
80

Val Lys
95

Ile Ser

Leu Pro

Gly Arg

Lys Val

160

Lys Trp
175

Ala Val

Asp Asp

Gly Gly

Leu Arg

240

Gly Leu
255

Ala Arg

ctcegagegt
cgacatttce
tcecgettete
tctggageag
ggaaggcatg
caaccgggag
ggtggacgeg
cggctgggcyg
tgaagattat
ggcgcatceeg
cacgcaggge
ggatgtcgac

cgacgcggaa

60

120

180

240

300

360

420

480

540

600

660

720

780
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-contin

ued

106

ctgggectca ccegetga

<210> SEQ ID NO 16

<211> LENGTH:

<212> TYPE:

PRT

265

<213> ORGANISM: Sphingobium sp.

<400> SEQUENCE:

Met Ala Glu
1

Phe Ser Glu
Lys Asp Val
35

Ala Lys Thr
50

Gly Glu Ser

Arg Tyr Pro

Val Glu Gly

Tyr Arg Met

115

Ala Ala Val
130

Tyr Ala Thr
145

Glu Val Ala

Tyr Glu Asp

Arg Ala Ala
195

Glu Leu Leu
210

Arg Ile Pro
225

Trp Arg Thr

Thr Asp Ala

Pro

Arg

20

Glu

Gly

Leu

Glu

Met

100

Ile

Asp

Gly

Phe

Tyr

180

Cys

Lys

Glu

Arg

Glu
260

16

Gln

Val

Ile

Gly

Lys

Pro

85

Leu

Leu

Ala

Ser

Thr

165

Glu

Thr

Leu

Gly

Pro

245

Leu

<210> SEQ ID NO 17

<211> LENGT.
<212> TYPE:

H:
DNA

867

Glu Leu Thr

Glu Ile Met

Asp Ile Ser

40

Thr Thr Ala
55

Glu Ser Met
70

Ala Val Ala

Ala Glu Leu

Asn Arg Glu

120

Glu Phe Gly
135

Asp Phe Leu
150

Pro Met Phe

Val Pro Ala

Ala His Pro
200

Tyr Tyr Asp
215

Arg Ser Ile
230

Met Pro Pro

Gly Leu Thr

<213> ORGANISM: Novosphingobium

<400> SEQUENCE:

atgtccteag

ttecgecageyg

aagcatcctt

ctggaagaac

atcttecgaag

17

agtacgttce cccgaaggte

tcaaccgece agtcegeegge

tccaggteta ttegetegge

tgctccaget gggettttee

gegaccagtt caccagegge

SYK-

Ile

Leu

25

Lys

Leu

Val

His

Ala

105

Ile

Lys

Phe

Lys

Asn

185

Ala

Tyr

Ser

Arg

Arg
265

6

Tyr

10

Glu

Pro

Pro

Ile

Pro

90

Gly

Gly

Val

Asp

Arg

170

Phe

Ala

Thr

Ser

Asp
250

His

Leu

Arg

Leu

Leu

75

Asp

Pro

Lys

Asp

Asp

155

Leu

Asp

Gln

Gln

Phe

235

Lys

Ile Pro Gly
Lys Gly Leu
30

Pro Asp Trp
45

Leu Asp Val
60

Arg Tyr Leu

Pro Phe Cys

Phe Ser Gly

110

Arg Glu Glu
125

Ala Phe Leu
140

Arg Phe Gly

Trp Phe Leu

Arg Val Leu
190

Tyr Arg Ser
205

Gly Gly Gly
220

Ser Pro Asp

Trp Gly His

aromaticivorans

tggaagtggg

ccgacgageg

acgcccaacyg

gaggccgagt

ttcgtecgaca

acaaggccaa

agcgcgaact

ggcagaaggc

acgacgectyg

tcaatccgaa

Cys Pro
15

Arg Met

Leu Leu

Glu Asn

Glu Gln
80

His Ala
95

Ala Gly

Met Arg

Lys Arg

Trp Ala

160

Asp Tyr
175

Arg Trp

Lys Glu

Asn Gly

Val Asp
240

Ala Ala
255

cggeggegece
geeggtegge
cacgatcatg
gctgatcaag

ctccaagatce

798

60

120

180

240

300
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-continued
ceggecatgg tcegaccgete gggccctgaa cegttecgeg tettegaatce cggegecatt 360
ctgatgcace ttgctgaaaa gtttggegtt ttectgcecaa cttecggece cgceccgegee 420
gagtgcctat cctggetgtt ctggcaggtce ggctceegece cgttcategg cggeggette 480
ggccacttet acaactacge cccgatcaag atcgagtacg cgatcgatcg ctatgccatg 540
gaaaccaagce gcecttttcega cgtggecaac cgtcegecteg cggaaagecg ctatcettgeg 600
ggggacgaat acacgatcgce cgaccttgcce acctacacct ggttceggcaa catctaccge 660
ggcgaagect acggcgagge ggcgacctte ctgtcgatge acgaatacga acacgtcgge 720
cgetgggteg gegagatcga cgcgaggecg ggggtgcetge gggggceggtt ggtgaactcee 780
agcaagggcce tggcagagcg tcacgacgeg agegattteg acgecctece gcecggaatcg 840
ttgcaagcga tcgtcaaggg cttctga 867

<210> SEQ I
<211> LENGT.
<212> TYPE:
<213> ORGAN

D NO 18
H: 288
PRT

ISM: Novosphingobium

<400> SEQUENCE: 18

Met Ser Ser
1

Asn Gly Gly
Ser Glu Arg
35

Leu Gly Thr
50

Leu Gln Leu
65

Ile Phe Glu

Asn Ser Lys

Arg Val Phe
115

Gly Val Phe
130

Trp Leu Phe
145

Gly His Phe

Arg Tyr Ala

Leu Ala Glu
195

Leu Ala Thr
210

Gly Glu Ala
225

Arg Trp Val

Leu Val Asn

Glu Tyr Val Pro Pro

Ala Phe Ala Ser Val

20

Glu Leu Pro Val Gly

Pro Asn Gly Gln Lys

55

Gly Phe Ser Glu Ala

70

Gly Asp Gln Phe Thr

85

Ile Pro Ala Met Val

100

Glu Ser Gly Ala Ile

120

Leu Pro Thr Ser Gly

135

Trp Gln Val Gly Ser
150

Tyr Asn Tyr Ala Pro

165

Met Glu Thr Lys Arg

180

Ser Arg Tyr Leu Ala

200

Tyr Thr Trp Phe Gly

215

Ala Thr Phe Leu Ser
230

Gly Glu Ile Asp Ala

245

Ser Ser Lys Gly Leu

260

aromaticivorans

Lys

Asn

25

Lys

Ala

Glu

Ser

Asp

105

Leu

Pro

Ala

Ile

Leu

185

Gly

Asn

Met

Arg

Ala
265

Val

10

Arg

His

Thr

Tyr

Gly

90

Arg

Met

Ala

Pro

Lys

170

Phe

Asp

Ile

His

Pro
250

Glu

Trp

Pro

Pro

Ile

Asp

75

Phe

Ser

His

Arg

Phe

155

Ile

Asp

Glu

Tyr

Glu
235

Gly

Arg

Lys Trp Asp
Val Ala Gly
30

Phe Gln Val
45

Met Leu Glu
60

Ala Trp Leu

Val Asp Ile

Gly Pro Glu
110

Leu Ala Glu
125

Ala Glu Cys
140

Ile Gly Gly

Glu Tyr Ala

Val Ala Asn
190

Tyr Thr Ile
205

Arg Gly Glu
220

Tyr Glu His

Val Leu Arg

His Asp Ala
270

Lys Ala
15

Pro Thr

Tyr Ser

Glu Leu

Ile Lys
80

Asn Pro
95

Pro Phe

Lys Phe

Leu Ser

Gly Phe
160

Ile Asp
175

Arg Arg

Ala Asp

Ala Tyr

Val Gly
240

Gly Arg
255

Ser Asp
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110

Phe Asp Ala Leu Pro Pro Glu Ser Leu Gln Ala Ile Val Lys Gly Phe

275

<210> SEQ I
<211> LENGT.
<212> TYPE:

D NO 19
H: 942
DNA

280

<213> ORGANISM: Artificial Sequence

<220> FEATU

RE:

<223> OTHER INFORMATION: NaGSTNu

<400> SEQUE:
atgggacatc
agcgcgateg
gccaacggceyg
gaactgcegyg
aaggccacga
gectggetga
ccgaacteca
gaatccggeyg
ggcccegece
atcggeggcg
gatcgetatg
agccgetate
ggcaacatct
tacgaacacg
cggttggtga
cteceegeagy
<210> SEQ I

<211> LENGT.
<212> TYPE:

NCE: 19

accatcatca

caggaatgtc

gegecttege

tcggcaagea

tcatgetgga

tcaagatctt

agatccegge

ccattetgat

gegecgagtyg

getteggeca

ccatggaaac

ttgcggggga

accgeggega

teggeegety

actccagcaa

aatcgttgeca

D NO 20

H: 313
PRT

ccatcaccat

ctcagagtac

cagcgtcaac

tcctttecag

agaactgctce

cgaaggcgac

catggtcgac

gcaccttget

cctatectygyg

cttctacaac

caagcgectt

cgaatacacg

agcctacgge

ggtcggcgag

gggcctggca

agcgategte

285

(Recombinant)

gecattggcaa

gttececega

cgcecagteg

gtctattege

cagctggget

cagttcacca

cgctegggec

gaaaagtttyg

ctgttetgge

tacgccccga

ttcgacgtygyg

atcgcegace

gaggcggcega

atcgacgcga

gagegtcacyg

aagggcttet

<213> ORGANISM: Artificial Sequence

<220> FEATU

RE:

<223> OTHER INFORMATION: NaGSTNu

<400> SEQUENCE: 20

Met Gly His
1

His His His His His

gcgaaaatct

aggtctggaa

ceggeccgac

tcggcacgece

tttccgagge

geggettegt

ctgaaccgtt

gegttttect

aggtcggete

tcaagatcga

ccaaccgteg

ttgccaccta

ccttectgte

ggccgggggt

acgcgagega

ga

(Recombinant)

His His Ala

10

Leu Ala Ser

gtattttcag
gtgggacaag
gagcgagege
caacgggcag
cgagtacgac
cgacatcaat
cegegtette
gccaacttee
cgececegtte
gtacgcgatce
cctegeggaa
cacctggtte
gatgcacgaa
getgeggggy

tttecgacgee

Glu Asn
15

Leu

Pro

Gly
65
Lys

Ala

Thr

Tyr

Lys

Asn

50

Lys

Ala

Glu

Ser

Phe

Val

35

Arg

His

Thr

Tyr

Gly
115

Gln

20

Trp

Pro

Pro

Ile

Asp

100

Phe

Ser

Lys

Val

Phe

Met

85

Ala

Val

Ala

Trp

Ala

Gln

70

Leu

Trp

Asp

Ile

Asp

Gly

55

Val

Glu

Leu

Ile

Ala

Lys

40

Pro

Tyr

Glu

Ile

Asn
120

Gly

Ala

Thr

Ser

Leu

Lys

105

Pro

Met

Asn

Ser

Leu

Leu

90

Ile

Asn

Ser

Gly

Glu

Gly

75

Gln

Phe

Ser

Ser

Gly

Arg

60

Thr

Leu

Glu

Lys

Glu

Ala

45

Glu

Pro

Gly

Gly

Ile
125

Tyr

30

Phe

Leu

Asn

Phe

Asp

110

Pro

Val

Ala

Pro

Gly

Ser

95

Gln

Ala

Pro

Ser

Val

Gln

80

Glu

Phe

Met

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

942
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112

Val Asp Arg
130

Ile Leu Met
145

Gly Pro Ala

Ser Ala Pro

Pro Ile Lys

195

Arg Leu Phe
210

Ala Gly Asp
225

Gly Asn Ile

Ser Met His

Ala Arg Pro

275

Leu Ala Glu
290

Ser Leu Gln
305

<210> SEQ I
<211> LENGT.
<212> TYPE:

Ser Gly Pro Glu Pro

135

His Leu Ala Glu Lys
150

Arg Ala Glu Cys Leu

165

Phe Ile Gly Gly Gly

180

Ile Glu Tyr Ala Ile

200

Asp Val Ala Asn Arg

215

Glu Tyr Thr Ile Ala
230

Tyr Arg Gly Glu Ala

245

Glu Tyr Glu His Val

260

Gly Val Leu Arg Gly

280

Arg His Asp Ala Ser

295

Ala Ile Val Lys Gly
310

D NO 21
H: 900
DNA

<213> ORGANISM: Sphingobium sp.

<400> SEQUENCE: 21

atggccgaca

acctgggaca

cggcaggacyg

ccgaacggec

gaatatgatg

gcgatcaatce

cgeetgtttyg

cccaccgaga

gegecatteg

tatgcgatcg

ctggeegace

cecctggtacy

gaatatcgca

ggcctgeteg

gecgatcetygyg

<210> SEQ I

<211> LENGT.
<212> TYPE:

gegaccecte

aggagaatgg

tcacgetgec

agaaagtcac

cctggeteat

ccaacagcaa

agagcggatc

tccgcaageg

tgggeggcgg

accgctatge

gegagttcat

gatcgatcat

atgtcgatcg

tgaacagcge

acgcgtecat

D NO 22

H: 299
PRT

catgaaccag

cgggcagtte

tgtgggcgag

catcatgete

caagatctac

gatcceggeyg

gatgctggte

caccgagacc

attcgggeat

catggagacc

gatecggcegac

gcgeggegge

ctgggtgacg

cggccggcecyg

caaggcegec

Phe Arg Val
Phe Gly Val
155

Ser Trp Leu
170

Phe Gly His
185

Asp Arg Tyr

Arg Leu Ala

Asp Leu Ala

235

Tyr Gly Glu
250

Gly Arg Trp
265

Arg Leu Val

Asp Phe Asp

Phe

SYK-6

cctacagget
tccaacatca
caccccatee
gaggagctge
accggcgage
atgatggacc
tatcttgeeg
ttcaactgge
ttctatgect
aagcgccage
gagatcacca
tacaatgcge
cagcttteeg
ggeggeggea

gagcaagaag

Phe Glu Ser
140

Phe Leu Pro

Phe Trp Gln

Phe Tyr Asn

190

Ala Met Glu
205

Glu Ser Arg
220

Thr Tyr Thr

Ala Ala Thr

Val Gly Glu

270

Asn Ser Ser
285

Ala Leu Pro
300

atgtgccgee
atgcgecgac
agctctatte
tggcggecegg
agttcggcag
atggcttgga
agaagttcgg
tgatgtggca
atgcgeegtt
tcgacgtget
ttgcggactt
aggaattcct

agcgcaccgg

tcgecgageyg

ccgegaagac

Gly Ala
Thr Ser
160

Val Gly
175

Tyr Ala

Thr Lys

Tyr Leu

Trp Phe

240

Phe Leu
255

Ile Asp

Lys Gly

Pro Glu

caaggtctygyg
ggegggegece
getgggcacyg
tttcgacgey
cgacttegte
ccegecatty
cgecettecte
gatgggtteg
caagatcgaa
ggacaagaac
cgccatcette
ctccacccat
ggtcaagegg
gcacagcgece

cgaggectga

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900
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-continued

<213> ORGANISM: Sphingobium sp. SYK-6
<400> SEQUENCE: 22

Met Ala Asp Ser Asp Pro Ser Met Asn Gln Pro Thr Gly Tyr Val Pro
1 5 10 15

Pro Lys Val Trp Thr Trp Asp Lys Glu Asn Gly Gly Gln Phe Ser Asn
20 25 30

Ile Asn Ala Pro Thr Ala Gly Ala Arg Gln Asp Val Thr Leu Pro Val
35 40 45

Gly Glu His Pro Ile Gln Leu Tyr Ser Leu Gly Thr Pro Asn Gly Gln
50 55 60

Lys Val Thr Ile Met Leu Glu Glu Leu Leu Ala Ala Gly Phe Asp Ala
65 70 75 80

Glu Tyr Asp Ala Trp Leu Ile Lys Ile Tyr Thr Gly Glu Gln Phe Gly
85 90 95

Ser Asp Phe Val Ala Ile Asn Pro Asn Ser Lys Ile Pro Ala Met Met
100 105 110

Asp His Gly Leu Asp Pro Pro Leu Arg Leu Phe Glu Ser Gly Ser Met
115 120 125

Leu Val Tyr Leu Ala Glu Lys Phe Gly Ala Phe Leu Pro Thr Glu Ile
130 135 140

Arg Lys Arg Thr Glu Thr Phe Asn Trp Leu Met Trp Gln Met Gly Ser
145 150 155 160

Ala Pro Phe Val Gly Gly Gly Phe Gly His Phe Tyr Ala Tyr Ala Pro
165 170 175

Phe Lys Ile Glu Tyr Ala Ile Asp Arg Tyr Ala Met Glu Thr Lys Arg
180 185 190

Gln Leu Asp Val Leu Asp Lys Asn Leu Ala Asp Arg Glu Phe Met Ile
195 200 205

Gly Asp Glu Ile Thr Ile Ala Asp Phe Ala Ile Phe Pro Trp Tyr Gly
210 215 220

Ser Ile Met Arg Gly Gly Tyr Asn Ala Gln Glu Phe Leu Ser Thr His
225 230 235 240

Glu Tyr Arg Asn Val Asp Arg Trp Val Thr Gln Leu Ser Glu Arg Thr
245 250 255

Gly Val Lys Arg Gly Leu Leu Val Asn Ser Ala Gly Arg Pro Gly Gly
260 265 270

Gly Ile Ala Glu Arg His Ser Ala Ala Asp Leu Asp Ala Ser Ile Lys
275 280 285

Ala Ala Glu Gln Glu Ala Ala Lys Thr Glu Ala
290 295

<210> SEQ ID NO 23

<211> LENGTH: 975

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: SYK6GSTNu (Recombinant)

<400> SEQUENCE: 23

atgggacatc accatcatca ccatcaccat gcattggcaa gecgaaaatct gtattttcag 60
agcgcgateg caggaatgge cgactcagat ccatccatga atcagecgac gggttacgte 120
ccgecgaaag tttggacctg ggacaaagag aacggeggte agttcagcaa tatcaacgcece 180

cctacggetyg gtgegegeca ggacgtcacyg ctecctgtag gggagcacce tatccaatta 240
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-continued
tatagtcteg gcacteccgaa tggtcagaaa gttactatca tgttggaaga actgetgget 300
getggetttyg atgctgagta tgacgectgg ctcatcaaaa tctacacagg cgagcaattce 360
ggatctgatt tegtcgccat taaccctaat agcaaaattc cggctatgat ggaccatggt 420
ctegatcege cgcteegttt atttgagtcet ggttctatgt tagtttatet ggccgaaaag 480
tttggcgcat tccteccgac cgaaatccge aaacgtacgg aaacctttaa ctggetcatg 540
tggcagatgg gttcetgetcee ttttgtgggt ggtggetttyg gecacttceta tgcgtacgece 600
ccatttaaaa tcgaatatgc cattgatcgt tacgcgatgg aaaccaagcyg ccaactggac 660
gttctggata aaaatctgge cgatcgtgaa tttatgatcg gegatgaaat caccatcgea 720
gattttgcga ttttececcttyg gtacggcteg attatgegtyg geggttacaa cgcgcaagaa 780
ttecttgagea ctcacgagta ccgtaacgtt gatcgcetggyg ttacgcaget ttctgaacgt 840
acgggcgtaa agcgtggtcet ccttgtcaat teegegggte geccgggagyg tggcattgeg 900
gaacgccata gcgeggcetga tttagacgeg tcgattaaag cggctgaaca agaggccgeg 960
aagaccgaag cttaa 975

<210> SEQ I
<211> LENGT.
<212> TYPE:

D NO 24
H: 324
PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: SYK6GST!

<400> SEQUENCE: 24

Met Gly His
1

Leu Tyr Phe

Met Asn Gln
35

Lys Glu Asn
50

Ala Arg Gln
65

Tyr Ser Leu

Glu Leu Leu

Lys Ile Tyr
115

Pro Asn Ser
130

Leu Arg Leu
145

Phe Gly Ala

Asn Trp Leu

Phe Gly His
195

Asp Arg Tyr
210

Asn Leu Ala

His His His His His

5

Gln Ser Ala Ile Ala

20

Pro Thr Gly Tyr Val

40

Gly Gly Gln Phe Ser

55

Asp Val Thr Leu Pro

70

Gly Thr Pro Asn Gly

85

Ala Ala Gly Phe Asp

100

Thr Gly Glu Gln Phe

120

Lys Ile Pro Ala Met

135

Phe Glu Ser Gly Ser
150

Phe Leu Pro Thr Glu

165

Met Trp Gln Met Gly

180

Phe Tyr Ala Tyr Ala

200

Ala Met Glu Thr Lys

215

Asp Arg Glu Phe Met

Nu

His His Ala

Gly Met Ala
25

Pro Pro Lys

Asn Ile Asn

Val Gly Glu
75

Gln Lys Val
90

Ala Glu Tyr
105

Gly Ser Asp

Met Asp His

Met Leu Val
155

Ile Arg Lys
170

Ser Ala Pro
185
Pro Phe Lys

Arg Gln Leu

Ile Gly Asp

(Recombinant)

Leu Ala Ser
Asp Ser Asp
30

Val Trp Thr
45

Ala Pro Thr
60

His Pro Ile

Thr Ile Met

Asp Ala Trp
110

Phe Val Ala
125

Gly Leu Asp
140

Tyr Leu Ala

Arg Thr Glu

Phe Val Gly

190

Ile Glu Tyr
205

Asp Val Leu
220

Glu Ile Thr

Glu Asn
15

Pro Ser

Trp Asp

Ala Gly

Gln Leu

80
Leu Glu
95
Leu Ile
Ile Asn
Pro Pro
Glu Lys

160

Thr Phe

175

Gly Gly

Ala Ile

Asp Lys

Ile Ala
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225 230 235 240
Asp Phe Ala Ile Phe Pro Trp Tyr Gly Ser Ile Met Arg Gly Gly Tyr

245 250 255
Asn Ala Gln Glu Phe Leu Ser Thr His Glu Tyr Arg Asn Val Asp Arg

260 265 270
Trp Val Thr Gln Leu Ser Glu Arg Thr Gly Val Lys Arg Gly Leu Leu
275 280 285
Val Asn Ser Ala Gly Arg Pro Gly Gly Gly Ile Ala Glu Arg His Ser
290 295 300
Ala Ala Asp Leu Asp Ala Ser Ile Lys Ala Ala Glu Gln Glu Ala Ala
305 310 315 320
Lys Thr Glu Ala
<210> SEQ ID NO 25
<211> LENGTH: 867
<212> TYPE: DNA
<213> ORGANISM: Escherichia coli
<400> SEQUENCE: 25
atgacagaca atacttatca gcccgcgaaa gtctggacgt gggataaatc cgctggegge 60
gegttegeca atatcaatcg cccoggtttet ggtcecgacge atgaaaaaac getgeccegtt 120
ggcaaacacc cattgcaact ttattcgetg ggaacgccga acggtcagaa agtaacgatt 180
atgcttgagg agctgetgge getgggegtt actggtgcag agtacgacge ctggetgatt 240
cgtattggeg atggegatca attctccage ggetttgteg aagtgaaccce aaactcgaag 300
atcceggege tgcgegatca tacgcataat cegecgatee gegtgtttga atctggtteg 360
atcctgettt atctggecgga gaaatttgge tacttcectge cgcaggattt ggcaaagcegt 420
actgaaacga tgaactggct gttctggtta cagggcgegyg caccgttect cggeggtggt 480
tttggtcact tttaccatta cgcaccggta aagattgagt acgccatcaa ccgctttace 540
atggaagcca aacgtctgcet cgacgtgetg gataagcaac tggcgcagca taagtttgtt 600
gecgggcegatyg agtacaccat tgcggatatg gecgatttgge cgtggtttgg caacgtggtyg 660
ttaggtggtyg tgtatgatgc cgctgagttt cttgatgegg gcagttataa gcatgtacaa 720
cgetgggega aagaagtagg cgaacgtcceg geggtgaaac gtgggcegtat tgttaaccge 780
accaacggac cgctgaatga gcagttgcat gagcgccatyg acgccagtga tttcgagacg 840
aatacggaag ataagcgtca ggggtaa 867
<210> SEQ ID NO 26
<211> LENGTH: 288
<212> TYPE: PRT
<213> ORGANISM: Escherichia coli
<400> SEQUENCE: 26
Met Thr Asp Asn Thr Tyr Gln Pro Ala Lys Val Trp Thr Trp Asp Lys
1 5 10 15
Ser Ala Gly Gly Ala Phe Ala Asn Ile Asn Arg Pro Val Ser Gly Pro
20 25 30
Thr His Glu Lys Thr Leu Pro Val Gly Lys His Pro Leu Gln Leu Tyr
35 40 45
Ser Leu Gly Thr Pro Asn Gly Gln Lys Val Thr Ile Met Leu Glu Glu
50 55 60

Leu Leu Ala Leu Gly Val Thr Gly Ala Glu Tyr Asp Ala Trp Leu Ile
65 70 75 80
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120

Arg Ile Gly

Pro Asn Ser

Ile Arg Val

115

Phe Gly Tyr
130

Asn Trp Leu
145

Phe Gly His

Asn Arg Phe

Gln Leu Ala

195

Asp Met Ala
210

Tyr Asp Ala
225

Arg Trp Ala

Ile Val Asn

His Asp Ala
275

<210> SEQ I
<211> LENGT.
<212> TYPE:

Asp Gly Asp Gln Phe

Lys Ile Pro Ala Leu

100

Phe Glu Ser Gly Ser

120

Phe Leu Pro Gln Asp

135

Phe Trp Leu Gln Gly
150

Phe Tyr His Tyr Ala

165

Thr Met Glu Ala Lys

180

Gln His Lys Phe Val

200

Ile Trp Pro Trp Phe

215

Ala Glu Phe Leu Asp
230

Lys Glu Val Gly Glu

245

Arg Thr Asn Gly Pro

260

Ser Asp Phe Glu Thr

D NO 27
H: 942
DNA

280

Ser Ser Gly
90

Arg Asp His
105

Ile Leu Leu

Leu Ala Lys

Ala Ala Pro

155

Pro Val Lys
170

Arg Leu Leu
185

Ala Gly Asp

Gly Asn Val

Ala Gly Ser

235

Arg Pro Ala
250

Leu Asn Glu
265

Asn Thr Glu

<213> ORGANISM: Artificial Sequence

<220> FEATU

RE:

<223> OTHER INFORMATION: ecYghU

<400> SEQUENCE: 27

atgggacatc

agcgcgateg

aaatccgetyg

aaaacgctge

cagaaagtaa

gacgcctgge

aacccaaact

tttgaatctyg

gatttggcaa

ttececteggeyg

atcaaccget

cagcataagt

tttggcaacy

tataagcatg

cgtattgtta

accatcatca

caggaatgac

geggegegtt

cegttggeaa

cgattatget

tgattcegtat

cgaagatcce

gttegatect

agcgtactga

gtggttttgg

ttaccatgga

ttgttgcggg

tggtgttagg

tacaacgcetyg

accgcaccaa

ccatcaccat

agacaatact

cgccaatatce

acacccattg

tgaggagctg

tggcgatggc

ggCgCthgC

getttatetg

aacgatgaac

tcacttttac

agccaaacgt

cgatgagtac

tggtgtgtat

ggcgaaagaa

cggaccgetyg

Phe Val Glu
Thr His Asn
110

Tyr Leu Ala
125

Arg Thr Glu
140

Phe Leu Gly

Ile Glu Tyr

Asp Val Leu

190

Glu Tyr Thr
205

Val Leu Gly
220

Tyr Lys His

Val Lys Arg

Gln Leu His
270

Asp Lys Arg
285

(Recombinant)

gecattggcaa

tatcagceeg

aatcgecegyg

caactttatt

ctggcgctgg

gatcaattct

gatcatacgce

gcggagaaat

tggctgttet

cattacgcac

ctgctegacy

accattgegyg

gatgcegety

gtaggcgaac

aatgagcagt

gcgaaaatct

cgaaagtctyg

tttetggtee

cgctgggaac

gegttactgg

ccagcggett

ataatccgec

ttggctactt

ggttacaggg

cggtaaagat

tgctggataa

atatggcgat

agtttcttga

gtCngngt

tgcatgageg

Val Asn

Pro Pro

Glu Lys

Thr Met

Gly Gly

160

Ala Ile
175

Asp Lys

Ile Ala

Gly Val

Val Gln
240

Gly Arg
255

Glu Arg

Gln Gly

gtattttcag
gacgtgggat
gacgcatgaa
gecgaacggt
tgcagagtac
tgtcgaagty
gatccgegtyg
cctgecgeag
cgcggeaccyg
tgagtacgce
gcaactggceg
ttggeegtgg
tgcgggcagt
gaaacgtggg

ccatgacgee

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900
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122

agtgatttcg agacgaatac ggaagataag cgtcaggggt aa

<210>
<211>
<212>
<213>
<220>
<223>

PRT

<400> SEQUENCE:

Met

1

Leu

Pro

Asn

65

Gln

Gly

Phe

Leu

Ser

145

Asp

Gly

Ala

Lys

225

Phe

Asp

Glu

Pro

Thr
305

Gly

Tyr

Ala

Ile

50

Gly

Lys

Ala

Ser

Arg

130

Ile

Leu

Ala

Pro

Arg

210

Ala

Gly

Ala

Arg

Leu
290

Asn

His

Phe

Lys

35

Asn

Lys

Val

Glu

Ser

115

Asp

Leu

Ala

Ala

Val

195

Leu

Gly

Asn

Gly

Pro
275

Asn

Thr

His

Gln

20

Val

Arg

His

Thr

Tyr

100

Gly

His

Leu

Lys

Pro

180

Lys

Leu

Asp

Val

Ser

260

Ala

Glu

Glu

SEQ ID NO 28
LENGTH:
TYPE :
ORGANISM: Artificial Sequence
FEATURE:
OTHER INFORMATION:

313

28

His

Ser

Trp

Pro

Pro

Ile

85

Asp

Phe

Thr

Tyr

Arg

165

Phe

Ile

Asp

Glu

Val

245

Tyr

Val

Gln

Asp

<210> SEQ ID NO 29

<211> LENGTH:

<212> TYPE: DNA
<213> ORGANISM: Escherichia

648

His

Ala

Thr

Val

Leu

70

Met

Ala

Val

His

Leu

150

Thr

Leu

Glu

Val

Tyr

230

Leu

Lys

Lys

Leu

Lys
310

ecYghU

His

Ile

Trp

Ser

55

Gln

Leu

Trp

Glu

Asn

135

Ala

Glu

Gly

Tyr

Leu

215

Thr

Gly

His

Arg

His

295

Arg

His

Ala

Asp

40

Gly

Leu

Glu

Leu

Val

120

Pro

Glu

Thr

Gly

Ala

200

Asp

Ile

Gly

Val

Gly

280

Glu

Gln

coli

(Recombinant)

His

Gly

25

Lys

Pro

Tyr

Glu

Ile

105

Asn

Pro

Lys

Met

Gly

185

Ile

Lys

Ala

Val

Gln

265

Arg

Arg

Gly

His

Met

Ser

Thr

Ser

Leu

90

Arg

Pro

Ile

Phe

Asn

170

Phe

Asn

Gln

Asp

Tyr

250

Arg

Ile

His

Ala

Thr

Ala

His

Leu

75

Leu

Ile

Asn

Arg

Gly

155

Trp

Gly

Arg

Leu

Met

235

Asp

Trp

Val

Asp

Leu

Asp

Gly

Glu

60

Gly

Ala

Gly

Ser

Val

140

Tyr

Leu

His

Phe

Ala

220

Ala

Ala

Ala

Asn

Ala
300

Ala

Asn

Gly

45

Lys

Thr

Leu

Asp

Lys

125

Phe

Phe

Phe

Phe

Thr

205

Gln

Ile

Ala

Lys

Arg

285

Ser

Ser

Thr

30

Ala

Thr

Pro

Gly

Gly

110

Ile

Glu

Leu

Trp

Tyr

190

Met

His

Trp

Glu

Glu

270

Thr

Asp

Glu

15

Tyr

Phe

Leu

Asn

Val

95

Asp

Pro

Ser

Pro

Leu

175

His

Glu

Lys

Pro

Phe

255

Val

Asn

Phe

Asn

Gln

Ala

Pro

Gly

80

Thr

Gln

Ala

Gly

Gln

160

Gln

Tyr

Ala

Phe

Trp

240

Leu

Gly

Gly

Glu

942
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<400> SEQUENCE: 29

atgatcgatc tctatttcge cccgacaccce aatggtcaca aaattacgct gtttctcgaa 60
gaagcagagc tggattatcg cttgattaag gtagacctgg ggaaaggcgg tcagtttegt 120
ccggaatttt tgegcatttce gcccaacaac aaaattccecgg caattgttga tcattctcect 180
gccgatggeg gcgaaccgct aagcctcettt gagtctggtg ccattttgtt gtatctgget 240
gagaaaacag gactcttttt gagtcatgaa acgcgtgagc gcgcecgccac attacagtgg 300
ttattctggce aggtaggcgg actggggcceg atgcttggge aaaatcatca ttttaatcac 360
gcagcceccee aaaccattce ttacgctatt gaacgttatce aggttgaaac tcagcegtcett 420
taccatgtac tgaacaagcg gctggaaaac tcgccctgge tgggaggcga gaactacagc 480
attgcggata ttgcctgctg gececgtgggtt aatgcctgga ctcgccageg aattgaccta 540
gcaatgtatc cggcagtcaa gaactggcat gagcggatcce gttcegegecc tgccaccggg 600
caggcactgc taaaagcaca actcggtgat gagcgttcgg atagttaa 648

<210> SEQ ID NO 30

<211> LENGTH: 215

<212> TYPE: PRT

<213> ORGANISM: Escherichia coli

<400> SEQUENCE: 30

Met Ile Asp Leu Tyr Phe Ala Pro Thr Pro Asn Gly His Lys Ile Thr
1 5 10 15

Leu Phe Leu Glu Glu Ala Glu Leu Asp Tyr Arg Leu Ile Lys Val Asp
20 25 30

Leu Gly Lys Gly Gly Gln Phe Arg Pro Glu Phe Leu Arg Ile Ser Pro
35 40 45

Asn Asn Lys Ile Pro Ala Ile Val Asp His Ser Pro Ala Asp Gly Gly
50 55 60

Glu Pro Leu Ser Leu Phe Glu Ser Gly Ala Ile Leu Leu Tyr Leu Ala
65 70 75 80

Glu Lys Thr Gly Leu Phe Leu Ser His Glu Thr Arg Glu Arg Ala Ala
85 90 95

Thr Leu Gln Trp Leu Phe Trp Gln Val Gly Gly Leu Gly Pro Met Leu
100 105 110

Gly Gln Asn His His Phe Asn His Ala Ala Pro Gln Thr Ile Pro Tyr
115 120 125

Ala Ile Glu Arg Tyr Gln Val Glu Thr Gln Arg Leu Tyr His Val Leu
130 135 140

Asn Lys Arg Leu Glu Asn Ser Pro Trp Leu Gly Gly Glu Asn Tyr Ser
145 150 155 160

Ile Ala Asp Ile Ala Cys Trp Pro Trp Val Asn Ala Trp Thr Arg Gln
165 170 175

Arg Ile Asp Leu Ala Met Tyr Pro Ala Val Lys Asn Trp His Glu Arg
180 185 190

Ile Arg Ser Arg Pro Ala Thr Gly Gln Ala Leu Leu Lys Ala Gln Leu
195 200 205

Gly Asp Glu Arg Ser Asp Ser
210 215

<210> SEQ ID NO 31

<211> LENGTH: 789

<212> TYPE: DNA

<213> ORGANISM: Streptococcus sanguinis
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-continued

<400> SEQUENCE: 31

atgacctatc aattgccaaa agtctggtct gctgcggaca gcgaccaagg gaaattttca 60
ggtatcaatc agcctactgce aggcgtgegt tttgagcaga agcttcctgt cggtaaagaa 120
ccttttecage tgtattcact tgggacacct aatggagtca aggtgacgat tatgectggag 180
gaactgctgg cagcaggggt gacagaggct acctatgacc tatataaaat cagcattatg 240
gacggcgace agtttggetc agattttgtg aaaatcaatc ccaactccaa gattceggec 300
ttgttggacc agtcaggtca taagccgatt cctgtctttg aatcagcaaa tatcctgetce 360
tatctggcag agaagtttgg aaagctgatt ccgtcagatt tggccggtcg gactgaggtg 420
ctcaactggc tcttctggca gacaggagcg gcgcccttet tgggaggcegyg atttggtcat 480
ttctttaact atgctccaga aaagctagaa tatccaatta accgctttac catggaagcc 540
aagcgacagc tggatttatt ggacaaagaa ttggctaaga aagcttatat agctggagaa 600
gactacagta ttgctgatat tgctatctgg tcttggtatg gtcagttagt gcaggataag 660
ctctatccag gecgcagectga gttcettggat gectgcatcct acaaacatct atctgettgg 720
gcggagaaga ttgcagctceg tccggcagtce cagegeggtt tagetgctga gtatcaggaa 780
atcaaataa 789

<210> SEQ I
<211> LENGT.
<212> TYPE:

D NO 32
H: 262
PRT

<213> ORGANISM: Streptococcus sanguinis

<400> SEQUENCE: 32

Met Thr Tyr
1

Gly Lys Phe
Gln Lys Leu
35

Thr Pro Asn
50

Ala Gly Val
65

Asp Gly Asp

Lys Ile Pro

Phe Glu Ser
115

Leu Ile Pro
130

Phe Trp Gln
145

Phe Phe Asn

Thr Met Glu

Lys Lys Ala

195

Ile Trp Ser

Gln Leu Pro Lys Val

Ser Gly Ile Asn Gln

20

Pro Val Gly Lys Glu

40

Gly Val Lys Val Thr

55

Thr Glu Ala Thr Tyr

70

Gln Phe Gly Ser Asp

85

Ala Leu Leu Asp Gln

100

Ala Asn Ile Leu Leu

120

Ser Asp Leu Ala Gly

135

Thr Gly Ala Ala Pro
150

Tyr Ala Pro Glu Lys

165

Ala Lys Arg Gln Leu

180

Tyr Ile Ala Gly Glu

200

Trp Tyr Gly Gln Leu

Trp

Pro

25

Pro

Ile

Asp

Phe

Ser

105

Tyr

Arg

Phe

Leu

Asp
185

Asp

Val

Ser

10

Thr

Phe

Met

Leu

Val

90

Gly

Leu

Thr

Leu

Glu
170
Leu

Tyr

Gln

Ala

Ala

Gln

Leu

Tyr

75

Lys

His

Ala

Glu

Gly

155

Tyr

Leu

Ser

Asp

Ala Asp Ser
Gly Val Arg
30

Leu Tyr Ser
45

Glu Glu Leu
60

Lys Ile Ser

Ile Asn Pro

Lys Pro Ile
110

Glu Lys Phe
125

Val Leu Asn
140

Gly Gly Phe

Pro Ile Asn

Asp Lys Glu

190

Ile Ala Asp
205

Lys Leu Tyr

Asp Gln
15

Phe Glu

Leu Gly

Leu Ala

Ile Met

80

Asn Ser
95

Pro Val

Gly Lys

Trp Leu

Gly His

160
Arg Phe
175
Leu Ala

Ile Ala

Pro Gly



127

US 10,829,745 B2

-continued

128

210

215

220

Ala Ala Glu Phe Leu Asp Ala Ala Ser Tyr Lys His Leu Ser Ala Trp
230

225

235

240

Ala Glu Lys Ile Ala Ala Arg Pro Ala Val Gln Arg Gly Leu Ala Ala

245

Glu Tyr Gln Glu Ile Lys

260

<210> SEQ ID NO 33
<211> LENGTH: 681

<212> TYPE:

DNA

250

<213> ORGANISM: Novosphingobium sp. MBES04

<400> SEQUENCE: 33

gtgctggaac
gagctggacyg
gactggtatc
gatgccggga
gagaagttcg
gtgatgtgge
tacttcgage
ttcgaagtga
gecgacateg
gggctgecce
ggcctgetet

ggcaagaaca

tgtggactte

cgaactacac

tcgecegeaa

acggcggttt

geegtttect

agatgtcggg

ccaggetgec

tggacacgca

cctgettece

acctgcaacyg

tgcccgaace

tcectggecty

<210> SEQ ID NO 34
<211> LENGTH: 226

<212> TYPE:

PRT

ggaaacaccyg

gttgcegtecyg

tcccaacggy

tgcggtgtte

gccagecgac

ccteggecee

cgaggtcatce

cctegecgac

gtgggtgege

ctggttegag

geccaaggceyg

a

<213> ORGANISM: Novosphingobium

<400> SEQUENCE: 34

Met Leu Glu Leu Trp Thr Ser Glu

1

Ile Met Leu Glu Glu Leu Asp Ala

Leu Thr Asn

35

Asn Gly Arg

50

Gly Gly Phe

65

Glu Lys Phe

20

Arg Glu Gln Lys Glu

40

Ile Pro Thr Leu Ile

55

Ala Val Phe Glu Ser

70

Gly Arg Phe Leu Pro

85

Ala Ile Gln Trp Val Met Trp Gln

Gly Gln Ala
115

Val Ile Asp

130

Asp Thr His

100

Thr Val Phe Asn Arg

120

Arg Tyr Thr Arg Glu

135

Leu Ala Asp Asn Glu

aatggctgga aaaccaccat

atctcgetga ccaaccgega

cgtatccecca cactgatcga

gaatcgggty cgatcctgat

acgatgggce gcagccgege

atgatgggac aggcgaccgt

gaccgctaca cgegegagag

aacgaattce tegegggega

gggcatgact gggcctgeat

accatcggtyg agcgcccegge

gacgagatgg ccgagaagac

sp.

Thr

Asn

25

Asp

Asp

Gly

Ala

Met
105
Tyr

Ser

Phe

MBES04

Pro

10

Tyr

Trp

His

Ala

Asp

90

Ser

Phe

Arg

Leu

Asn Gly Trp Lys

Thr Leu Arg Pro

30

Tyr Leu Ala Arg

45

Glu Val Asp Ala

60

Ile Leu Ile Tyr

75

Thr Met Gly Arg

Gly Leu Gly Pro
110

255

catgctcgag
gcagaaggaa
ccatgaggtce
ctaccttgee
gatccagtgg
cttcaaccge
cegecgecte
ctattcgatce
cgacatggag
cgteccagege

gacccgcecag

Thr Thr
15

Ile Ser

Asn Pro

Gly Asn

Leu Ala
80

Ser Arg
95

Met Met

Glu Pro Arg Leu Pro Glu

125

Arg Leu Phe Glu Val Met

140

Ala Gly Asp Tyr

Ser Ile

60

120

180

240

300

360

420

480

540

600

660

681
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-continued
145 150 155 160
Ala Asp Ile Ala Cys Phe Pro Trp Val Arg Gly His Asp Trp Ala Cys
165 170 175

Ile Asp Met Glu Gly Leu Pro His Leu Gln Arg Trp Phe Glu Thr Ile

180 185 190
Gly Glu Arg Pro Ala Val Gln Arg Gly Leu Leu Leu Pro Glu Pro Pro

195 200 205
Lys Ala Asp Glu Met Ala Glu Lys Thr Thr Arg Gln Gly Lys Asn Ile
210 215 220

Leu Ala
225
<210> SEQ ID NO 35
<211> LENGTH: 673
<212> TYPE: DNA
<213> ORGANISM: Phanerochaete chrysosporium
<400> SEQUENCE: 35
atggctacca acaccgacaa gectgttgte cactacaccyg cacctacgece caatggatgg 60
gtgcccgeta tectectgga ggagetgaag getgtttacyg geggteccga ctacgagact 120
gttaaaatga gcatcaggga cgcagacatt ggcaaggtcc acaaccaggt caagtcagac 180
tggttecctca agatttgcce taacggecge attcccgcaa tcacgcacga aggcttccce 240
gttttcgaga cctectgccat cctectcectat cttgcccage acttcgacaa ggagaacgec 300
ttctegegeg acceegtcaa ggacccaaag ggctacageg aggagctgcea gtggetatte 360
ttegetcacyg gaggtattgg ccccatgecag ggtcaggeca accattttaa cctttacgeg 420
ccggagaaga tcccatacge catcaaccge tacctcaacyg agtcgaageg tctgtaccge 480
gtectegacyg accgtcectcaa gggecgcgag tatatcectgg gecacgtacgg catcgcagac 540
atcaagatct ttggetggge gegcattgeg ceccgcactyg gecttgacct cgacgagtte 600
cccaacgtca aggegtgggt cgagcgeatce gagaagcegge cggctgteca ggcetggcate 660
aacagctgca act 673
<210> SEQ ID NO 36
<211> LENGTH: 224
<212> TYPE: PRT
<213> ORGANISM: Phanerochaete chrysosporium
<400> SEQUENCE: 36
Met Ala Thr Asn Thr Asp Lys Pro Val Val His Tyr Thr Ala Pro Thr
1 5 10 15
Pro Asn Gly Trp Val Pro Ala Ile Leu Leu Glu Glu Leu Lys Ala Val

20 25 30
Tyr Gly Gly Pro Asp Tyr Glu Thr Val Lys Met Ser Ile Arg Asp Ala

35 40 45
Asp Ile Gly Lys Val His Asn Gln Val Lys Ser Asp Trp Phe Leu Lys
50 55 60
Ile Cys Pro Asn Gly Arg Ile Pro Ala Ile Thr His Glu Gly Phe Pro
65 70 75 80
Val Phe Glu Thr Ser Ala Ile Leu Leu Tyr Leu Ala Gln His Phe Asp
85 90 95

Lys Glu Asn Ala Phe Ser Arg Asp Pro Val Lys Asp Pro Lys Gly Tyr

100 105 110
Ser Glu Glu Leu Gln Trp Leu Phe Phe Ala His Gly Gly Ile Gly Pro
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115 120 125

Met Gln Gly Gln Ala Asn His Phe Asn Leu Tyr Ala Pro Glu Lys Ile
130 135 140

Pro Tyr Ala Ile Asn Arg Tyr Leu Asn Glu Ser Lys Arg Leu Tyr Arg
145 150 155 160

Val Leu Asp Asp Arg Leu Lys Gly Arg Glu Tyr Ile Leu Gly Thr Tyr
165 170 175

Gly Ile Ala Asp Ile Lys Ile Phe Gly Trp Ala Arg Ile Ala Pro Arg
180 185 190

Thr Gly Leu Asp Leu Asp Glu Phe Pro Asn Val Lys Ala Trp Val Glu
195 200 205

Arg Ile Glu Lys Arg Pro Ala Val Gln Ala Gly Ile Asn Ser Cys Asn
210 215 220

<210> SEQ ID NO 37

<211> LENGTH: 1377

<212> TYPE: DNA

<213> ORGANISM: Allochromatium vinosum

<400> SEQUENCE: 37

atgagccage attttgatct gatcgecate ggeggeggea geggeggect ggeggtegece 60
gagaaagcgg cgcagttcegg cegtcegegta gecctgateg aaggegccaa actgggegge 120
acctgegtca acgceggetg tgtacccaag aaggtgatgt ggtatgeege caatctggeg 180
geggeegteg cggatgegee cgactacgge atccaggece gtteggacgyg tctegactgg 240
ggcaagctga tcgceggeeg caaccagtac atcgccgaca tcaacggcta ctgggacgge 300
tatgccgaac gectgggect cacccggate gacggetteg cgegttttgt cgatgegege 360
acggtegegyg tcggegacca gcactacace gecgaccaca tegtcatege caccggegge 420
cggcecgateg tgccacgaat gecgggeget gaactgggea tcacttegga cggettette 480
gegetggaag aacagcccaa gegegtegece atcatceggeg geggetatat cggegtggag 540
ctggegggeyg tgctgagege geteggeace gagatcacca tegtggeget ggaagaccegg 600
atgctegege tgttegatce gettatcage gagaccetgg cegagaacat gacgetgeat 660
ggcatcgaca tgcacctgca attcgaggtce gecgggateg agegegatga acagggactg 720
gtgctggeeyg cgegegacgg tcagegtetyg accggetteg atcaggtcat ctgggeegte 780

gggegegege ccaacacgceg cgagetgaac ctggaggegg ccgggatcac ggtcgagegt 840
agcggtgtca tcccgaccga tgcctggeag aacaccactyg tteccggeat ctatgecate 900
ggcgacatca ccgggegcega gcecgetgact ccggtagcega tegecgecgg acggegtetg 960
geecgaacgece tgttcaacga caagcecggat tcaaagetceg actacgagaa cgtgcccacy 1020
gtggtgtteg ctcatccgce gatcggcaag gtcggtctga ccgagcectga ggcegcgcegag 1080
cgttacggcg acacgctcac catctatgag accagcttca cgcccatgeg ctacgcgcetce 1140
aacgcacacg gacccaagac cgcgatgaag ctggtcetgtyg ceggtgagga cgagaaggtg 1200
gtcggcatcee atctgatcgg cgatggegtce gacgagatga tgcagggett cggtgtggeg 1260
gtgaagatgyg gcgcgaccaa ggccgatcte gacaatacgg tegccatcca tecgtgcage 1320

gccgaggaac tggtgacgct gaaggtgccg gtgcggcecggce cgggtcagte cggttga 1377

<210> SEQ ID NO 38

<211> LENGTH: 458

<212> TYPE: PRT

<213> ORGANISM: Allochromatium vinosum
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<400> SEQUENCE: 38

Met Ser Gln His Phe Asp Leu Ile Ala Ile Gly Gly Gly Ser Gly Gly
1 5 10 15

Leu Ala Val Ala Glu Lys Ala Ala Gln Phe Gly Arg Arg Val Ala Leu
20 25 30

Ile Glu Gly Ala Lys Leu Gly Gly Thr Cys Val Asn Ala Gly Cys Val
35 40 45

Pro Lys Lys Val Met Trp Tyr Ala Ala Asn Leu Ala Ala Ala Val Ala
50 55 60

Asp Ala Pro Asp Tyr Gly Ile Gln Ala Arg Ser Asp Gly Leu Asp Trp
65 70 75 80

Gly Lys Leu Ile Ala Gly Arg Asn Gln Tyr Ile Ala Asp Ile Asn Gly
85 90 95

Tyr Trp Asp Gly Tyr Ala Glu Arg Leu Gly Leu Thr Arg Ile Asp Gly
100 105 110

Phe Ala Arg Phe Val Asp Ala Arg Thr Val Ala Val Gly Asp Gln His
115 120 125

Tyr Thr Ala Asp His Ile Val Ile Ala Thr Gly Gly Arg Pro Ile Val
130 135 140

Pro Arg Met Pro Gly Ala Glu Leu Gly Ile Thr Ser Asp Gly Phe Phe
145 150 155 160

Ala Leu Glu Glu Gln Pro Lys Arg Val Ala Ile Ile Gly Gly Gly Tyr
165 170 175

Ile Gly Val Glu Leu Ala Gly Val Leu Ser Ala Leu Gly Thr Glu Ile
180 185 190

Thr Ile Val Ala Leu Glu Asp Arg Met Leu Ala Leu Phe Asp Pro Leu
195 200 205

Ile Ser Glu Thr Leu Ala Glu Asn Met Thr Leu His Gly Ile Asp Met
210 215 220

His Leu Gln Phe Glu Val Ala Gly Ile Glu Arg Asp Glu Gln Gly Leu
225 230 235 240

Val Leu Ala Ala Arg Asp Gly Gln Arg Leu Thr Gly Phe Asp Gln Val
245 250 255

Ile Trp Ala Val Gly Arg Ala Pro Asn Thr Arg Glu Leu Asn Leu Glu
260 265 270

Ala Ala Gly Ile Thr Val Glu Arg Ser Gly Val Ile Pro Thr Asp Ala
275 280 285

Trp Gln Asn Thr Thr Val Pro Gly Ile Tyr Ala Ile Gly Asp Ile Thr
290 295 300

Gly Arg Glu Pro Leu Thr Pro Val Ala Ile Ala Ala Gly Arg Arg Leu
305 310 315 320

Ala Glu Arg Leu Phe Asn Asp Lys Pro Asp Ser Lys Leu Asp Tyr Glu
325 330 335

Asn Val Pro Thr Val Val Phe Ala His Pro Pro Ile Gly Lys Val Gly
340 345 350

Leu Thr Glu Pro Glu Ala Arg Glu Arg Tyr Gly Asp Thr Leu Thr Ile
355 360 365

Tyr Glu Thr Ser Phe Thr Pro Met Arg Tyr Ala Leu Asn Ala His Gly
370 375 380

Pro Lys Thr Ala Met Lys Leu Val Cys Ala Gly Glu Asp Glu Lys Val
385 390 395 400

Val Gly Ile His Leu Ile Gly Asp Gly Val Asp Glu Met Met Gln Gly
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136

Phe Gly Val

Thr Val Ala
435

Val Pro Val
450

<210> SEQ I
<211> LENGT.
<212> TYPE:

405

Ala Val Lys Met Gly

420

Ile His Pro Cys Ser

440

Arg Arg Pro Gly Gln

D NO 39
H: 786
DNA

455

<213> ORGANISM: Novosphingobium

<400> SEQUENCE: 39

atgagcgege
cttgcggaaa
cattecgette
ceggtgetgg
gacgaggcgg
atgatgtggt
ctegecacgt
gcacggatcg
aacgccgeac
aagcagcttg
acctactegt
cttgtcaagyg
cgggecacca
ggataa

<210> SEQ I

<211> LENGT.
<212> TYPE:

ttctttacca

cgggectega

ccggeategt

tgatcgacgg

cgggegggge

gecgecagat

cgcaaagege

tttcegacga

aggtcgecga

gecgatggacg

ggCtthng

cctggettge

ttteccgaace

D NO 40
H: 261
PRT

cggegagecc
tatcgagtgt
cgatceegte
ggaagcaatg
ggggctccag
caccgagege
catcgeegec
cctgegegag
cagcgaaacc
cgaatggetyg
gatggagecg
cecgeaccged

getecgegee

<213> ORGANISM: Novosphingobium

<400> SEQUENCE: 40

Met Ser Ala
1

Val Leu Ala

Ile Asp Leu
35

Pro Val Ala
50

Ile Asp Gly
65

Asp Glu Ala

Arg Trp Glu

Pro Ala Ala
115

Leu Leu Tyr His Gly

Ala Leu Ala Glu Thr

Leu Ala Gly Glu Arg

40

Leu Asp Leu Ser Ile

55

Glu Ala Met Thr Glu

70

Ala Gly Gly Val Gly

85

Met Met Met Trp Cys

100

Ala Leu Leu Gly Asn

120

410

415

Ala Thr Lys Ala Asp Leu Asp Asn

425

430

Ala Glu Glu Leu Val Thr Leu Lys

Ser Gly

445

aromaticivorans

aacggcgegt
cgecegeateg
gegetegace
accgaatceg
ccgaccgacyg
ctctegeceyg
atccecggeceyg
cggtggcagg
aaggtcgeeg
atggggactt
ctcegeecty
gegegecctt

tgggegeegg

cgctcacegt

accteetgge

tgtccatcga

tcttectege

cctatgegeg

cegeggeect

aggacttege

ccctgaacga

cegecgtega

tctecatege

cecgectttyge

gegtgeagge

ggcctgaaat

aromaticivorans

Glu Pro Asn
10

Gly Leu Asp

His Ser Leu

Glu Gly Glu

Ser Val Phe

75

Leu Gln Pro
90

Arg Gln Ile
105

Leu Ala Thr

Gly Ala Ser

Ile Glu Cys
30

Pro Gly Ile
45

Gly Pro Val
60

Leu Ala Gln

Thr Asp Ala

Thr Glu Arg
110

Ser Gln Ser
125

tcttgeggey
gggegagege
aggcgaaggt
ccaatatctyg
ctgggaaatg
geteggcaat
cattctegee
cgatgcggtg
cecgetgegag
cgatctegte
cgatgcaccyg
ggcacttgce

caaccgttygyg

Leu Thr
15
Arg Arg

Val Asp

Leu Val

Tyr Leu

80

Tyr Ala

Leu Ser

Ala Ile

60

120

180

240

300

360

420

480

540

600

660

720

780

786
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138

Ala Ala Ile

130

Ser Asp Asp

145

Asn Ala Ala

Asp Arg Cys

Thr Phe Ser
195

Pro Ala Glu Asp Phe

135

Leu Arg Glu Arg Trp
150

Gln Val Ala Asp Ser

165

Glu Lys Gln Leu Gly

180

Ile Ala Asp Leu Val

200

Glu Pro Leu Arg Pro Ala Ala Phe

210

Trp Leu Ala

225

Arg Ala Thr

Ile Asn Arg

215

Arg Thr Ala Ala Arg
230

Ile Ser Glu Pro Leu

245

Trp Gly
260

<210> SEQ ID NO 41
<211> LENGTH: 771

<212> TYPE

: DNA

Ala Ile Leu
Gln Ala Leu
155

Glu Thr Lys
170

Asp Gly Arg
185

Thr Tyr Ser

Ala Asp Ala

Pro Cys Val
235

Arg Ala Trp
250

Ala Ala Arg
140

Asn Asp Asp

Val Ala Ala

Ile Val

Ala Val

160

Ala Val
175

Glu Trp Leu Met Gly

190

Trp Leu Ala
205

Pro Leu Val
220

Gln Ala Ala

Gly Met

Lys Ala

Leu Ala
240

Ala Pro Gly Pro Glu

<213> ORGANISM: Novosphingobium aromaticivorans

<400> SEQUENCE: 41

atggacgagg
gegttgatgg
cagcacaagc
aatggccagg

gggccggacc

ttcatggacc

cccatggtec

ccecgaacgec

gccgaaagece

cggeectatg

tattcgetge

cgectggetcea

acggaccttyg

taagccteta

agaagggcgt

cggaatacct

tgctgacgga

tcatgecege

agtggcettgg

gecagegega

gcaccgegty

geegeegegt

tcggttegaa

ccatttccca

agcgtgteta

cccategeta

<210> SEQ ID NO 42
<211> LENGTH: 256

<212> TYPE:

PRT

tcattgggaa

gecettttee

tgcgatcaac

aagcaccgeg

cgacgegeag

ccccagttte

ccecegecgaa

dcgcaaggceyg

ggggctggge

ccagtacage

gecegatetyg

cacccgegaa

cggecteate

<213> ORGANISM: Novosphingobium

<400> SEQUENCE: 42

Met Asp Glu Val Ser Leu Tyr His

1

5

Lys Pro Met Leu Ala Leu Met Glu

20

Tyr Ile Asp Met Leu Gln Phe Asp

35

40

Ile Asn Pro Gln Gly Thr Ile Pro

cccaatgeca

agccattaca

ccgcaaggea

atcatggagt

gatecgetgge

tcgatgateg

cttgcegeey

atcaacggeg

atcgccaage

ctggccgaca

dcgggeaagy

gcggtgaaga

atggcggaga

actctggcaa

tcgacatget

cgatcececgge

acgtgaacga

gegtgegetg

gctggagcgt

cgatcgaccyg

acttctecgga

tggaagagga

tcaacatctt

acaggacgcc

agacctggge

tcgagggatg

aromaticivorans

Trp Glu Pro
10

Lys Gly Val
25

Gln His Lys

Ala Met Thr

Asn Ala Asn
Pro Phe Ser
30

Pro Glu Tyr
45

His Asn Gly

255

gecgatgete
ccagttcgat
gatgacgcac
cecgettegac
gtggatgaag
gtttgteggt
tatccectty
aagcgagatg
actgggcaag
caacagcacc
gaacatcatg

catgggcaag

a

Ser Gly
15
Ser His

Leu Ala

Gln Val

60

120

180

240

300

360

420

480

540

600

660

720

771
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50 55 60

Leu Thr Glu Ser Thr Ala Ile Met Glu Tyr Val Asn Asp Arg Phe Asp
65 70 75 80

Gly Pro Asp Leu Met Pro Ala Asp Ala Gln Asp Arg Trp Arg Val Arg
85 90 95

Trp Trp Met Lys Phe Met Asp Gln Trp Leu Gly Pro Ser Phe Ser Met
100 105 110

Ile Gly Trp Ser Val Phe Val Gly Pro Met Val Arg Gln Arg Asp Pro
115 120 125

Ala Glu Leu Ala Ala Ala Ile Asp Arg Ile Pro Leu Pro Glu Arg Arg
130 135 140

Thr Ala Trp Arg Lys Ala Ile Asn Gly Asp Phe Ser Glu Ser Glu Met
145 150 155 160

Ala Glu Ser Arg Arg Arg Val Gly Leu Gly Ile Ala Lys Leu Glu Glu
165 170 175

Glu Leu Gly Lys Arg Pro Tyr Val Gly Ser Asn Gln Tyr Ser Leu Ala
180 185 190

Asp Ile Asn Ile Phe Asn Ser Thr Tyr Ser Leu Pro Ile Ser Gln Pro
195 200 205

Asp Leu Ala Gly Lys Asp Arg Thr Pro Asn Ile Met Arg Trp Leu Lys
210 215 220

Arg Val Tyr Thr Arg Glu Ala Val Lys Lys Thr Trp Ala Met Gly Lys
225 230 235 240

Thr Asp Leu Ala His Arg Tyr Gly Leu Ile Met Ala Glu Ile Glu Gly
245 250 255

<210> SEQ ID NO 43

<211> LENGTH: 258

<212> TYPE: PRT

<213> ORGANISM: Novosphingobium aromaticivorans

<400> SEQUENCE: 43

Met Ala Leu Lys Tyr Tyr His Ala Glu Pro Leu Ala Asn Ser Leu Lys
1 5 10 15

Ser Met Val Pro Leu Lys Glu Lys Gly Leu Ala Tyr Glu Ser Ile Tyr
20 25 30

Val Asp Leu His Lys Phe Glu Gln His Gln Pro Trp Phe Thr Ala Ile
35 40 45

Asn Pro Glu Gly Gln Val Pro Val Leu Asp His Asp Gly Thr Ile Ile
50 55 60

Thr His Thr Thr Val Ile Asn Glu Tyr Leu Glu Asp Ala Phe Pro Asp
65 70 75 80

Ala Gln Pro Ala Asp Ala Pro Leu Arg Pro Arg Asp Pro Val Gly Ala
85 90 95

Ala Arg Met Arg Tyr Trp Asn Lys Phe Ile Asp Glu His Val Met Asn
100 105 110

Tyr Val Ser Met His Gly Trp His Arg Met Val Gly Val Ile Ala Arg
115 120 125

Asn Ile Ala Ser Gly Asp Phe Glu Lys Leu Leu Glu Ser Ile Pro Leu
130 135 140

Pro Asp Gln Arg Lys Lys Trp Ala Thr Ala Arg Ser Gly Phe Ser Glu
145 150 155 160

Ala Asp Leu Ala Asn Ala Thr Ala Lys Ile Glu Tyr Ala Leu Asp Lys
165 170 175
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Thr

Arg

Glu

225

Lys

Glu

Leu

Met

210

Trp

Ser

Arg

Lys

Ala

195

Phe

Arg

Glu

Gln

180

Asp

Pro

Asp

Asp

Leu

Ile

Glu

Arg

Arg
245

<210> SEQ ID NO 44

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Novosphingobium

PRT

<400> SEQUENCE:

Met Val Ile Pro

1

Ser

Glu

Glu

Pro

65

Cys

Ala

Asp

Arg

Ala

Leu

Ala

Thr
225

Glu

Phe

Lys

His

Ala

Glu

Asp

Glu

Gly

130

Lys

Glu

Tyr

Val

Asn
210

Pro

Lys

Gly

Gly

35

His

Leu

Tyr

Ser

Tyr

115

Asn

Ala

Gly

Ser

Pro

195

Gly

His

Gln

Pro

20

Leu

Thr

Val

Leu

Phe

100

Phe

Met

Ile

Phe

Val

180

Gly

Met

Leu

Met

257

44

Leu

Ala

Asp

Asp

Asp

Glu

85

Gly

Cys

Val

Pro

Pro

165

Arg

Gln

Gln

Val

Phe
245

<210> SEQ ID NO 45

<211> LENGTH:

<212> TYPE:

PRT

257

Gly

Asn

Met

Val

230

Thr

Gly

Ala

Val

Trp

Gly

70

Asp

Lys

Trp

Lys

Val

150

Gln

Lys

Tyr

Phe

Arg
230

Ala

Glu

Phe

Glu

215

Ala

Ala

Glu

Asn

Glu

Phe

55

Asp

Glu

Ala

Cys

Ser

135

Ile

Asp

Leu

Thr

Gly

215

Trp

Gln

Thr

Tyr

200

Val

Ala

Pro

Asp

Ser

Lys

40

Lys

Lys

Tyr

Gln

Val

120

Leu

Glu

Met

Asp

Leu

200

Phe

Ile

Val

Lys

185

Ser

Ala

Arg

Gly

Trp

His

Arg

Pro

Leu
250

Leu

Cys

Arg

Ala

235

Arg

Ala

Gly

Ala

220

Val

Val

aromaticivorans

Asn

Met

25

His

Ala

Val

Pro

Met

105

Ser

Ser

Gln

Leu

Asp

185

Ala

Ala

Glu

Glu

Thr

10

Lys

Arg

Ile

Val

Thr

90

Arg

Thr

Asp

Gln

Asp

170

His

Asp

Glu

Gln

Leu
250

Ile

Pro

Leu

Asn

Thr

75

Glu

Ile

Ile

Ala

Val

155

Glu

Leu

Ile

Leu

Ile
235

Glu

Met

Leu

Asp

Pro

60

Glu

Val

Trp

Gly

Glu

140

Lys

Glu

Ala

Cys

Val
220

Asn

Lys

Gly

Ala

205

Pro

Ala

Trp

Leu

Leu

Pro

45

Arg

Ser

Ala

Thr

Trp

125

Phe

Trp

Met

Asp

Asn

205

Asn

Glu

Leu

Asp

190

Met

Arg

Glu

Ser

Lys

Thr

30

Ala

Gly

Thr

Leu

Lys

110

His

Glu

Arg

Arg

His

190

Phe

Lys

Arg

Gly

Thr

Val

Leu

Ala

Gly
255

Leu

15

Val

Lys

Gln

Val

Arg

95

Trp

Arg

Glu

Arg

Lys

175

Glu

Ala

Gln

Pro

Pro
255

Tyr

Glu

Cys

Leu

240

Glu

Tyr

Phe

Phe

Val

Ile

80

Pro

Val

Tyr

Lys

Ala

160

Ile

Trp

Ile

Asp

Ala
240

Arg
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<213> ORGANISM: Sphingobium sp. SYK-6
<400> SEQUENCE: 45

Met Thr Leu Lys Leu Tyr Ser Phe Gly Pro Gly Ala Asn Ser Leu Lys
1 5 10 15

Pro Leu Ala Thr Leu Tyr Glu Lys Gly Leu Glu Phe Glu Gln Val Phe
20 25 30

Val Asp Pro Ser Lys Phe Glu Gln His Ser Asp Trp Phe Lys Lys Ile
35 40 45

Asn Pro Arg Gly Gln Val Pro Ala Leu Trp His Asp Gly Lys Val Val
50 55 60

Thr Glu Ser Thr Val Ile Cys Glu Tyr Leu Glu Asp Val Phe Pro Glu
65 70 75 80

Ser Gly Asn Ser Leu Arg Pro Ala Asp Pro Phe Lys Arg Ala Glu Met
85 90 95

Arg Val Trp Thr Lys Trp Val Asp Glu Tyr Phe Cys Trp Cys Val Ser
100 105 110

Thr Ile Gly Trp Ala Phe Gly Ile Lys Ala Ile Ala Gln Lys Met Ser
115 120 125

Asp Glu Glu Phe Glu Glu His Ile Asn Lys Asn Val Pro Ile Pro Glu
130 135 140

Gln Gln Leu Lys Trp Arg Arg Ala Arg Asn Gly Phe Pro Gln Glu Met
145 150 155 160

Leu Asp Glu Glu Phe Arg Lys Val Gly Val Ser Val Ala Arg Leu Glu
165 170 175

Glu Thr Leu Ser Lys Gln Asp Tyr Leu Val Asp Thr Gly Tyr Ser Leu
180 185 190

Ala Asp Ile Cys Asn Phe Ala Ile Ala Asn Gly Leu Gln Arg Pro Gly
195 200 205

Gly Phe Phe Gly Asp Tyr Val Asn Gln Glu Lys Thr Pro Gly Leu Cys
210 215 220

Ala Trp Leu Asp Arg Ile Asn Ala Arg Pro Ala Ile Lys Glu Met Phe
225 230 235 240

Glu Lys Ser Lys Arg Glu Asp Leu Leu Lys Arg Gln Asn Glu Lys Val
245 250 255

Ala

<210> SEQ ID NO 46

<211> LENGTH: 250

<212> TYPE: PRT

<213> ORGANISM: Novosphingobium sp. PPlY

<400> SEQUENCE: 46

Met Leu Thr Leu Tyr Ser Phe Gly Pro Gly Ala Asn Ser Leu Lys Pro
1 5 10 15

Leu Leu Ala Leu Tyr Glu Lys Gly Leu Glu Phe Thr Pro Arg Phe Val
20 25 30

Asp Pro Thr Arg Phe Glu His His Glu Glu Trp Phe Lys Lys Ile Asn
35 40 45

Pro Arg Gly Gln Val Pro Ala Leu Asp His Asp Gly His Ile Ile Thr
50 55 60

Glu Ser Thr Val Ile Cys Glu Tyr Leu Glu Asp Ala Phe Pro Glu Ala
65 70 75 80

Pro Arg Leu Arg Pro Val Asp Pro Val Met Ile Ala Glu Met Arg Val
85 90 95
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-continued

146

Trp

Gly

Glu

Lys

145

Glu

Ala

Cys

Asn
225

Phe

Thr

Trp

Phe

130

Trp

Met

Glu

Asn

Asn

210

Asp

Ala

Lys

Glu

115

Glu

Arg

Arg

Ser

Phe

195

Arg

Arg

Asp

Trp

100

Arg

Ala

Thr

Lys

Pro

180

Ala

Glu

Pro

Arg

Val

Met

Lys

Ala

Ile

165

Trp

Ile

Ala

Ala

Gly
245

<210> SEQ ID NO 47

<211> LENGTH:

<212> TYPE:
<213> ORGANISM: Novosphingobium sp. MBES04

PRT

<400> SEQUENCE:

Met

1

Leu

Asp

Pro

Glu

65

Pro

Trp

Gly

Glu

Lys
145
Glu

Ser

Cys

Leu

Leu

Pro

Arg

Ser

Arg

Thr

Trp

Phe

130

Trp

Met

Glu

Asn

Asn

Thr

Ala

Thr

35

Gly

Thr

Leu

Lys

Glu

115

Glu

Arg

Arg

Ser

Phe
195

Thr

Leu

Leu

20

Lys

Gln

Val

Arg

Trp

100

Arg

Glu

Ser

Lys

Thr
180

Ala

Ala

256

47

Tyr

Tyr

Phe

Val

Ile

Pro

85

Val

Gly

Lys

Ala

Ile
165
Trp

Ile

Ala

Asp

Ile

Val

Arg

150

Gly

Leu

Ala

Thr

Cys

230

Gln

Ser

Glu

Glu

Pro

Cys

70

Thr

Asp

Ile

Val

Arg

150

Arg

Leu

Ala

Thr

Glu Tyr Phe Cys Trp Cys Val Ser Thr
105 110

Gly Pro Met Ala Arg Ala Leu Ser Asp
120 125

Ala Arg Ile Pro Val Pro Glu Gln Arg
135 140

Thr Gly Phe Pro Lys Glu Val Leu Asp
155

Val Ser Val Asn Arg Leu Glu Thr Arg
170 175

Ala Gly Glu Asn Phe Ser Leu Ala Asp
185 190

Asn Gly Met Gln Asn Gly Phe Ser Asp
200 205

Pro His Leu Val Ala Trp Ile Glu Lys
215 220

Lys Ala Met Phe Ala Asn Ser Lys Ser
235

Lys Val Thr Ala
250

Phe Gly Pro Gly Ala Asn Ser Leu Lys
10 15

Lys Gly Leu Glu Phe Thr Pro Arg Phe
25 30

His His Glu Glu Trp Phe Lys Lys Ile
40 45

Ala Leu Asp His Asp Gly Asn Val Ile
55 60

Glu Tyr Leu Glu Asp Ala Phe Pro Asp
75

Asp Pro Val Gln Ile Ala Glu Met Arg
90 95

Glu Tyr Phe Cys Trp Cys Val Ser Thr
105 110

Gly Pro Met Ala Arg Ala Leu Ser Asp
120 125

Lys Arg Ile Pro Ile Pro Glu Gln Gln
135 140

Ala Gly Phe Pro Lys Glu Val Leu Asp
155

Val Ser Ile Asp Arg Leu Glu Lys Arg
170 175

Ala Gly Glu Asp Tyr Thr Leu Ala Asp
185 190

Asn Gly Met Glu Lys Gly Phe Asp Asp
200 205

Pro Asn Leu Val Ala Trp Ile Glu Arg

Ile

Glu

Thr

Glu

160

Leu

Val

Ile

Ile

Glu
240

Pro

Val

Asn

Thr

Ala

80

Val

Ile

Glu

Ala

Glu

160

Leu

Ile

Ile

Ile
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210 215 220

Asn Ala Arg Pro Ala Cys Ile Glu Met Phe Ala Lys Ser Lys Ser Glu

225 230 235

Phe Ala Ala Arg Lys Pro Phe Ala Lys Ser Glu Glu Gln Ala Gln Ala

245 250 255

<210> SEQ ID NO 48

<211> LENGTH: 22

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_0141 (rpoZ) Primer

<400> SEQUENCE: 48

gagatcgegg aagaaaccgt ge

<210> SEQ ID NO 49

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_0141 (rpoZ) Primer 2

<400> SEQUENCE: 49

gatttcatce acctegtegt cgte

<210> SEQ ID NO 50

<211> LENGTH: 26

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_0205 (ligD) Primer 1

<400> SEQUENCE: 50

caacatcaag tcgaacatcg cggaag

<210> SEQ ID NO 51

<211> LENGTH: 22

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_0205 (ligD) Primer 2

<400> SEQUENCE: 51

ctggtggate gaatgecageg ag

<210> SEQ ID NO 52

<211> LENGTH: 27

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_0793 (1lig0) Primer 1

<400> SEQUENCE: 52

gatcgaggaa tcttectacg acgactg

<210> SEQ ID NO 53

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_0793 (lig0O) Primer 2

<400> SEQUENCE: 53

gtttaccacg ccgtggaggt tcac

22

24

26

22

27

24
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<210> SEQ ID NO 54

<211> LENGTH: 26

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_0794 (ligN) Primer 1

<400> SEQUENCE: 54

catatcgtct gcaccgctte gatgtce 26

<210> SEQ ID NO 55

<211> LENGTH: 22

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_0794 (ligN) Primer 2

<400> SEQUENCE: 55

gcagaatgcc gagcagatca cg 22

<210> SEQ ID NO 56

<211> LENGTH: 22

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_1875 (ligL) Primer 1

<400> SEQUENCE: 56

ccatgtcgtce aacaccgcat cg 22

<210> SEQ ID NO 57

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_1875 (ligL) Primer 2

<400> SEQUENCE: 57

catgttctecg gtcaggttca gcac 24

<210> SEQ ID NO 58

<211> LENGTH: 22

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_2091 (ligF) Primer 1

<400> SEQUENCE: 58

gctgectgacg gtgttcgaga ag 22

<210> SEQ ID NO 59

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_2091 (ligF) Primer 2

<400> SEQUENCE: 59

cttgaaccag tcggtgtgat gctc 24

<210> SEQ ID NO 60

<211> LENGTH: 29

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:
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<223> OTHER INFORMATION: Saro_2405 (ligP) Primer 1
<400> SEQUENCE: 60

catcgtcegaa tacctcgatg ccaagtatc 29

<210> SEQ ID NO 61

<211> LENGTH: 25

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_2405 (ligP) Primer 2

<400> SEQUENCE: 61

gtcetggecag aagcagaaca tccac 25

<210> SEQ ID NO 62

<211> LENGTH: 26

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_2595 Primer 1

<400> SEQUENCE: 62

ccacgatcat gctggaagaa ctgctce 26

<210> SEQ ID NO 63

<211> LENGTH: 25

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Saro_2595 Primer 2

<400> SEQUENCE: 63

gattcgaaga cgcggaacgg ttcag 25

<210> SEQ ID NO 64

<211> LENGTH: 23

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pKl8msB Asel ampl F

<400> SEQUENCE: 64

ctgtcgtgece agctgcatta atg 23

<210> SEQ ID NO 65

<211> LENGTH: 29

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pKl8msB -MCS Xbal R

<400> SEQUENCE: 65

gaacatctag aaagccagtc cgcagaaac 29

<210> SEQ ID NO 66

<211> LENGTH: 30

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Sarol879 lvnsucr ampl F Asel

<400> SEQUENCE: 66

cccgaattaa tecgtgacggt atcaacctcece 30
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<210> SEQ ID NO 67

<211> LENGTH: 30

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Sarol879 lvnsucr ampl R Xbal

<400> SEQUENCE: 67

gttteggtet agatcgagct gaccgaaatc 30

<210> SEQ ID NO 68

<211> LENGTH: 29

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2595 amp Asel for

<400> SEQUENCE: 68

gtcgattaat agtccgagat cgaggctge 29

<210> SEQ ID NO 69

<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2595 amp Xbal rev

<400> SEQUENCE: 69

cgactctaga cagagcctga acgaagtce 28

<210> SEQ ID NO 70

<211> LENGTH: 32

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Sarol879 lvnsucr del REV

<400> SEQUENCE: 70

ccgactttect tgaaacagat ttggcttaag ac 32

<210> SEQ ID NO 71

<211> LENGTH: 26

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Sarol879 lvnsucr del FOR

<400> SEQUENCE: 71

gttcatgctt aacttcgatg gcgagce 26

<210> SEQ ID NO 72

<211> LENGTH: 29

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2595 del rev

<400> SEQUENCE: 72

cctgctectt ggggatattg ttagtgttg 29

<210> SEQ ID NO 73

<211> LENGTH: 25

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2595 del for
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<400>

SEQUENCE: 73

ggaatcgttyg caagcgatcg tcaag 25

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 74

LENGTH: 41

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Primer D2595pKl8-ecYghU F

SEQUENCE: 74

ggagcaggcg atgacagaca atacttatca gcccgcgaaa g 41

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 75

LENGTH: 41

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Primer D2595pKl8-ecYghU R

SEQUENCE: 75

cgaggcegggt ttaccectga cgettatett cegtattegt ¢ 41

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 76

LENGTH: 32

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Primer ecYghU-D2595pK18 F

SEQUENCE: 76

tcaggggtaa acccgecteg agaccggega ac 32

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 77

LENGTH: 38

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Primer ecYghU-D2595pK18 R

SEQUENCE: 77

tgtctgtcat cgcctgctece ttggggatat tgttagtg 38

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 78

LENGTH: 27

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Primer Saro2595 Ctag Pcil F

SEQUENCE: 78

gcaggacatg tcctcagagt acgttcce 27

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 79

LENGTH: 35

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Primer Saro2595 Ctag Bsal R

SEQUENCE: 79

gttatctgeg agaccacgat cgcttgcaac gattce 35

<210>
<211>

SEQ ID NO 80
LENGTH: 28
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158

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pVP302K Ctag Bsal F

<400> SEQUENCE: 80

ctgeggtete gcagatggta aaattcetg

<210> SEQ ID NO 81

<211> LENGTH: 35

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: GGTGATGTCCCATGGTTAATTTCTCCTCTTTAATG

<400> SEQUENCE: 81

ggtgatgtce catggttaat ttctectett taatg

<210> SEQ ID NO 82

<211> LENGTH: 33

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Ctag 2595-pVP add Stop R

<400> SEQUENCE: 82

tcagaagcce ttgacgatceg cttgcaacga tte

<210> SEQ ID NO 83

<211> LENGTH: 35

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pVP302K Ntag HindIII F

<400> SEQUENCE: 83

cattaaaagc ttaaacgaat tcggactegg tacge

<210> SEQ ID NO 84

<211> LENGTH: 58

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer 2595-pVP C to Ntag F

<400> SEQUENCE: 84

caagcgaaaa tctgtatttt cagagcgega tcgcaggaat gtcectcagag tacgttece

<210> SEQ ID NO 85

<211> LENGTH: 59

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pVP302 C to Ntag R

<400> SEQUENCE: 85

ccaatgcatg gtgatggtga tgatggtgat gtcccatggt taatttctcee tctttaatg

<210> SEQ ID NO 86

<211> LENGTH: 41

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pVP302K-ecYghU F

<400> SEQUENCE: 86

28

35

33

35

58

59
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gatcgcagga atgacagaca atacttatca gcccgcgaaa g 41

<210> SEQ ID NO 87

<211> LENGTH: 41

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pVP302K-ecYghU R

<400> SEQUENCE: 87

cggctttetg ttacccctga cgcttatctt ccecgtattegt ¢ 41

<210> SEQ ID NO 88

<211> LENGTH: 45

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer ecYghU-pVP302K F

<400> SEQUENCE: 88

tcaggggtaa cagaaagccg aaaataacaa agttagectg agetg 45

<210> SEQ ID NO 89

<211> LENGTH: 44

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer ecYghU-pVP302K R

<400> SEQUENCE: 89

tgtctgtcat tcctgegate gegetctgaa aatacagatt tteg 44

<210> SEQ ID NO 90

<211> LENGTH: 34

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pVP302K-HiFi-ATW-R

<400> SEQUENCE: 90

tcetgegate gegctctgaa aatacagatt tteg 34

<210> SEQ ID NO 91

<211> LENGTH: 35

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pVP302K-HiFi-ATW-F

<400> SEQUENCE: 91

cagaaagccg aaaataacaa agttagectg agetg 35

<210> SEQ ID NO 92

<211> LENGTH: 53

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer ecYfcG-pVP-Ntag-HiFi-F

<400> SEQUENCE: 92

gtattttcag agcgcgatceg caggaatgat cgatctetat ttegecccga cac 53
<210> SEQ ID NO 93

<211> LENGTH: 56

<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
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<220> FEATURE:
<223> OTHER INFORMATION: Primer ecYfcG-pVP-Ntag-HiFi-R

<400> SEQUENCE: 93

ctaactttgt tattttcgge tttctgttaa ctatccgaac gctcatcacce gagttg
<210> SEQ ID NO 94

<211> LENGTH: 35

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer SYK6 yghU pVP fix R

<400> SEQUENCE: 94

gttatttteg getttetgtt aagetteggt ctteg

<210> SEQ ID NO 95

<211> LENGTH: 37

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer SYK6 yghU pVP fix F

<400> SEQUENCE: 95

cttaacagaa agccgaaaat aacaaagtta gecctgag

<210> SEQ ID NO 96

<211> LENGTH: 951

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Codon-optimized SLG_04120 gene fragment
<400> SEQUENCE: 96

gtattttcag agcgcgatcg caggaatggce cgactcagat ccatccatga atcagccgac
gggttacgte ccgecgaaag tttggacctg ggacaaagag aacggceggtce agttcagcaa
tatcaacgce cctacggetg gtgcgegeca ggacgtcacyg cteectgtag gggagcacce
tatccaatta tatagtctcg gcactccgaa tggtcagaaa gttactatca tgttggaaga
actgctgget getggetttyg atgctgagta tgacgcectgg ctcatcaaaa tctacacagg
cgagcaattc ggatctgatt tcgtcgecat taaccctaat agcaaaattc cggctatgat
ggaccatggt ctcgatccge cgcteegttt atttgagtet ggttctatgt tagtttatcet
ggccgaaaag tttggcgcat tcctecccgac cgaaatccge aaacgtacgg aaacctttaa
ctggctcatyg tggcagatgg gttctgetee ttttgtgggt ggtggetttyg gccacttcta
tgcgtacgee ccatttaaaa tcgaatatge cattgategt tacgcgatgg aaaccaagcg
ccaactggac gttctggata aaaatctgge cgatcgtgaa tttatgatcg gcgatgaaat
caccatcgca gattttgcga ttttcecttg gtacggeteg attatgegtyg geggttacaa
cgegcaagaa ttcttgagca ctcacgagta cegtaacgtt gatcgetggyg ttacgcaget
ttctgaacgt acgggegtaa agegtggtet cettgtcaat tecgegggte geccgggagyg

tggcattgeg gaacgccata gegeggetga tttagacgeg tegattaaag cggctgaaca

agaggccgeg aagaccgaag cttaacagaa agccgaaaat aacaaagtta g

<210> SEQ ID NO 97

<211> LENGTH: 58

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence
<220> FEATURE:

56

35

37

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

951
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<223> OTHER INFORMATION: Primer pK18-1ligE OvExt F
<400> SEQUENCE: 97

gtttctgegyg actggettte tagatgttce agtgctctac aaccagtcegt accacatg 58

<210> SEQ ID NO 98

<211> LENGTH: 56

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pK18-1ligE OvExt R

<400> SEQUENCE: 98

cgattcatta atgcagetgg cacgacageg agttgaacga aacctecteg ttcatg 56

<210> SEQ ID NO 99

<211> LENGTH: 29

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2405 1ligE del F

<400> SEQUENCE: 99

gcatcaccga aggcatgaag aagtaaacg 29

<210> SEQ ID NO 100

<211> LENGTH: 29

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2405 1ligE del R

<400> SEQUENCE: 100

gtgactcaat tgccgtcacc ctgaacttg 29

<210> SEQ ID NO 101

<211> LENGTH: 30

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2872 ampl Asel F2

<400> SEQUENCE: 101

catcattaat tcgacctggc cataggactg 30

<210> SEQ ID NO 102

<211> LENGTH: 29

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2872 ampl Xbal R

<400> SEQUENCE: 102

tagttctaga ccatctttte cgctggagce 29

<210> SEQ ID NO 103

<211> LENGTH: 21

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2872 del R

<400> SEQUENCE: 103

gcttgtcaag gectggettg ¢ 21
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<210> SEQ ID NO 104

<211> LENGTH: 27

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2872 del F

<400> SEQUENCE: 104

ttatcccteg atctecgeca tgatgag

<210> SEQ ID NO 105

<211> LENGTH: 57

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2873-pkl8 hifi ampl R

<400> SEQUENCE: 105

gtttctgegg actggettte tagatgttce ctacaaggga gggcagtgaa atgaage

<210> SEQ ID NO 106

<211> LENGTH: 33

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2873 hifi del F

<400> SEQUENCE: 106

catccctega tctegtecat cegetgecca tece

<210> SEQ ID NO 107

<211> LENGTH: 56

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2873-pkl8 hifi ampl F

<400> SEQUENCE: 107

cgattcatta atgcagetgg cacgacaggg acgaatgata gaccagccac ttcagg

<210> SEQ ID NO 108

<211> LENGTH: 37

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro_2873 hifi del R

<400> SEQUENCE: 108

gatggacgag atcgagggat gagcgegett ctttace

<210> SEQ ID NO 109

<211> LENGTH: 35

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872 Ctag Bsal F

<400> SEQUENCE: 109

ggcatctgeg agacctccce aacggttgat ttcag

<210> SEQ ID NO 110

<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872 Ctag BspHI R

27

57

33

56

37

35
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<400> SEQUENCE: 110

cgagtcatga gcgegettet ttaccacg

<210> SEQ ID NO 111

<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Ctag 2872-pVP add Stop R

<400> SEQUENCE: 111

cgagttatce ccaacggttg atttcagg

<210> SEQ ID NO 112

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer 2872-pVP C to Ntag F

<400> SEQUENCE: 112

caagcgaaaa tctgtatttt cagagcgega tcgcaggaat gagegegett ctttaccacg

<210> SEQ ID NO 113

<211> LENGTH: 58

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872 gNtag R

<400> SEQUENCE: 113

caagcgaaaa tctgtatttt cagagcgega tcgcaggaag cgcegettett taccacgg

<210> SEQ ID NO 114

<211> LENGTH: 58

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872 gNtag F

<400> SEQUENCE: 114

ccaatgcatg gtgatggtga tgatggtgat gtatcatcec tegatctecg ccatgatg

<210> SEQ ID NO 115

<211> LENGTH: 50

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer 2872-3_pVP_HiFi F

<400> SEQUENCE: 115

ctaactttgt tattttegge tttetgttat ccccaacggt tgatttcagg
<210> SEQ ID NO 116

<211> LENGTH: 54

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872-3NOTAG pVP_HiFi R

<400> SEQUENCE: 116

gaattcatta aagaggagaa attaaccatg gacgaggtaa gcctctatca ttgg

<210> SEQ ID NO 117
<211> LENGTH: 39
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<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pVP302K-HiFi-noTag-R

<400> SEQUENCE: 117

ggttaatttc tcctctttaa tgaattctgt gtgaaattg

<210> SEQ ID NO 118

<211> LENGTH: 52

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872-3Ntag pVP_HiFi R

<400> SEQUENCE: 118

gtattttcag agcgcgatceg caggaatgga cgaggtaage ctctatcatt gg

<210> SEQ ID NO 119

<211> LENGTH: 21

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872-S14A R

<400> SEQUENCE: 119

cgeggegete accegttettg ¢

<210> SEQ ID NO 120

<211> LENGTH: 26

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872-S14A F

<400> SEQUENCE: 120

cegttggget cgecegtggta aagaag

<210> SEQ ID NO 121

<211> LENGTH: 23

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2873-S15A R

<400> SEQUENCE: 121

gcaagccgat gctcegegttyg atg

<210> SEQ ID NO 122

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2873-S15A_F

<400> SEQUENCE: 122

cagcegttgge attgggttee caatgataga g

<210> SEQ ID NO 123

<211> LENGTH: 31

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2873-N14A F

<400> SEQUENCE: 123
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cagaggcgge attgggttee caatgataga g

<210> SEQ ID NO 124

<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pEU-HiFi-ATW-R

<400> SEQUENCE: 124

gtgatgatga tgatgatgtc ccattaac

<210> SEQ ID NO 125

<211> LENGTH: 24

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pEU-HiFi-ATW-F

<400> SEQUENCE: 125

tagtttaaac gaattcgage tcgg

<210> SEQ ID NO 126

<211> LENGTH: 51

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872-pEU2394-HiFi-F

<400> SEQUENCE: 126

ggacatcatc atcatcatca cgcattggca agcgaaaatc tgtatttteca g

<210> SEQ ID NO 127

<211> LENGTH: 52

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer Saro2872-pEU2394-HiFi-R

<400> SEQUENCE: 127

ccgagetega attegtttaa actacgagtt atccccaacg gttgatttca gg

<210> SEQ ID NO 128

<211> LENGTH: 54

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pEU-2872-fix-R

<400> SEQUENCE: 128

cattaactaa ctagtgtagt tgtagaatgt aaaatgtaat gttgttgttg tttg

<210> SEQ ID NO 129

<211> LENGTH: 28

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Primer pEU-2872-fix-F

<400> SEQUENCE: 129

ggacatcatc atcatcatca cgcattgg
<210> SEQ ID NO 130

<211> LENGTH: 46

<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
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<220> FEATURE:
<223> OTHER INFORMATION: Primer Saro_2873-pEU_HiFi-F

<400> SEQUENCE: 130

caactacact agttagttaa tggacgaggt aagcctctat cattgg

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 131

LENGTH: 46

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Primer Saro_2873-pEU_HiFi-R
<400>

SEQUENCE: 131

cgagctcgaa ttegtttaaa ctactcatee ctegatctee gecatg

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 132

LENGTH: 29

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Primer pEU2394 F
<400>

SEQUENCE: 132

gtagtttaaa cgaattcgag ctcggtacc

46

46

29

We claim:

1. A method of processing lignin, comprising contacting

lignin comprising p-O-4 ether linkages in vitro with:

a dehydrogenase comprising at least one of LigD, LigO,
LigN, and Ligl;

a f-etherase comprising at least one of LigE, LigF, LigP,
and an enzyme comprising a first polypeptide having an
amino acid sequence of SEQ ID NO:40 or an amino
acid sequence at least about 95% identical thereto and

a second polypeptide having an amino acid sequence of

SEQ ID NO:42 or an amino acid sequence at least
about 95% identical thereto; and
a non-stereospecific glutathione lyase comprising an

amino acid sequence at least about 80% identical to any

of:

SEQ ID NO:18 (NaGSTy,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-
ST,

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,);

SEQ ID NO:26 (ecYghU);

residues 21-313 of SEQ ID NO:28 (recombinant ecY-
ghU); and

SEQ ID NO:32 (ssYghU),

wherein the non-stereospecific glutathione lyase com-

prises at least four of:

threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGSTy,);

asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGSTy,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaG-
STyw);
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isoleucine or a conservative variant of isoleucine at a
position corresponding to position 100 of SEQ ID
NO:18 (NaGSTy,,);

glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGSTy,,);

serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position cor-
responding to position 117 of SEQ ID NO:18 (NaG-
ST,,); and
arginine or a conservative variant of arginine at a

position corresponding to position 177 of SEQ ID
NO:18 (NaGST,,).

2. The method of claim 1, wherein the non-stereospecific
glutathione lyase comprises an amino acid sequence at least
about 85% identical to any of:

SEQ ID NO:18 (NaGSTy,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-

STy,

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant

SYK6GST ),

SEQ ID NO:26 (ecYghU);

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU); and

SEQ ID NO:32 (ssYghU).

3. The method of claim 1, wherein the non-stereospecific
glutathione lyase comprises an amino acid sequence at least
about 90% identical to any of:

SEQ ID NO:18 (NaGSTy,);

residues 21-313 of SEQ ID NO:20 (recombinant NaG-

STy.);

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant

SYK6GST ),

SEQ ID NO:26 (ecYghU); and

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU).
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4. The method of claim 1, wherein the non-stereospecific
glutathione lyase comprises an amino acid sequence at least
about 95% identical to any of:
SEQ ID NO:18 (NaGST,,,);
residues 21-313 of SEQ ID NO:20 (recombinant NaG-
ST,

SEQ ID NO:22 (SYK6GST,,);

residues 21-324 of SEQ ID NO:24 (recombinant
SYK6GST,,);

SEQ ID NO:26 (ecYghU); and

residues 21-313 of SEQ ID NO:28 (recombinant ecY-

ghU).
5. The method of claim 1, wherein the non-stereospecific
glutathione lyase comprises at least seven of:
asparagine or a conservative variant of asparagine at a
position corresponding to position 25 of SEQ ID
NO:18 (NaGST,,);

threonine or a conservative variant of threonine at a
position corresponding to position 51 of SEQ ID
NO:18 (NaGST,,);

asparagine or a conservative variant of asparagine at a
position corresponding to position 53 of SEQ ID
NO:18 (NaGST,,);

glutamine or a conservative variant of glutamine at a
position corresponding to position 86 of SEQ ID
NO:18 (NaGST,,);

lysine, a conservative variant of lysine, arginine, or a
conservative variant of arginine at a position corre-
sponding to position 99 of SEQ ID NO:18 (NaGST,,,);
isoleucine or a conservative variant of isoleucine at a
position corresponding to position 100 of SEQ ID
NO:18 (NaGST,,);

glutamate or a conservative variant of glutamate at a
position corresponding to position 116 of SEQ ID
NO:18 (NaGST,,);

serine, threonine, a conservative variant of serine, or a
conservative variant of threonine at a position corre-
sponding to position 117 of SEQ ID NO:18 (NaG-
STy

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 166 of SEQ ID NO:18 (NaG-
STrw);

arginine or a conservative variant of arginine at a position
corresponding to position 177 of SEQ ID NO:18 (NaG-
STy,); and

tyrosine or a conservative variant of tyrosine at a position
corresponding to position 224 of SEQ ID NO:18 (NaG-
STy,

6. The method of claim 1, wherein the contacting occurs
in the presence of a glutathione (GSH) reductase that
catalyzes reduction of glutathione disulfide (GSSG).

7. The method of claim 6, wherein the GSH reductase
comprises an amino acid sequence at least about 95%
identical to SEQ ID NO:38 (AvGR).

8. The method of claim 1, wherein the contacting releases
at least one of a monomeric phenylpropanoid unit and a
monomeric flavone.
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9. The method of claim 1, wherein the contacting releases
at least one of a monomeric guaiacyl phenylpropanoid unit,
a monomeric syringyl phenylpropanoid unit, a monomeric
p-hydroxyphenyl phenylpropanoid unit, and a monomeric
tricin unit.
10. The method of claim 1, wherein the lignin comprises
an average molecular weight (MW) of from about 600 to
about 20,000.
11. The method of claim 1, wherein the dehydrogenase
comprises at least one of LigD and LigO and at least one of
Ligl. and LigN.
12. The method of claim 1, wherein the dehydrogenase
comprises LigD and LigN.
13. The method of claim 1, wherein the -etherase com-
prises LigF and at least one of LigE, LigP, and the enzyme
comprising the first polypeptide having the amino acid
sequence of SEQ ID NO:40 or the amino acid sequence at
least about 95% identical thereto and the second polypeptide
having the amino acid sequence of SEQ ID NO:42 or the
amino acid sequence at least about 95% identical thereto.
14. The method of claim 1, wherein the -etherase com-
prises LigF and LigE.
15. The method of claim 1, wherein the non-stereospecific
glutathione lyase comprises an amino acid sequence at least
about 95% identical to SEQ ID NO:18 (NaGST,,).
16. The method of claim 1, wherein:
the dehydrogenase comprises at least one of LigD and
LigO and at least one of Ligl. and LigN;

the p-etherase comprises LigF and at least one of LigE,
LigP, and the enzyme comprising the first polypeptide
having the amino acid sequence of SEQ ID NO:40 or
the amino acid sequence at least about 95% identical
thereto and the second polypeptide having the amino
acid sequence of SEQ ID NO:42 or the amino acid
sequence at least about 95% identical thereto;
the non-stereospecific glutathione lyase comprises an
amino acid sequence at least about 95% identical to
SEQ ID NO:18 (NaGST,,,); and

the contacting occurs in the presence of a glutathione
(GSH) reductase that catalyzes reduction of glutathione
disulfide (GSSG) and comprises an amino acid
sequence at least about 95% identical to SEQ ID NO:38
(AvGR).
17. The method of claim 1, wherein:
the dehydrogenase comprises LigD and LigN;
the p-etherase comprises LigF and LigE;
the non-stereospecific glutathione lyase comprises an
amino acid sequence at least about 95% identical to
SEQ ID NO:18 (NaGST,,,); and

the contacting occurs in the presence of a glutathione
(GSH) reductase that catalyzes reduction of glutathione
disulfide (GSSG) and comprises an amino acid
sequence at least about 95% identical to SEQ ID NO:38
(AvGR).





