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ABSTRACT: Recent studies have suggested that there are significant amounts of various alkyl ether (Alk-O-Alk; Alk = alkyl)
moieties in a spruce native lignin preparation, milled wood lignin (SMWL). However, the comprehensive NMR assignment to these
moieties has not been addressed yet. This study focused on investigating different types of Alk-O-Alk structures at the α- and γ-
positions of the lignin side chain in an heteronuclear single-quantum coherence (HSQC) spectrum of SMWL using experimental
NMR data of lignin and synthesized model compounds. Ambiguous structural features were predicted by computer simulation of 1H
and 13C NMR spectra to complement the experimental NMR data. As a result, specific regions in the HSQC spectrum were
attributed to different Alk-O-Alk moieties of Alk-O-Alk/β-O-4 and Alk-O-Alk/β-β′ structures. However, the differences between the
specific regions were rather subtle; they were not well separated from each other and some major lignin moieties. Furthermore,
SMWL contained a large variety of Alk-O-Alk moieties but in minute individual amounts, resulting in rather broad, superimposing
resonances. Thus, evaluation did not allow assigning individual types of Alk-O-Alk moieties from the HSQC spectra; instead, they
were quantified as total (α- and γ-linked) Alk-O-Alk based on the balance of structural units in the 13C NMR spectra. At last,
potential formation mechanisms of various Alk-O-Alk ether structures in lignin biosynthesis, lignin aging, and during ball milling of
wood were hypothesized and discussed.
KEYWORDS: alkyl ether structure, biorefinery, lignin, lignin structure, milled wood lignin, NMR

■ INTRODUCTION
Lignin is a very complex heterogeneous aromatic polymer.
Despite the tremendous number of studies, some elements of
its chemical structure are still under discussion. For example,
the current analytical methodology allows only the description
of 80−85% of structural moieties in native lignin preparations,
such as milled wood lignins (MWLs).1−3 The structures of the
remaining 15−20% of lignin units are not well understood.
Based on the overall material balance and specific features in
the 13C NMR spectra along with literature data for
comparison, they were tentatively assigned to various types
of alkyl ether (Alk-O-Alk) moieties at the α- and γ-positions of
the side chain.1−3

Alk-O-Alk moieties, that is, aliphatic ether structures, may
play an important role in lignin branching�in agreement with
our view that the macromolecular structure of lignin is a three-
dimensional network rather than a linear chain1,2�in addition
to already identified structural units, such as etherified biphenyl
(5-5′) and diaryl ether (4-O-5′) structures, which are among
the main branching points in lignin. It was suggested that
about 20−28% of monolignols in softwood lignins were
involved in 5-5′ (major) and 4-O-5′ (minor) linkages based on
CuO-permanganate oxidation (PO), 13C NMR, and thioaci-
dolysis-31P NMR methods.1,2,4,5 The analysis of the absolute
molecular mass and the number of terminal units in spruce
MWL (SMWL) showed that it is even more branched/
crosslinked than expected solely from the quantification of the
known branching points at the aromatic rings.2 Only half of the
branching points were located there, whereas the other half

was expected to be located in the side chains. They were
assigned to various Alk-O-Alk structures at the α- or γ-
positions of the side chain, with additional β-O-4 or β-β′
linkages (Alk-O-Alk/β-O-4, β-β ether structure).2
Although the occurrence of Alk-O-Alk structures in native

lignin is still not commonly accepted, their presence has been
proposed and discussed earlier.6−10 For the noncyclic Alk-O-
Alk/β-O-4 ether structures, Leary6,7 proposed that 17−21
benzyl noncyclic alkyl ether groups per 100 C9 units might
occur in spruce Björkman lignin, based on Adler’s studies.8

Glasser et al.9 suggested 25% of noncyclic α-O-γ′ ether linkages
based on computer simulation of softwood lignin structure.
Another piece of evidence was provided by Sakakibara’s group,
who isolated an α-O-γ′ ether dimer from lignin hydrogenolysis
products.10 Regarding the cyclic Alk-O-Alk/β-β′ ether
structure, cyclic α-O-α′ and α-O-γ′ ether linkages were
reported by Ralph and Lu,11 identified in syringyl lignin
from palm, kenaf, and corn cell walls. Zhang and Gellerstedt12

even found a guaiacyl analogue of cyclic α-O-α′ether with β-β′
linkages in an SMWL in relatively small amounts but no a γ-O-
Alk ether analogue. Bicyclic epiresinol structures have
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previously been suggested for hardwood kraft lignin by
Bruijnincx et al.13

Alk-O-Alk moieties are often unstable toward wet chemistry
methods used in lignin analysis, which easily transform into
aliphatic alcohols. Therefore, they are difficult to detect upon
degradative analysis of lignin. Nondegradative techniques, in
particular NMR spectroscopic techniques, such as hetero-
nuclear single-quantum coherence (HSQC), are especially
valuable for their direct detection. Recent scrutiny of softwood
MWL (including 2D NMR) showed some unassigned
signals,2,3 which so far had been disregarded. We suggested
they belong to a variety of Alk-O-Alk ether structures in
general.1−3 However, their structural information is still
ambiguous, and the exact formation during lignin biosynthesis
is still unclear. Therefore, the present study is devoted to the
elaboration of Alk-O-Alk ether moieties in SMWL (Figure 1)
using experimental data of lignins and relevant model
compounds complemented by computer modeling. A selection
of most important structures under discussion will have to be
further corroborated by synthesis of specific model compounds
and their NMR analysis in future studies.

■ EXPERIMENTAL SECTION
General. All chemicals and solvents were purchased from Sigma-

Aldrich and used without further purification, except dioxane which
was distilled over sodium hydroxide before each use. The information
on the selected model compounds is described in the Supporting
Information. Computationally unsophisticated simulation of 1H and
13C NMR spectra was performed with the ChemDraw Professional
v19.0 package.14−18

Isolation of MWL. Spruce (Picea abies) wood meal (60 mesh
pass) was preextracted with ethanol/toluene, 1:2 (v/v), in a Soxhlet
apparatus to remove lipophilic extractives. The MWL preparation was
isolated from the preextracted wood meal and purified as described
earlier.3,19 The yield of the purified SMWL was about 25% per Klason
lignin content in wood.
HSQC NMR Experiment. The MWL (80 mg) was fully dissolved

in 0.6 ml of DMSO-d6. A high-resolution HSQC spectrum was
acquired with a Bruker AVNEO 600 MHz spectrometer equipped
with a 5 mm He-cooled TCI gradient cryoprobe using a Bruker pulse
program “hsqcetgpsisp.2” with maximum sensitivity enhancement.
1024 data points were acquired at 298 K, from 11 to 0 ppm in F2
(1H), with an acquisition time of 77.8 ms, and from 215 to 0 ppm in
F1 (13C) with 256 increments, 36 scans, and a 2.0 s interscan delay.
The heteronuclear coupling constant value was set at 145 Hz.
Processing the final matrix to 2 K by 1 K data points was performed
by QSINE window functions in both F2 and F1. The spectral
processing was carried out with Bruker’s Topspin 4.0 (Windows)
software. The central peak of the residual solvent (δH 2.49, δC 39.5
ppm) was used for calibration. All known correlation peaks were
assigned based on earlier reports.2,3,20−26

■ RESULTS AND DISCUSSION
HSQC NMR Spectrum of SMWL. The HSQC spectrum of

SMWL (Figure 2) shows common and expectable structural
characteristics of this analysis. Different correlation signals in
the oxygenated aliphatic region were assigned to β-O-4 (aryl
ether), β-5 (phenylcoumaran), β-β′(resinol), DBDO (diben-
zodioxocins), β-1 (diarylpropane), SD (spirodienone), and
cinnamyl alcohol structures. Only very small cross-peaks of
H1−C1 of carbohydrates (ca. 0.4%) were found in the well-
resolved anomeric region (δH/δC: 3.9−5.5/90−105 ppm).
This agreed with the result of the wet chemistry analysis, which

Figure 1. General types of Alk-O-Alk moieties.
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Figure 2. Partial short-range 1H−13C HSQC NMR spectrum (oxygenated aliphatic region) of SMWL, in DMSO-d6. The carbohydrate content was
calculated by integration shown in Figure S1.

Figure 3. Structures of the synthesized lignin Alk-O-Alk ether model compounds 1−10.
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reported the carbohydrate content of about 0.7%. Therefore,
the influence of carbohydrates on the analysis of lignin
structure was very minor for this sample.
As shown in Figure 2, unassigned signals are mainly found in

four regions of the spectrum: cluster 1 (δH/δC: 4.1−4.9/77−83
ppm), cluster 2 (δH/δC: 4.1−4.4/85−87 ppm), cluster 3 (δH/
δC: 3.1−4.3/64−70 ppm), and cluster 4 (δH/δC: 3.0−3.7/71−
78 ppm). Previous study about lignin−carbohydrate complexes
(LCCs) showed that the Hα−Cα and Hβ−Cβ correlations of
benzyl ether LCC linkages were located in cluster 1.23,27,28

However, this contribution cannot be significant in the present
case due to the negligible amount of carbohydrate contained in
the SMWL. Alternatively, it was suggested that the correlations
in clusters 1 and 2 may originate from the α-position (CH-α)
of benzyl alkyl ether moieties and the β-position (CH-β) of β-
aryl ether moieties in an α-O-Alk/β-O-4 ether structure2,3 and
that clusters 3 and 4 with overlapping resonances contain a
variety of γ-ether moieties.2,3 Further compelling structural
evidence of Alk-O-Alk ether structures in lignin has not yet
been presented.
Two approaches were followed to explore the presence of

proposed Alk-O-Alk ether structures in SMWL: model
compounds with Alk-O-Alk ether moieties were synthesized
(Figure 3), and some of their NMR data were reviewed in light
of previous studies (Table 1).11,28−33 To address additional
structural features, this was complemented by simulated Alk-
O-Alk models and their spectra (Figure 5), which were plotted
against the experimental HSQC spectrum of SMWL to assist
with possible assignments.
Structural Identification Based on Experimental NMR

Data. As shown in Figure 3 and Table 1, the synthesized
model compounds can be classified into three types, that is, α-
O-α′ (compounds 1−3), α-O-γ′ (compounds 4−8), and γ-O-
γ′ ethers (compounds 9 and 10). The model compounds in
red (1, 2, 4, 5, 6, and 9) represent noncyclic alkyl ether with an
additional β-O-4 linkage (Alk-O-Alk/β-O-4), and model

compounds in green (3, 7, 8, and 10) have cyclic structures
formed by α-O-Alk or γ-O-Alk together with β-β′ linkages
(Alk-O-Alk/β-β′). The NMR data of models 1, 4, and 8 were
recorded in DMSO-d6, which were the same as those recorded
in the solvent for the HSQC spectrum of SMWL. The direct
spectral comparison is shown in Figure 4a,b. The other model
compounds were analyzed in CDCl3, and the chemical shift
difference between SMWL and model compounds caused by
the solvent effect had to be considered in this study. According
to the NMR database of lignin compounds,20 the variation
between DMSO-d6 and CDCl3 was generally 0.1 ppm for 1H
and 2 ppm for 13C (ΔδH = ∼0.1 ppm, ΔδC = ∼2 ppm) or less.
As a rule of thumb, CDCl3 gave a higher δC (downfield shift by
up to 2 ppm) and a higher δH (downfield shift by up to 0.1
ppm) than DMSO-d6, which need to be considered when
comparing the NMR data with SMWL measured in DMSO-d6.
As a consequence, the central points of the cross-peaks in
spectra measured in CDCl3 should shift toward the upper right
quadrant in the circled regions when making the transition to
DMSO-d6, as indicated by the colored squares in Figure 4c,d.
In addition, NMR data for LCC model compounds in Table
S3 and S. Ralph’s database20 indicated that acetylation at the γ-
position affected the chemical shifts of γ- and β-CH but not
that at the α-position. Therefore, the NMR data of the α-alkyl
positions in the γ-acetylated model compounds 3, 6, and 7 can
be directly used and compared with those of nonacetylated
lignin.
When the chemical shift values of α-O-Alk (α-O-α′ and α-

O-γ′)/β-O-4 ether-type model compounds collected in
DMSO-d6 (from Table 1) were superimposed with those of
the SMWL spectrum (Figure 4a), it was evident that the Hα−
Cα and Hβ−Cβ correlations from models 1 and 4 matched well,
suggesting that the H−C correlation cluster 1 (δH/δC, 4.1−
4.9/77−83 ppm) in the SMWL spectrum comprises both Hα−
Cα and Hβ−Cβ correlations of α-O-Alk/β-O-4 ether type. For
the α-O-Alk/β-O-4 ether models, the Hα−Cα correlations were

Table 1. NMR Data for the Side Chain of the Synthesized Alk-O-Alk Ether Model Compounds 1−10 (cf. Figure 3)

model information NMR chemical shift on the side chain, δH/δC, ppm

ether type no. structural description references unit α or α′ β or β′ γ or γ′
α-O-α′ 1E α-OCH3/β-O-4/γ-OH (erythro form) in DMSO-d6

a A 4.34/81.9 4.42/82.3 3.56, 3.52/59.8
1T α-OCH3/β-O-4/γ-OH (threo form) in DMSO-d6

a A 4.35/82.1 4.31/83.0 3.53, 3.30/60.0
2 α-O-benzyl/β-O-4/γ-OH 28b, in CDCl3 A 4.70/80.1 4.54/81.4 4.07, 4.27/63.4
3 α-O-α′/β-β′/γ-OAc 11b, in CDCl3 A,B 5.00/84.1 2.52/51.4 4.26/64.2

α−O−γ′ 4E α-OCH2CH3/β-O-4/γ-OH (erythro
form)

in DMSO-d6
a A 4.45/79.8 4.38/82.5 3.60, 3.56/59.8

−OCH2CH3 in DMSO-d6
a B 3.32/63.6

4T α-OCH2CH3/β-O-4/γ-OH (threo form) in DMSO-d6
a A 4.45/80.1 4.28/83.5 3.32, 3.55/60.2

−OCH2CH3 in DMSO-d6
a B 3.30/63.9

5 α-O-γ′/β-O-4/γ-OH (mixture) 29b, in CDCl3 A 4.6/80.9,81.8 4.4−4.6/82.5 4.07, 4.29/63.7, 63.9
α′-CH2/β′-CH2/γ′-O-α (mixture) 29b, in CDCl3 B 2.6−2.8/32.4 1.8−2.1/31.5 3.37−3.58/69.1

6 α-O-γ′/β-O-4/γ-OAc (mixture) in CDCl3
a A 4.70/80.9 4.4−4.6/81.8 4.38/64.0

α′-OAc/β′-O-4/γ′-O-α (mixture) in CDCl3
a B 6.05/75.0 4.4−4.6/82.0 3.55/68.2

7 α-O-γ′/β-β′/γ-OAc 11b, in CDCl3 A 4.81/84.8 2.39/49.5 4.20, 4.45/63.6
α′-OAc/β′-β/γ′-O-α (α′S) 11b, in CDCl3 B 4.86/72.5 2.92/48.0 4.07, 4.15/69.0

8 α-O-γ′/β−β′/γ-O-α′ 13b, in DMSO-d6 A 4.34/87.0 2.84/53.7 3.75, 4.06/70.2
α′-O-γ/β′-β/γ′-O-α 13b, in DMSO-d6 B 4.77/81.2 3.70/49.2 3.12, 3.77/68.8

γ−O−γ′ 9E α-OH/β-O-4/γ-OCH3 (erythro form) 30b, in CDCl3 A 4.89/73.1 4.36/85.3 3.45, 3.65/71.6
9T α-OH/β-O-4/γ-OCH3 (threo form) 30b, in CDCl3 A 4.90/74.2 4.11/88.0 3.37, 3.50/71.8
10 α-CH2/β−β′/γ-O-γ′ 31,32b,

in acetone-d6/CDCl3
A, B 2.59, 2.69/39.8 2.23/47.1 3.55, 3.93/73.5

aDetailed information available in Figures S3−S7. bNumber in the reference list.
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always in the “upper” region of cluster 1 relative to the Hβ−Cβ

correlations. It was clear that the Hα−Cα or Hβ−Cβ

correlations for erythro and threo forms of α-O-Alk/β-O-4
were close to each other despite the different benzyl
environments. It was also observed in Figure 4b that the
Hγ−Cγ correlations of α-O-γ′/β-O-4 ether-type model 4 partly
overlapped with the boundary of cluster 3. Apparently, this
model compound did not sufficiently closely reflect the real
structural environment around the alkyl-etherified γ-position in

lignins. This will be addressed in future work by refined model
compound selection.
The NMR data of epiresinol structure (compound 8, α-O-

γ′/β-β′ ether type) recorded in DMSO-d6 overlap well with
those of clusters 1, 2, and 3 (Figure 4a,b): one of its Hα−Cα
cross peaks at δH/δC 4.77/81.2 ppm was located at cluster 1,
and the other Hα−Cα cross peak at δH/δC 4.34/87.0 ppm was
at cluster 2. Figure 4b shows that one of the Hγ−Cγ
correlations at δH/δC 3.75,4.06/70.2 ppm overlaps with the
Hγ−Cγ correlations of the resinol β-β′ structure and that the

Figure 4. HSQC spectrum of SMWL overlaid with the experimental NMR data of Alk-O-Alk ether models 1−10: signals of α-O-Alk ether model
compounds collected in DMSO-d6 (a) and CDCl3 (c) are located at the region δH/δC, 3.8−5.0/78−88 ppm; signals of γ-O-Alk ether model
compounds collected in DMSO-d6 (b) and CDCl3 (d) are located in the region δH/δC, 3.0−4.2/64−78 ppm. The solvent shift effect (ΔδH = ∼0.1
ppm, ΔδC = ∼2 ppm) is indicated by arrows that span the colored rectangular shift regions.
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other Hγ-Cγ correlations at δH/δC 3.12,3.77/68.8 ppm lie in
cluster 3. The epiresinol structure has only been previously
reported for hardwood kraft lignin;13 its possible formation
mechanism in softwood lignin will be discussed below. It is
important to note that the correlations for compound 8 were
different enough from those of model compounds 1 and 4 and
that in lignin the α-O-Alk ether moieties with β-O-4 linkage
can be distinguished from that with a β-β′ linkage by HSQC
NMR.
Considering the effect of CDCl3 on the chemical shift (vs.

DMSO-d6), Figure 4c suggests that the broad cluster 1
encompasses both Hα−Cα and Hβ−Cβ correlations of model
compounds 2, 5, and 6 (α-O-Alk/β-O-4 ether). The right
section of cluster 3, centered at around δH/δC, 3.5/68 ppm
(Figure 4d), contains the chemical shifts of alkyl ethers in the
γ-position of models 5 and 6 (α-O-γ′/β-O-4 ether). Earlier,
Kilpelainen et al.33 proposed that the HMQC cross-peak at δH/
δC: 3.5−3.7/69 ppm in spectra of acetylated hardwood and
softwood MWLs belonged to the Hγ−Cγ correlation of
compounds like 5. Nevertheless, they did not exclude the
possibility that other types of γ-O-Alk/β-O-4 ether structures
also contribute. For the simple γ-O-Me/β-O-4 ether model
compound 9, the Hγ−Cγ correlation lies at the boundary
between clusters 3 and 4, centered at around δH/δC, 3.6/70

ppm. Based on Table S3, one can say that there was no
difference in the chemical shift of the side-chain CH between
the syringyl and guaiacyl β-β′ model compounds. The NMR
data of syringyl model compounds 3 and 7 can thus be directly
used in lieu of the guaiacyl analogue. As shown in Figure 4a,
the Hα−Cα correlations from α-O-Alk/β-β′ether compounds 3
and 7 were close to those of typical DBDO and resinol
structures. As seen in Figure 4d, the Hγ−Cγ correlations of
model compound 7 (γ-O-α′/β−β′ether) appear on the left
side of cluster 3 and those of compound 10 (γ-O-γ′/β-β′ether)
in cluster 4. This analysis confirmed that α-O-Alk/β-β′ ether
structures can be easily distinguished from the α-O-Alk/β-O-4
ether structures.
Structural Identification with Simulated NMR Data.

Computational models can help to assign Alk-O-Alk ether
structures and to extensively explore structure−shift correla-
tions, especially in cases of synthetically hard to access model
compounds or when minor structural differences are to be
studied. Of course, there is some limitation caused by
computational error limits and an uncertainty with regard to
consideration of solvent effects, yet the method is still very
helpful and widely applied in structural identification. The
model compounds VG, GG, and GH in Table S3 from
previous studies20,34 was employed to evaluate the quality of

Figure 5. Alk-O-Alk ether models 11−19 used in computer simulation studies.

Table 2. Simulated NMR Data for Side Chains of Alk-O-Alk/β-O-4 Ether Models

estimated NMR data of the side chain

structure description α, ppm β, ppm γ, ppm

models A unit B unit δH/Δe δC/Δ δH/Δ δC/Δ δH/Δ δC/Δ
refd, VG α-OH/β-O-4/γ-OH 5.28 72.8 4.08 91.1 3.76, 3.82 61.1
11 α-O-α′/β-O-4/γ-OH Ia 4.98/−0.3 83.7/+10.9 4.28/+0.2 89.2/−1.9 3.76, 3.82/0 61.4/+0.3
12 α-O-γ′/β-O-4/γ-OH IIb 4.98/−0.3 86.3/+13.5 4.28/+0.2 88.9/−2.2 3.76, 3.82/0 61.4/+0.3
13 α-O-γ′/β-O-4/γ-OH IIIc 4.98/−0.3 86.1/+13.3 4.28/+0.2 89.0/−2.1 3.76, 3.82/0 61.4/+0.3
14 α-OH/β-O-4/γ-O-α′ Ia 5.28/0 73.1/+0.3 4.28/+0.2 89.2/−1.9 3.61, 3.86/−0.2 66.7/+5.6
15 α-OH/β-O-4/γ-O-γ′ IIb 5.28/0 73.1/+0.3 4.28/+0.2 88.9/−2.2 3.61, 3.86/−0.2 69.3/+8.2
16 α-OH/β-O-4/γ-O-γ′ IIIc 5.28/0 73.1/+0.3 4.28/+0.2 89.0/−2.1 3.61, 3.86/−0.2 69.1/+8.0

a−α′/β′-O-4/γ′-OH. b−γ′/β′-O-4/α′-OH. c−γ′/β′-CH/α′-CH (for structure details, see Figure 5). dNMR data of reference compound VG. eShift
difference to reference compound.
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the computational estimation of the NMR data. The difference
between experimental and simulated NMR shifts, as shown in
Table S3, was significant both for the 1H and 13C domains
(ΔδH = 0−0.3 ppm; ΔδC = 0−8 ppm), implying that the
simulated NMR data of the Alk-O-Alk ether structures cannot
directly be utilized. Therefore, we used a relative comparison
with the simulated NMR data based on the effect of different
alkyl ether substituents on the chemical shifts of the side-
chains of well-known β-O-4 (α-OH/β-O-4/γ-OH) structures
and β-β′ (resinol) structures, as described in the following.

Alk-O-Alk/β-O-4 Ether Structures. To investigate the effect
of alkyl etherification on the side-chain chemical shifts of β-O-
4 structures (Figure 5), models of a β-O-4 dimer (VG)
etherified at α- or γ-OH positions with three different types of
alkyl moieties (I, II, and III) were computationally studied: the
α-O-Alk/β-O-4 models 11−13 and γ-O-Alk/β-O-4 models
14−16. As shown in Table 2, etherification of α-OH in models
11−13 resulted in an upfield shift of δH (ΔδH = −∼0.3 ppm)
and a downfield shift of δC (ΔδC = +∼11−14 ppm) for α-CH
as compared to the nonetherified VG parent model (α-OH/β-
O-4/γ-OH). A similar trend was observed in the case of γ-
etherification (γ-O-Alk/β-O-4 models 14−16): ΔδH = ∼−0.2
ppm and ΔδC = ∼+6−8 ppm for γ-CH. Furthermore,
comparing the ΔδC values of α-CH of model 11 versus 12
(or 14 vs 15) showed that the effect of γ′-alkyl etherification of

another β-O-4 unit (in structures II or III) was larger than that
of α′-alkyl (in structure I), with ΔδC = ∼8−14 ppm for γ′-Alk
being larger than ΔδC = ∼6−11 for α′-Alk. This was consistent
with a tendency observed for the synthesized model
compounds (VG vs models 1E, 2, 6, and 9E in Table S4).
Thus, in Figure 6, the spectral region 1 and the spectral region
2, indicated by circles, were specifically attributed to α-CH of
α-O-α′/β-O-4 and α-O-γ′/β-O-4 ether structures, respectively.
Alkylation of γ-OH resulted in a δC downfield shift of γ-CH

of about 5.6−8.2 ppm. Considering the larger downfield shift
in the case of etherification through the γ′-position as
compared to that through the α′-position, the spectral regions
3 and 4 (Figure 6) were assigned to γ-CH of γ-O-α′/β-O-4
and γ-O-γ′/β-O-4 structures, respectively. These assignments
were in line with the above structural identification results
based on experimental NMR data.
Of particular interest was the change of the δH/δC value of β-

CH for VG after alkyl etherification (Table 2). Etherification at
the α-position or γ-position would cause a downfield shift in
the δH of β-CH (ΔδH = ∼+0.2 ppm) and an upfield shift in δC
(ΔδC = ∼−2 ppm). This was also in agreement with results
from experimental NMR data (Table S4). For example, alkyl
etherification at the α-CH of VG with an α-alkyl moiety from
another side chain would cause a downfield shift in δH (ΔδH =
∼+0.4 ppm) and an upfield shift in δC (ΔδC = ∼−6 ppm) for

Figure 6. HSQC spectrum of SMWL with new structural assignments proposed using data simulation.

Table 3. Simulated NMR Data for the Side Chain of Alk-O-Alk/β-β′Ether Models

α, ppm β, ppm γ, ppm

models structure description δH/Δb δC/Δ δH/Δ δC/Δ δH/Δ δC/Δ
refa β−β′ A unit: α-O-γ′/β-β′/γ-O-α′ 4.93 86.0 2.33 54.3 3.56, 3.81 71.7

B unit: α′-O-γ/β′-β/γ′-O-α
model 17 A unit: α-O-γ′/β-β′/γ-OH 4.93/0 86.3/+0.3 2.13/−0.2 48.1/−6.2 3.33, 3.58/−0.2 60.8/−10.9

B unit: α′-OH/β′-β/γ′-O-α 4.68/−0.3 83.9/−2.1 2.13/−0.2 51.3/−3.0 3.56, 3.81/0 72.0/+0.3
model 18 A unit: α-O-ά/β-β/́γ-OH 4.93/0 83.4/−2.6 2.13/−0.2 48.1/−6.2 3.33, 3.58/−0.2 60.8/−10.9

B unit: α′-O-α/β′-β/γ′-OH
model 19 A unit: α-OH/β-β′/γ-O-γ′ 4.68/−0.3 83.9/−2.1 2.13/−0.2 51.3/−2.0 3.56, 3.81/0 62.9/−8.8

B unit: α′-OH/β′-β/γ′-O-γ
aExperimental NMR data of reference. bShift difference to data from the reference compound.
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Scheme 1. (a) Radical Coupling Theory in Lignin Biosynthesis; (b) Radical β-β Coupling Reactions of γ-Acylated Sinapyl
Alcohols or/and Sinapyl Alcohol
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the β-CH. Similarly, alkyl etherification at the α-CH of VG
with a γ-alkyl moiety from another side chain would cause a
downfield shift (ΔδH = ∼+0.2 ppm) and an upfield shift (ΔδC
= ∼−5 ppm) for the β-CH. Accordingly, the effect of alkyl
etherification at the α-position or γ-position in the β-O-4
structure on the chemical shifts of the adjacent β-CH was
reliably reflected by the simulated NMR data. We can thus
deduce that spectral region 2 in Figure 6 will also contain the
CH-β resonance of α-O-Alk or γ-O-Alk/β-O-4 ether
structures. Spectral region 5 (Figure 6) should be related to
the α-CH of epiresinol compounds or similar structures. In
addition, etherification of α-OH in VG had very little effect on
the chemical shift of its γ-position, and vice versa (Table 2), in
agreement with our earlier suggestion.2 This is also the reason
why the amount of α-OH/β-O-4 structures quantified from the
α-CH signal is somewhat higher than that based on the β-CH
signal, confirming that some of the α-OH/β-O-4 structures are
alkylated at the γ-position.

Alk-O-Alk/β-β′Structures. To investigate the chemical shift
differences of side-chain positions between bicyclic β-β′ and
cyclic β-β′ structures, the cyclic α-O-γ′/β-β′ ether-type model
17, α-O-α′/β-β′ ether-type model 18, and γ-O-γ′/β-β′ ether-
type model 19 were computationally simulated (Table 3).
A comparison of the bicyclic β-β′ resinol structure with the

cyclic α-O-Alk/β-β′ ether-type models 17 and 18 (Table 3)
showed no change in δH, with a slight downshift of δC (ΔδC =
∼+0.3 ppm) at the γ′-alkylated α-CH and a more significant
upshift for the α′-alkylated structure (ΔδC = ∼−2.6 ppm).
Thus, the correlations for α-CH in α-O-α′/β-β′ and α-O-γ′/β-
β′ ether structures were attributed to spectral regions 7 and 6,
respectively, in Figure 6. Comparison of the cyclic γ-O-Alk/β-
β′-type models 17 and 19 with the bicyclic β-β′ resinol
structure showed no difference in δH for their γ-CH, but the
corresponding δC shifted upfield. Combining the above
assignment with experimental NMR data in Figure 4, the
correlations for γ-CH in cyclic γ-O-α′/β-β′ ether structures
were attributed to spectral regions 8 in Figure 6. In addition,
the γ-CH correlations in the bicyclic γ-O-α′/β-β′ ether
structure (epiresinol) were located in spectral region 3.
The chemical shifts of β-CH in synthesized model

compounds 3, 7, and 10 could not be evaluated directly for
the corresponding nonacetylated moieties because acetylation
strongly affects the resonance of β-CH but through simulation
studies. There was an upshift in δH/δC of β-CH in these
models relative to the bicyclic β-β′ resinol structure (Table 3).

Based on this trend, it was concluded that the region for β-CH
of α-O-Alk/β-β′ and γ-O-Alk/β-β′ ether structures should
appear around 48−51/2.0−2.2 ppm. However, no significant
resonance was observed in this area of the spectrum (Figure
6). This might be due to the much lower response factor of β-
CH as compared to that of γ-CH2 in the same structures
(observed in the lower field, around 65−73/3.5−4.0 ppm) and
implied a high structural variety of these moieties with a very
minor amount of each specific structure.
In summary, our studies did not only support the earlier

tentative assignment of the regions for Alk-O-Alk ethers
involved with β-O-4 structures2 but also provided information
on the chemical shift of various types of moieties involved in β-
β′ structures. These substructures were not completely
separated in HSQC spectra to be reliably quantified
individually. Moreover, some overlapped with the canonical
lignin moieties, such as β-O-4/α-OH, pinoresinol, SD, and
DBDO. Therefore, Alk-O-Alk moieties can only be quantified
as sum (α- and γ-ethers) based on the material balance in 13C
NMR.2,3

Possible Formation Pathways of Alk-O-Alk Ether
Structures in SMWL. Radical Coupling Theory. According
to the generally accepted radical coupling theory35,36 in lignin
biosynthesis (Scheme 1a), a β-O-4-bonded quinone methide
(QM1) could be involved in the formation of a variety of
structures, such as α-OH, α-O-carbohydrate, α-O-4, α-O-α′,
and α-O-γ′/β-O-4 ethers.7,27−30 Brunow and Sipila ̈ et al.28
successfully performed the biomimetic addition of vanillyl
alcohol onto a β-O-4-bonded QM dimer. They also
synthesized a benzyl alkyl ether (model compound 2, Figure
3) by the reaction between a QM and dihydroconiferyl
alcohol.29 Herein, we speculate that QMs generated via the β-
O-4 type radical coupling reaction may react with α-OH or γ-
OH from another lignin fragment to give rise to a series of Alk-
O-Alk/β-O-4 ether structures. However, we could not suggest
an appropriate analogous mechanism for the formation of γ-O-
γ′/β-O-4 ether structures during lignin biosynthesis so far.
Novel types of β-β′ structures with one opened ring,

identified in syringyl lignin from palm, kenaf, and corn cell
walls by Ralph and Lu,11 also have Alk-O-Alk ether moieties.
Unlike the proposed Alk-O-Alk/β-O-4 ether structures, the
resinol β-β′structure was produced by internal trapping
between the β-β′-bonded QM (QM2 in Scheme 1a) and its
two γ-OH. However, if the γ-OH of sinapyl alcohol was
acylated, the β-β′ homo-coupling of γ-acylated sinapyl alcohol

Scheme 2. Mechanistic Proposal for the Formation of Alk-O-Alk Ether during Lignin Aging
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formed an intermediate bis(quinone methide) (QM4 in
Scheme 1b). Since γ-acetylation prevented the internal attack
of the γ-OH on QM4, it re-aromatized by water addition, see
the typical water addition to QM1. The resultant α-OH
intermolecularly added to another QM to form a cyclic α-O-
α′/β-β′ether structure with one opened ring.11 The β-β′cross-
coupling of a γ-acylated monolignol and a typical monolignol
produced QM5 (Scheme 1b). There was an internal γ′-OH
capable of trapping one QM moiety, forming an α-O-γ′ ether,
while the other QM re-aromatized by water addition to form
an α-OH, producing an α-O-γ′/β-β′ether structure.11 Accord-
ingly, the guaiacyl analogue of Alk-O-Alk/β-β′ ether linkages is
proposed to occur similarly to the above formation of the
syringyl analogue by the radical coupling mechanism (Scheme
1b).

Lignin Aging. In addition to the widely accepted
dehydrogenation radical coupling mechanism for lignin
biosynthesis, there was another proposal that a high number
of Alk-O-Alk ether linkages could have been formed during
aging of the lignin in plant tissues over the long growing
periods. Leary6 proposed that there was a potential for QMs to
be transiently re-formed throughout the lifetime of the lignin
polymer in the plant cell wall based on lignin model compound
studies.37,38 The reversibility of QM generation was well
proven and widely used in biotechniques, such as DNA
modification and drug release.39,40 This process, therefore,
would allow the addition reaction between the regenerated
QMs from unstable p-hydroxy benzyl alcohol-type structures
and lignin aliphatic alcohol nearby, resulting in a considerable
amount of structurally variable Alk-O-Alk ether linkages over
time (Scheme 2b). It seemed reasonable that the α-O-Alk
ethers (see models 11 and 14) could also be produced during
aging of lignin in plants over time.

Ball Milling. In addition to the possibility of the formation
of Alk-O-Alk ether structures during lignin biosynthesis and
aging, we also proposed the possibility of their production
during ball milling (Scheme 3). According to previous model
studies on the mechanochemistry of lignin,41,42 structural
change of lignin caused by milling proceeded via a radical
cleavage of β-O-4 linkages. It is reasonable to assume that
recombination and follow-up chemistry of the produced β-
radicals can also result in the formation of Alk-O-Alk ether
structures during milling. More specifically, the propenyl

alcohol-type structures transformed from the β-radicals could
generate α- or γ-O-Alk ether structures through a nucleophilic
substitution reaction (Scheme 3).

■ SUMMARY
The NMR chemical shifts of lignin moieties of Alk-O-Alk ether
types were dependent on the substituent type (α-ether or γ-
ether) and the type of substituent at the β-position (β-O-4 or
β-β′ type). The present study allowed distinguishing between
six different types of Alk-O-Alk moieties, specifically those of
α-O-α, α-O-γ, and γ-O-γ types with β-O-4 and β-β′
substituents. However, the differences between the specific
NMR shift regions were rather subtle, and they were not well
separated from each other and from other major lignin
moieties. Furthermore, SMWL contained a very high variety of
Alk-O-Alk moieties in very minor amounts resulting in
superimposed, broad signals. However, although not individ-
ually identifiable, the Alk-O-Alk moieties of different types
were assigned to different spectral regions in the HSQC
spectra and were quantified as the sum parameter (total α- and
γ-ethers) based on the material balance in 13C NMR spectra.
Plausible mechanisms of the formation of various Alk-O-Alk
ether structures in lignin biosynthesis, lignin aging, and during
ball milling of wood were proposed.

■ ASSOCIATED CONTENT
*sı Supporting Information
The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/acs.jafc.2c06375.

Carbohydrate content in SMWL, calculated NMR shift
data for side chains of Alk-O-Alk/β-O-4 ether model
compounds, calculated NMR shift data for side chains of
β-β′ and Alk-O-Alk/β-β′ ether model compounds,
experimental NMR shift data for the side chain of
different reference model compounds, and structural
information on synthesized and computational model
compounds used in this study (PDF)

■ AUTHOR INFORMATION
Corresponding Authors

Xuhai Zhu − Department of Bioproducts and Biosystems,
School of Chemical Engineering, Aalto University, Espoo

Scheme 3. Mechanistic Proposal for the Formation of Alk-O-Alk Ether Structures during Ball Milling

Journal of Agricultural and Food Chemistry pubs.acs.org/JAFC Article

https://doi.org/10.1021/acs.jafc.2c06375
J. Agric. Food Chem. 2023, 71, 580−591

589

https://pubs.acs.org/doi/10.1021/acs.jafc.2c06375?goto=supporting-info
https://pubs.acs.org/doi/suppl/10.1021/acs.jafc.2c06375/suppl_file/jf2c06375_si_001.pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Xuhai+Zhu"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jafc.2c06375?fig=sch3&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.jafc.2c06375?fig=sch3&ref=pdf
pubs.acs.org/JAFC?ref=pdf
https://doi.org/10.1021/acs.jafc.2c06375?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


02150, Finland; Present Address: State Key Laboratory of
Catalysis, Dalian National Laboratory for Clean Energy,
Dalian Institute of Chemical Physics, Chinese Academy of
Sciences, Dalian, Liaoning 110623, P. R. China;
orcid.org/0000-0002-6065-0748; Phone: +86-0411-

8437-9846; Email: zhuxh@dicp.ac.cn
Mikhail Balakshin − Department of Bioproducts and
Biosystems, School of Chemical Engineering, Aalto University,
Espoo 02150, Finland; Present Address: P.O. Box 16300,
FI-00076 AALTO, Finland.; Phone: +358-(0)50-308-
6570; Email: mikhail.balakshin@aalto.fi

Authors
Jussi Sipilä − Laboratory of Organic Material Chemistry,
Department of Chemistry, University of Helsinki, Helsinki
00014, Finland; orcid.org/0000-0002-2957-1443

Antje Potthast − Department of Chemistry, Institute for
Chemistry of Renewable Resources, University of Natural
Resources and Life Sciences (BOKU), Vienna 1190, Austria;
orcid.org/0000-0003-1981-2271

Thomas Rosenau − Department of Chemistry, Institute for
Chemistry of Renewable Resources, University of Natural
Resources and Life Sciences (BOKU), Vienna 1190, Austria;
orcid.org/0000-0002-6636-9260

Complete contact information is available at:
https://pubs.acs.org/10.1021/acs.jafc.2c06375

Notes
The authors declare no competing financial interest.

■ ACKNOWLEDGMENTS
We gratefully acknowledge the α-OH/β-O-4 lignin model
compound from the Wood Chemistry Laboratory at the
University of Tokyo and the support of Austrian Biorefinery
Center Tulln (ABCT). We also acknowledge the financial
support provided by the National Natural Science Foundation
of China (22108273 to X.Z.).

■ DEDICATION
In memoriam of Dr. Mikhail Balakshin (1965−2022), who
devoted his life to research on lignin.

■ REFERENCES
(1) Balakshin, M.; Capanema, E. How linear is milled wood lignin.
Proceedings of the 19th International Symposium on Wood, Fiber and
Pulping Chemistry; Porto Seguro: BABrazil, 2017, pp 183−187.
(2) Balakshin, M.; Capanema, E.; Zhu, X.; Sulaeva, I.; Potthast, A.;
Rosenau, T.; Rojas, O. J. Spruce milled wood lignin: linear, branched
or cross-linked? Green Chem. 2020, 22, 3985−4001.
(3) Capanema, E.; Balakshin, M.; Kadla, J. A comprehensive
approach for quantitative lignin characterization by NMR spectros-
copy. J. Agric. Food Chem. 2004, 52, 1850−1860.
(4) Balakshin, M.; Capanema, E. Proceedings of the 13th International
Symposium on Wood, Fiber and Pulping Chemistry; New Zealand,
Auckland, 2005; Vol. II, pp 353−360.
(5) Chang, H.; Jiang, X. Biphenyl structure and its impact on the
macromolecular structure of lignin: A critical review. J. Wood Chem.
Technol. 2020, 40, 81−90.
(6) Leary, G. Quinone methides and the structure of lignin. Wood
Sci. Technol. 1980, 14, 21−34.
(7) Leary, G. The occurrence of benzyl non-cyclic ether bonds in
lignin. Wood Sci. Technol. 1982, 16, 67−70.
(8) Adler, E. Lignin chemistry�past, present and future. Wood Sci.
Technol. 1977, 11, 169−218.

(9) Glasser, W.; Glasser, H.; Nimz, H. Simulation of reactions with
lignin by computer (SIMREL). V. Nondehydrogenative polymer-
ization in lignin formation. Macromolecules 1976, 9, 866−867.
(10) Sudo, K.; Hwang, B. H.; Sakakibara, A. Isolation of alpha-O-
gamma compound from hydrogenolysis products of lignin. Mokuzai
Gakkaishi 1979, 24, 424−425.
(11) Lu, F.; Ralph, J. Novel tetrahydrofuran structures derived from

β-β-coupling reactions involving sinapyl acetate in Kenaf lignins. Org.
Biomol. Chem. 2008, 6, 3681−3694.
(12) Zhang, L.; Gellerstedt, G. Observation of a novel β-β-structure
in native lignin by high resolution 2D NMR techniques. Proceedings of
the Eighth European Workshop on Lignocellulosics and Pulp; Riga,
Latvia, 2004.
(13) Lancefield, C.; Wienk, H.; Boelens, R.; Weckhuysen, B.;
Bruijnincx, P. Identification of a diagnostic structural motif reveals a
new reaction intermediate and condensation pathway in kraft lignin
formation. Chem. Sci. 2018, 9, 6348−6360.
(14) Schaller, R.; Arnold, C.; Pretsch, E. New parameters for
predicting 1H NMR chemical shifts of protons attached to carbon
atoms. Anal. Chim. Acta 1995, 312, 95−105.
(15) Pretsch, E.; Furst, A.; Baderstscher, M.; Burgin, R.; Munk, M.
13C Shift: A computer program for the prediction of 13C-NMR
spectra based on an open set of additively rules. J. Chem. Inf. Comput.
Sci. 1992, 32, 291−295.
(16) Schaller, R.; Munk, M.; Pretsch, E. Spectra estimation for
computer-aided structure determination. J. Chem. Inf. Comput. Sci.
1996, 36, 239−243.
(17) Fürst, A.; Pretsch, E. A computer program for the prediction of
13-C-NMR chemical shifts of organic compounds. Anal. Chim. Acta
1990, 229, 17−25.
(18) Schaller, R. B.; Pretsch, E. A computer program for the
automatic estimation of 1H NMR chemical shifts. Anal. Chim. Acta
1994, 290, 295−302.
(19) Björkman, A. Isolation of lignin from finely divided wood with
neutral solvents. Nature 1954, 174, 1057−1058.
(20) Ralph, S.; Ralph, J.; Landucci, L. NMR database of lignin and
cell wall model compounds, 2009. Available online. https://www.
glbrc.org/databases_and_software/nmrdatabase/ (accessed on 11
September 2022).
(21) Kilpelaeinen, I.; Sipilae, J.; Brunow, G.; Lundquist, K.
Application of two-dimensional NMR spectroscopy to wood lignin
structure determination and identification of some minor structural
units of hard- and softwood lignins. J. Agric. Food Chem. 1994, 42,
2790−2794.
(22) Ede, R.; Kilpeläinen, I. Homo- and heteronuclear 2D NMR
techniques: Unambiguous structural probes for noncyclic benzyl aryl
ethers in soluble lignin samples. Res. Chem. Intermed. 1995, 21, 313−
328.
(23) Balakshin, M.; Capanema, E.; Chen, C.; Gracz, H. Elucidation
of the structures of residual and dissolved pine kraft lignins using an
HMQC NMR technique. J. Agric. Food Chem. 2003, 51, 6116−6127.
(24) Karhunen, P.; Rummakko, P.; Sipilä, J.; Brunow, G.;
Kilpeläinen, I. Dibenzodioxocins; a novel type of linkage in softwood
lignins. Tetrahedron Lett. 1995, 36, 169−170.
(25) Zhang, L.; Gellerstedt, G.; Ralph, J.; Lu, F. NMR studies on the
occurrence of spirodienone structures in lignins. J. Agric. Food Chem.
2006, 26, 65−79.
(26) Balakshin, M.; Capanema, E.; Gracz, H.; Chang, H.; Jameel, H.
Quantification of lignin−carbohydrate linkages with high-resolution
NMR spectroscopy. Planta 2011, 233, 1097−1110.
(27) Nishimura, H.; Kamiya, A.; Nagata, T.; Katahira, M.; Watanabe,
T. Direct evidence for α ether linkage between lignin and
carbohydrates in wood cell walls. Sci. Rep. 2018, 8, 6538.
(28) Brunow, G.; Sipilä, J.; Mäkelä, T. On the mechanism of
formation of non-cyclic benzyl ethers during lignin biosynthesis. Part
1. The reactivity of β-O-4 quinone methides with phenols and
alcohols. Holzforschung 1989, 43, 55−59.
(29) Sipilä, J.; Brunow, G. On the mechanism of formation of non-
cyclic benzyl ethers during lignin biosynthesis. Part 2. The effect of

Journal of Agricultural and Food Chemistry pubs.acs.org/JAFC Article

https://doi.org/10.1021/acs.jafc.2c06375
J. Agric. Food Chem. 2023, 71, 580−591

590

https://orcid.org/0000-0002-6065-0748
https://orcid.org/0000-0002-6065-0748
mailto:zhuxh@dicp.ac.cn
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Mikhail+Balakshin"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
mailto:mikhail.balakshin@aalto.fi
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jussi+Sipila%CC%88"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-2957-1443
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Antje+Potthast"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0003-1981-2271
https://orcid.org/0000-0003-1981-2271
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Thomas+Rosenau"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0002-6636-9260
https://orcid.org/0000-0002-6636-9260
https://pubs.acs.org/doi/10.1021/acs.jafc.2c06375?ref=pdf
https://doi.org/10.1039/d0gc00926a
https://doi.org/10.1039/d0gc00926a
https://doi.org/10.1021/jf035282b?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jf035282b?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jf035282b?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1080/02773813.2019.1697297
https://doi.org/10.1080/02773813.2019.1697297
https://doi.org/10.1007/bf00353460
https://doi.org/10.1007/bf00351375
https://doi.org/10.1007/bf00351375
https://doi.org/10.1007/bf00365615
https://doi.org/10.1021/ma60053a031?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ma60053a031?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ma60053a031?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1039/b809464k
https://doi.org/10.1039/b809464k
https://doi.org/10.1039/c8sc02000k
https://doi.org/10.1039/c8sc02000k
https://doi.org/10.1039/c8sc02000k
https://doi.org/10.1016/0003-2670(95)00106-a
https://doi.org/10.1016/0003-2670(95)00106-a
https://doi.org/10.1016/0003-2670(95)00106-a
https://doi.org/10.1021/ci00008a005?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ci00008a005?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ci950141y?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ci950141y?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/s0003-2670(00)85105-3
https://doi.org/10.1016/s0003-2670(00)85105-3
https://doi.org/10.1016/0003-2670(94)80116-9
https://doi.org/10.1016/0003-2670(94)80116-9
https://doi.org/10.1038/1741057a0
https://doi.org/10.1038/1741057a0
https://www.glbrc.org/databases_and_software/nmrdatabase/
https://www.glbrc.org/databases_and_software/nmrdatabase/
https://doi.org/10.1021/jf00048a026?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jf00048a026?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jf00048a026?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1007/bf03052261
https://doi.org/10.1007/bf03052261
https://doi.org/10.1007/bf03052261
https://doi.org/10.1021/jf034372d?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jf034372d?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jf034372d?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/0040-4039(94)02203-n
https://doi.org/10.1016/0040-4039(94)02203-n
https://doi.org/10.1080/02773810600580271
https://doi.org/10.1080/02773810600580271
https://doi.org/10.1007/s00425-011-1359-2
https://doi.org/10.1007/s00425-011-1359-2
https://doi.org/10.1038/s41598-018-24328-9
https://doi.org/10.1038/s41598-018-24328-9
https://doi.org/10.1515/hfsg.1989.43.1.55
https://doi.org/10.1515/hfsg.1989.43.1.55
https://doi.org/10.1515/hfsg.1989.43.1.55
https://doi.org/10.1515/hfsg.1989.43.1.55
https://doi.org/10.1515/hfsg.1991.45.4.275
https://doi.org/10.1515/hfsg.1991.45.4.275
pubs.acs.org/JAFC?ref=pdf
https://doi.org/10.1021/acs.jafc.2c06375?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


pH on the reaction between a β−O−4 type quinone methide and
vanillyl alcohol in water-dioxane solutions. The stability of non-cyclic
benzyl aryl ethers during lignin biosynthesis. Holzforschung 1991, 45,
275−278.
(30) Zeng, X.; Akiyama, T.; Yokoyama, T.; Matsumoto, Y.
Contribution of the γ-hydroxy group to the β-O-4 bond cleavage of
lignin model compounds in a basic system using tert-butoxide. J.
Wood Chem. Technol. 2020, 40, 348−360.
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