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Introduction

Counter-current chromatography for lignin
monomer—monomer and monomer—oligomer
separations from reductive catalytic fractionation
oil}

Hoon Choi, 22 £ Manar Alherech, = 1 Jun Hee Jang, "= § Sean P. Woodworth,
Kelsey J. Ramirez, &) Eric M. Karp “=/q and Gregg T. Beckham = *

Reductive catalytic fractionation (RCF) is a lignin-first biorefining technique that produces a polysacchar-
ide-rich pulp and a lignin oil that is rich in aromatic monomers from aryl—ether bond cleavage and
carbon-carbon linked aromatic oligomers. Separations of the lignin-derived monomers, both from one
another and from the oligomers, out of these lignin oils could potentially yield high value co-products. To
that end, we demonstrate that counter-current chromatography (CCC) is an effective means for simul-
taneous lignin monomer—monomer and monomer—oligomer separations using oils from RCF reactions
with hardwood, softwood, and herbaceous feedstocks. Partition coefficient measurements of aromatic
monomers from RCF of poplar, pine, and corn stover were first used to inform CCC solvent selection. We
subsequently demonstrated CCC separations of those lignin oils using the HEMWat —3 solvent system
and refined the measured partition coefficients using solute retention times and the cell utilized partition-
ing model to account for matrix effects in the following optimization experiments. Furthermore, the
carbon-carbon linked oligomers in the lignin oil substrates elute together and separately from the aro-
matic monomers in lignin oil, resulting in an oligomer-rich product stream. Case studies of optimization
of poplar RCF-derived lignin oil separations exhibited non-polar monomer yields of 95-99% with purities
of 72-96%. Additionally, the same separation using a propyl-rich lignin oil produced from a H,-free RCF
process showed a nearly 46% increase in normalized productivity, exhibiting the importance of tuning
feed composition to improve separation performance. Taken together, this work shows that CCC is a
promising method for simultaneous lignin monomer—monomer and monomer—oligomer separations.

uses a polar protic solvent for lignin extraction and a metal
catalyst with exogenous H, gas or an endogenous hydrogen

Lignin-first biorefining is a promising class of methods for the
valorization of the recalcitrant plant biopolymer, lignin."””
Lignin-first approaches generally extract the polymer from the
plant cell wall of whole biomass and intercept reactive groups
in lignin, either through stabilization chemistry on the intact
polymer or catalytic conversion of small molecule intermedi-
ates to stable products.®’” Of note, reductive catalytic fraction-
ation (RCF) is a popular lignin-first biorefining method that
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donor to cleave aryl-ether linkages in lignin.” The products
from the RCF process are a stabilized lignin oil and a polysac-
charide-rich pulp. The lignin oil derived from RCF typically
contains aromatic monomers, the yield of which is dictated by
the aryl-ether bond content of the feedstock and extraction
yields, and carbon-carbon bond linked dimers and oligomers.”®

Multiple approaches are being pursued to convert RCF-
derived lignin oil to fuels, chemicals, and materials, several of
which will rely on, or would benefit from, isolation of individ-
ual aromatic compounds and on fractionation of the mono-
mers and oligomers.'®™* For monomer-oligomer separations
of RCF-derived lignin oil, both liquid-liquid extraction (LLE)
and vacuum distillation are common approaches used in the
literature.”®* Membrane separations for monomer-oligomer
separations have also been pursued using nanofiltration.'**®
To date, less work has been reported to our knowledge on
monomer-monomer separations from RCF-derived lignin oil.

This journal is © The Royal Society of Chemistry 2024
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As a recent example to this end, the crystallization of two
monomers was demonstrated.’”” Ultimately, the development
of cost-effective, energy-efficient, and flexible monomer-
monomer and monomer-oligomer separations approaches for
lignin streams, including RCF-derived lignin oil, would poten-
tially enable new lignin valorization strategies.

Despite considerable progress to date in lignin oil separ-
ations, to accomplish both monomer-monomer and
monomer-oligomer separations for lignin depolymerization
products in a consolidated process remains a challenge. In pre-
vious work, Alherech et al demonstrated a liquid-liquid
chromatography method to accomplish this separation,
namely centrifugal partitioning chromatography (CPC).'® In
that work, the authors used CPC to isolate aromatic carboxylic
acids and aldehydes that resulted from oxidative catalytic frac-
tionation of poplar.’® Similar to CPC, counter-current chrom-
atography (CCC) is a liquid-liquid chromatography approach
using two immiscible liquids as stationary and mobile phases
with planetary motion of the rotor.'® CCC has several advan-
tages over standard liquid-solid chromatography, in that it can
handle solids in the feed, allows large sample loadings, has no
sample loss, and uses less solvent.”® For CPC and CCC, there
are well-known biphasic solvent systems that vary in their
polarity,’®?*2® and the selection of solvents for a given appli-
cation is often the first step to deploy these liquid-liquid chro-
matographic methods for new applications.'*?*

In this work, we demonstrate that CCC enables simul-
taneous lignin monomer-monomer and monomer-oligomer

View Article Online

Paper

separations in RCF-derived lignin oils from multiple feed-
stocks, as illustrated in Fig. 1. We first measured the par-
tition coefficients of common aromatic monomers in lignin
oils from  hardwood, softwood, and herbaceous
feedstocks®”?® using the HEMWat (hexane, ethyl acetate,
methanol, and water) solvent system (Table S1t).** Based on
the measured partition coefficients, we used the selected
solvent system for CCC to separate lignin oils from poplar,
pine, and corn stover, demonstrating in all cases both
monomer-monomer and monomer-oligomer separations.
From the traces, we were able to adjust the partition coeffi-
cients using the retention times of each compound and the
cell utilized partitioning (CUP) model,*® ensuring increased
accuracy in subsequent demonstration experiments that
highlighted, in two separate case studies, high single com-
ponent recovery and purity, and separately maximum
throughput for separating all major monomer components.
Lastly, we show in a third case study how by tuning the
selectivity of the RCF conditions, we can further improve
CCC productivity.

Results

Generation and analysis of lignin oils from hardwood,
softwood, and herbaceous feedstocks

Three lignin oil samples were produced with RCF using
poplar, pine, and corn stover. As described in detail in the
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Fig. 1 Scheme of the process to separate monomers from lignin oil using CCC (top) and representative RCF monomers obtained from hardwood,
softwood, and herbaceous lignins (bottom). RCF oligomers and individual monomers are separated from each other simultaneously using CCC. RCF
monomers are classified as p-coumaryl (H), guaiacyl (G), and syringyl (S) derivatives. Partition coefficient measurements for aromatic monomers in
the lignin oils. To achieve efficient separations, the selection of the appropriate solvent system is the most important step for CCC because the
solvent system determines the partition coefficient (Kp) of the target compounds. Here, we define Kp as the ratio of the solute concentration in the
upper phase to the lower phase. Changing the mixing ratio of solvents varies the polarity of the solvent system, allowing fine control over the parti-

tioning of solutes.®®
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method section, for all RCF experiments, we conducted the
reactions in a 75 mL magnetically-stirred batch reactor. For
each RCF reaction, we loaded 3 g of feedstock, 0.3 g 5 wt% Ru/
C, and 30 mL methanol. After the vessel was pressurized with
30 bar of H,, at room temperature the reaction was conducted
at 225 °C for 3 hours (following a heat-up time of
~30 minutes). After quenching, the resulting reaction mixture
was subjected to methanol removal through rotary evapor-
ation, then liquid-liquid extraction of the residue was con-
ducted with ethyl acetate and water where lignin oil was
extracted in ethyl acetate while co-extracted carbohydrates
remained in water. Finally, the lignin oil was obtained by
removal of ethyl acetate with rotary evaporation. We analyzed
the monomer composition of each lignin oil with ultra-high
performance liquid chromatography (UHPLC) (Fig. 2). Both
guaiacyl (G)-type and syringyl (S)-type monomers were pro-
duced from poplar along with methyl paraben originating
from p-hydroxybenzoic acid, while only G-type monomers
were produced in the pine oil, as expected (Fig. 2). The oil
from corn stover exhibited an increasing complexity of mono-
mers, stemming from the presence of S- and G-type lignin
and the hydroxycinnamic acids, ferulic acid and p-coumaric
acid.?*3?

Using synthetic mixtures of monomers with similar compo-
sitions to each lignin oil shown in Fig. 2, we measured the par-
tition coefficients of the monomers across HEMWat solvent
compositions®® varying in their polarity from non-polar
(HEMWat —5) to polar (HEMWat +3). After mixing vigorously
and allowing the mixtures to equilibrate for 15 minutes, we
collected samples from each phase and used UHPLC to
measure the partitioning of each compound, as shown in log;,
Kp values in Fig. 3A-C. The log;, Kp value of each aromatic
monomer exhibited a monotonic increase as the polarity of
the solvent system increased, and the solute partitioning
showed consistent trends based on functional group identity
across all feedstocks (Fig. 2). Generally, the monomer polarity
decreases from S- to G-type compounds and increases as the
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@mpropanol guaiacol
mmethyl paraben
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Dethyl syringol
mpropyl syringol
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Fig. 2 RCF monomer composition in the three lignin oils used in this
work. The data shown in this figure are available in Table S2.1 RCF reac-
tion conditions: 3 g of feedstock, 0.3 g of 5 wt% Ru/C, 30 mL of metha-
nol, and 30 bar H, at room temperature at, 225 °C for 3 hours after a
30 minutes temperature ramp.
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aliphatic chain para to the phenolic group increases in length
from methyl through propyl for both G- and S-type com-
pounds, resulting in the following order for all compounds
from non-polar to polar: propyl guaiacol > isoeugenol ~ ethyl
guaiacol = ethyl phenol > propyl syringol > methyl paraben ~
methylhydro ferulate ~ methylhydro coumarate > propanol
guaiacol > propanol syringol. Notably, the selectivity - defined
as the ratio of partition coefficients — between isoeugenol and
ethyl guaiacol is higher as the polarity of the solvent system
increases.

As shown in Fig. 3A-C, most of the monomer log;, K,
values in the HEMWat —3 solvent system are in the “sweet
spot” range for CCC separations,>* where the log1o Kp ranges
between —0.4 and +0.4, and thus this solvent system was
selected to use for all three feedstocks to separate RCF mono-
mers. The primary aromatic monomers outside this range are
the propanol derivatives. It was also noted that this selection
is consistent with Shen and Lehn’s model prediction study*
using the conductor-like screening model for real solvents
(COSMO-RS) that HEMWat —3 is a suitable solvent system
to separate propyl syringol, ethyl syringol, and propanol
syringol.

Additionally, the partitioning behavior of oligomers in
various HEMWat solvent systems was investigated by conduct-
ing the shake flask test with poplar lignin oil, as shown in
Fig. 3D. The oligomer Kp values also likely increased with the
polarity of solvent system as exhibited by the brown color in
the lower phase and the upper phase color darkening as the
polarity of the solvent system increased. However, the upper
phase color was relatively clear in HEMWat —5 and -3,
suggesting that HEMWat —3 is also an appropriate solvent
system to separate monomers from oligomers. We recognize
that this is a coarse visual measure of oligomer fractionation,
but as shown below, the oligomers in all three RCF oils were
readily separable from the monomeric compounds in the log;,
Kp range of [-0.4, 0.4] with the HEMWat —3 solvent system
(vide infra).

CCC separations of lignin oil

Following selection of a single solvent system, CCC separation
was conducted on the three lignin oils using the HEMWat —3
solvent system in reverse phase mode (head-to-tail), which
uses the lower phase as the mobile phase (Fig. 4). All injections
were performed with a 2 mL sample loop at a concentration of
20 mg oil per mL after the column was equilibrated at the
operating flow rate. To ensure the elution of all compounds,
elution-extrusion CCC (EECCC) mode was used, whereby com-
pounds still retained on the column after classical elution are
extruded by entirely displacing the contents of the column
with fresh stationary phase.”® Here, the elution volume at the
start of EECCC mode is defined as Vgym. In our separations, we
initiated EECCC by pumping stationary phase into the column
after 180 mL (referred to as Vgy) of elution with the mobile
phase. The detailed elution mechanism during EECCC was
previously explained.”® No noticeable peaks were observed
after propyl guaiacol elution.

This journal is © The Royal Society of Chemistry 2024
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Fig. 3 Logio plots of partition coefficients (K;,) of aromatic monomers in synthetic mixtures of (A) hardwood, (B) softwood, and (C) herbaceous
feedstocks among HEMWat solvent systems ranging from —5 to +3, and (D) the distribution of poplar lignin oil in select HEMWat solvent systems.
The error bars were generated from the standard deviation of triplicate measurements. The right bar charts in panels A-C show the relative
monomer composition of each oil, and the colors for each compound match that in Fig. 2. The quantitative data for panels A-C are available in

Table S3.1

The first peaks in each trace (Fig. 4A, C and E) correspond
to oligomer-rich fractions as evinced by the gel permeation
chromatography (GPC) traces (Fig. 4B, D and F). Each GPC plot
compares the first peaks against the injected oil, and in each
case, the signal corresponding to monomers at 200-250 Da is
significantly reduced in the oligomeric fractions.

Partition coefficient measurements provide a reasonable
basis for identifying initial separation conditions; however, Kp
values were not able to predict retention times sufficiently and
accurately in all cases because they do not account for matrix
effects, high solute concentrations, or instrument character-
istics. Although the co-elution of the propanol derivatives with
the oligomers was consistent with the shake flask test results,
showing a strong partitioning into the lower phase for both
compounds, the remaining monomer elution profiles
suggested that the actual partition coefficients were 30-40%
lower than the values measured from the shake flask tests
(Fig. S1t). Thus, we refined the partition coefficients based on
compound peak retention time and stationary phase retention
factor (S¢) by using the equation (eqn (S1)}) derived based on
the solute movement theory.”® The Kp values and simulation

This journal is © The Royal Society of Chemistry 2024

parameters are summarized in Table S4.1 From these updated
values, the CCC traces in Fig. 4A, C and E show updated CUP
model traces for each compound as dotted line overlays and
the corresponding new partition coefficient values were used
in subsequent experiments.

Between the biomass sources, compounds displayed identi-
cal retention factors. Across all three experiments, the propyl
guaiacol peak eluted after 170 mL of mobile phase delivery.
Similarly, isoeugenol eluted at 115 mL, propyl syringol at
78 mL, propenyl syringol at 55 mL, and the propanol deriva-
tives within the first 10-20 mL. All other identified monomers
were unique to their corresponding biomass source and dis-
played retention times in the same order as expected from
shake flask test partition coefficients. Methyl paraben, methyl-
hydroferulate, and methylhydrocoumarate all exhibited similar
partition coefficients in shake flask tests and displayed similar
retention times in their corresponding experiments (33 mL
elution). Ethyl guaiacol and ethyl phenol co-eluted with isoeu-
genol (115 mL) in poplar and pine oil separations, but ethyl
phenol eluted before isoeugenol (100 mL) in corn stover oil
separations.

Green Chem., 2024, 26, 5900-5913 | 5903
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Fig. 4 CCC chromatograms (left columns) of poplar, pine, and corn stover oils and GPC trace comparisons of lignin oils with oligomer fractions
(right columns) separated by CCC: (A and B) poplar, (C and D) pine, and (E and F) corn stover. In CCC, the HEMWat —3 solvent system was used with

the lower mobile phase (head-to-tail) at a rotor speed of 1400 ppm, 81 mL

of column volume, 3 mL min~, 2 mL of lignin oil (20 mg mL™* each) was

injected, and EECCC mode started at 90 min. The highlighted green areas in the CCC chromatograms indicate the oligomer fractions in the GPC
analysis, shown in green on the right panels. Solid lines in CCC chromatograms are UV absorption data at 280 nm and the dashed lines are
monomer concentration profiles from CUP model simulations based on partition coefficients optimized from the CCC traces. The simulation para-

meters are summarized in Table S4.1

CCC process optimization for monomer recovery

Using the results in Fig. 4 with the CUP model, we could opti-
mize the CCC process for user-defined objectives such as opti-
mizing the productivity for the isolation of a single monomer
with high yield and high purity or maximizing the recovery yield
of multiple compounds at a given purity.>® The required input

5904 | Green Chem., 2024, 26, 5900-5913

parameters for the process optimization are feed injection
volume, feed concentrations, partition coefficients of each com-
pound, and the correlations among flowrate (F), stationary
phase retention factor (S¢), and column efficiency (N) (Fig. S27).
We chose to vary F and elution volume before switching to
column extrusion (V) since F and Vg, were identified as key
parameters affecting product yield and productivity.>

This journal is © The Royal Society of Chemistry 2024
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Here, we selected the poplar lignin oil as an exemplary sub-
strate to find the optimal V¢, and F using the CUP model and
conducted three optimization case studies. The first optimiz-
ation (case 1) aimed to optimize the recovery yield and pro-
ductivity of the most abundant monomer, propyl syringol, tar-
geting >99% purity while the second optimization (case 2)
aimed to recover >99% purity and yield of propyl syringol, iso-
eugenol (excluding negligible amount of ethyl guaiacol), and
propyl guaiacol with the maximum productivity. In pursuing
these specific goals, we expected case 2 to demonstrate
superior separation of propyl syringol, isoeugenol, and propyl
guaiacol from one another. The last optimization (case 3) was
the same as case 2, but used a propyl-rich lignin oil to investi-
gate the effect of feed composition on separation performance.
The objective functions of the case studies are listed in
Table S5.7

Contour plots of yield and productivity that guided our
experimental conditions for case 1 and case 2 are shown in
Fig. 5. In case 1, propenyl syringol has the smallest selectivity
factor relative to propyl syringol at 1.42, which results in facile
separation of the two monomers when Vgy is higher than
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46 mL - at which point the two compounds are resolved from
one another on the column regardless of flowrate. As a result,
increasing Voum after 46 mL has no effect on the yield and pro-
ductivity at any given flowrate. However, increasing the flow-
rate higher than 15 mL min~" decreases the yield of propyl syr-
ingol due to significant peak spreading and instrument limit-
ations. Thus, the optimal flowrate and V¢ were determined as
15 mL min™' and 46 mL, respectively, indicated by the red
asterisk on Fig. 5A and B. For case 2, since the selectivity
factors of propyl syringol and propyl guaiacol relative to isoeu-
genol were 1.56 and 1.48, respectively, targeting isoeugenol
introduces limits to the Vg, value, while the flowrate was
limited to meet the target yield of propyl syringol (Fig. S37).
Thus, the case 2 operating condition was determined as 14 mL
min~" and 90 mL for F and Vcy, respectively, indicated by the
red asterisks in Fig. 5C and D.

Using these predicted operating conditions, the optimized
CCC processes for poplar lignin oil for cases 1 and 2 were per-
formed with a sample loading of 7.41% column volume at con-
centrations of 103 mg oil per mL solvent (i.e. 618 mg oil) to
represent preparative-scale isolations. The resulting chromato-

B Productivity (mg/L/hr)
20 1200
1000
15 Pofe-
= 800
§
E 10 600
[
400
5
200
50 100 150
Vi (ML)
D Productivity (mg/L/hr)
20 1400
1200
e 1000
£
E 800
210
€
£ 600
L
5 400
200
50 100 150
Vg (ML)

Fig. 5 CUP model optimization for poplar lignin oil separation: contour plots of (A) the recovery yield of propyl syringol (PS), (B) productivity of
propyl syringol and propenyl syringol, (C) the recovery yield of isoeugenol, and (D) productivity of isoeugenol (ISG), propyl syringol, and propyl guaia-
col. Each plot has a corresponding scale color bar to the right. Asterisks on contour plots represent the chosen optimization operating conditions
for case 1 and case 2, corresponding to 15 mL min~* flow rate, 46 mL Vcm and 14 mL min~! flow rate, 90 mL Vcw, respectively. Dashed line shows
the maximum flowrate limited by column back pressure in our CCC instrument.

This journal is © The Royal Society of Chemistry 2024
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grams and effluent trace analyses are shown in Fig. 6 with
dashed lines representing predicted simulation profiles. All
fractions corresponding to each compound were concatenated
and analyzed by UHPLC.

Case 1 showed good resolution between propyl syringol and
propenyl syringol at the expense of other monomer purities
(Fig. 6A, noted as 2 and 3, respectively). We collected approxi-
mately 3.2 mL of stationary phase in the oligomer fractions,
likely due to the larger, more concentrated injection de-
stabilizing the biphasic separation in the column. The loss in
stationary phase retention, and thus efficiency, leads to the
methyl paraben retention time deviating from the CUP model
prediction and overlapping slightly with the oligomers. The
mobile phase was fully displaced from the column in the
midst of propyl syringol elution, leading to the non-Gaussian
peak shape from 80 to 96 mL. While propyl syringol was
mostly separated from propenyl syringol, isoeugenol and
propyl guaiacol were not fully separated due to the extrusion
beginning before the compounds were resolved on the
column. The yield and purity of each monomer, summarized
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in Table 1, were calculated using eqn (S5) and (S6) respect-
ively by analyzing the collected peak fractions. Although many
of the non-targeted compounds in this case show notable yield
losses, the remaining masses are accounted for in adjacent
fractions (Fig. S47).

Case 2 showed a close relationship between experiment and
prediction (Fig. 6C). In this case, the extrusion started 44 mL
(3.36 min) later than in case 1. As a result, methyl paraben and
propenyl syringol showed similar elution profiles to case 1, but
only propyl guaiacol eluted with the extruded stationary phase.
As predicted by modeling, propyl syringol, isoeugenol, and
propyl guaiacol were fully resolved, achieving high yield and
high purity as listed in Table 1 and seen in the traces of
UHPLC analyses in Fig. 6D, noted therein as 3, 4, and 5,
respectively.

Deviations of monomer yields and purities in both cases
were attributed to a combination of coelution with other
monomers and unknown impurities and the unique mass
transfer rates of each monomer. Although the mass balance of
each monomer was nearly 100% in each peak fraction, isoeu-
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Fig. 6 Poplar lignin oil separation using CCC with optimized conditions and UHPLC trace of labeled peak fractions in each chromatogram for (A
and B) case 1 and (C and D) case 2. In the CCC chromatograms, solid traces indicate experimental data, dashed lines are the predicted concentration
profiles from the CUP model, and oligomers are depicted as brown coloration of the early peaks. The black dashed vertical lines indicate the end of
mobile phase extrusion and start of stationary phase (SP). CCC operating condition: HEMWat —3 solvent system, head-to-tail flow direction, rotor
speed 1400 rpm, feed concentration 103 mg lignin oil per mL, injection volume 6 mL, flowrate (A) 15 mL min~* and (B) 14 mL min™%, and Vcy to
EECCC (A) 46 mL and (B) 90 mL, respectively. The detailed simulation parameters are listed in Table S4.}
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Table 1 Yield and purity of RCF monomers in the case 1 and case 2 CCC experiments

Case 1: focusing on separation of propenyl syringol and propyl syringol

Product Methyl Ethyl Ethyl Propenyl Isoeugenol Propyl Propyl Total productivity (g L™" h™)
paraben syringol guaiacol syringol syringol guaiacol
Yield 104.7%"* 100.8% 106.9%* 81.5% 73.5% 95.8% 88.5%
Purity 36.0% 13.1% 3.7% 81.8% 71.6% 89.5% 94.3% 13.8
Case 2: focusing on separations of propyl syringol, isoeugenol, and propyl guaiacol
Yield 104.2%° 101.5% 96.9% 84.9% 99.3% 94.6% 98.4% Total productivity (g L™ h™)
Purity 33.4% 11.9% 6.9% 76.7% 71.5%° 95.9% 91.5% 12.7

“Experimental and analytical errors resulted in mass balance errors of +7%.

genol co-eluted with a small amount of ethyl guaiacol, which
was not accounted for in the optimization. Peak boundaries
were not accurately separated since effluent fractions were col-
lected in 2.8 min intervals, leading to reduced purities
(Fig. S51). Additionally, minor losses of sample as vapors
during solvent drying contributed to inaccuracies in the total
mass of the sample. Lastly, the peak broadening of each
monomer is different due to different mass transfer resistance
properties. Our current models assume each compound has
the same mass transfer rate and column efficiency (N) by using
the median value among monomers. Despite this simplifica-
tion, the model proved sufficient for process optimization.

L2

propyl guaiacol

We also conducted NMR spectroscopy of the isolated com-
pounds to further demonstrate the purity of the obtained com-
pounds (Fig. S6 and S77). The spectra for propyl guaiacol, isoeu-
genol, propyl syringol, and methyl paraben obtained from case 2
are shown in Fig. 7 above the original oil subjected to separation.
Similar to the UHPLC traces, all compounds show only minor to
no impurity signals except for methyl paraben where we only
obtained a 33.4% purity which is consistent with the NMR trace
showing only low intensity and broad impurity signals. Isoeugenol
shows sharper impurity signals at an intermediate purity of 71.5%,
meaning the impurities can be attributed to a few monomers such
as propyl guaiacol, propyl syringol, and ethyl guaiacol (Fig. S5Ct).
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Fig. 7 IH-NMR spectroscopy of monomer products in the case 2 CCC experiment. Additional NMR spectra are available in Fig. S6 and S7.1
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Effect of propyl-rich feed composition on CCC separation

As shown in the two case studies above, propanol guaiacol and
propanol syringol were not effectively separated from the oligo-
mers, suggesting that an oil with fewer propanol-substituted
monomers and more propyl-substituted monomers would best
leverage the optimized CCC separation with the HEMWat
solvent system. Previously, we demonstrated that H,-free RCF
using Pt/C and water/methanol mixtures produced an oil rich
in monomers with propyl sidechains.*® The propyl-rich oil was
prepared in a 300 mL mechanically stirred reactor under an
inert atmosphere with 10 g of poplar, 1 g of 5 wt% Pt/C, and
150 mL of solvent (50 : 50 v/v methanol/water). The propyl-rich
oil was then demonstrated in CCC experiments as “case 3”. As
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shown in Fig. 84, the portion of both propanol guaiacol and
propanol syringol in the oil were reduced to 1.01 wt% and
0.88 wt% respectively, and isoeugenol and propenyl syringol
were not detected. Conversely, propyl guaiacol and propyl syr-
ingol concentrations increased to 8.0 wt% and 17.3 wt%
respectively, and thus the non-polar monomers from ethyl syr-
ingol to propyl guaiacol represented 93% of the total
monomer content.

We applied the same optimization approach targeting high
purity and yield for propyl syringol, ethyl guaiacol, and propyl
guaiacol for the new oil as we used in case 2 (Table S5t) after
recalculating the Kp of each monomer from a test injection
(Fig. S8t) to account for matrix effects. Overall, the non-polar
monomer Kp values displayed a 3-6% change relative to the
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Fig. 8 (A) Monomer composition in propyl-rich poplar lignin oil (colors for each compound match that in Fig. 2), (B) yield prediction of isoeugenol
by varying Vcm and flowrate, (C) productivity prediction of isoeugenol and neighboring pairs by varying Vcym and flowrate, (D) CCC chromatogram of
the optimized condition, (E) GPC data showing comparison of lignin oil (black) to oligomeric fractions (green), and (F) UHPLC trace analysis of
labeled peak fractions in the CCC trace. RCF reaction conditions: 10 g of feedstock, 1 g of Pt/C (5 wt%), 150 mL of methanol/water (50 : 50 v/v),
225 °C, 1 bar of N, (at room temperature), and 3 hours after a 30 minutes temperature ramp. CCC operating condition: HEMWat —3 solvent system,
head-to-tail flow direction, rotor speed 1400 rpm, feed concentration 200 mg lignin oil per mL, injection volume 6 mL, flowrate 15 mL min~* and
Vem to EECCC 95 mL. The feed composition and simulation parameters are listed in Tables S2 and S4,1 respectively.
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previous experiments. Here, based on the Kp values, the chal-
lenging separation was anticipated to be isolation of ethyl
guaiacol from propyl syringol and propyl guaiacol (Fig. 8B and
C). In this RCF oil, the attainable productivity increased 2.1-
fold for >99% yield and purity compared to case 2 for two
reasons: (1) the concentrations of the non-polar monomers
were higher in the feed and (2) we could double the concen-
tration of the feed injected due to the absence of isoeugenol
and propenyl syringol, which were the primary co-eluting pro-
ducts targeted by the optimization process in cases 1 and 2.

The CCC separation (Fig. 8D) showed that oligomers were
separated from monomers in the first peak as shown in GPC
trace (Fig. 8E) and most peaks matched well with the predic-
tions, except ethyl guaiacol. Unlike other monomers, the reten-
tion time of ethyl guaiacol was shorter than expected and thus
overlapped with propyl syringol. Recently, Gerigk et al. showed
that increasing concentrations of a solute eventually leads to
non-linear changes to the partition coefficient,’® and we
hypothesized ethyl guaiacol is more sensitive compared to the
other monomers in this regard. We observed this trend in high
feed loading tests (Fig. S97) as well.

We observed high yields and purities for the target com-
pounds in this experiment, as summarized in Table 2 and con-
veyed by the clean UHPLC traces (Fig. 8F) and '"H NMR spectra
(Fig. S10 and S117). The yields and purities of methyl paraben
and ethyl syringol were lower than predicted due to residual oli-
gomers and other impurities that were not accounted for in the
modeling. Nevertheless, the CUP model accurately predicted
increases to total productivity, with the experimental value
increasing 2.2-fold in case 3 compared to case 2. The average
monomer purity was 89.7% in case 3, which was considerably
higher than in case 2 (56.6%). The high productivity and purities
were mainly attributed to the 41.5% higher content of non-polar
monomers in the lignin oil and the doubled feed concentration.
The normalized productivity with feed concentration for the
target monomers increased by 46.2% in case 3 solely due to
using a propyl-rich feed, demonstrating that upstream process
design can significantly improve the separation efficiency.

Discussion

This work demonstrates that CCC can be used for monomer-
monomer and monomer-oligomer separations for multiple
lignin oils derived from RCF. Non-polar aromatic monomers
can be separated from one another and oligomers simul-

Table 2 Yield and purity of RCF monomers and productivity in case 3
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taneously and effectively with high yield (~84-99%) and purity
(~73-99%) using the HEMWat —3 solvent system. Using a high
concentration propyl-rich feed tailored to the separation, we
achieved monomer yields ranging from 75.5 to 99% with
purities of 60.3 to 99%, at a productivity of 28.3 g L™ h™".

CCC-based separation approach is in the early stages of
development and has several opportunities for further
improvement. The results in Fig. 4 suggest that finding an
improved solvent system could achieve higher monomer
purity. Notably, the monomer-oligomer separation would
improve with upper layer solvents that exhibit a lower solubility
of dimers and trimers. Similarly, monomer-monomer separ-
ations could be improved with solvents that have higher
selectivity among monomers of similar polarities. Another
approach is to explore other solvent systems with modifiers,
such as pH gradients or salt modifiers, considering that the
oils are often pH-sensitive and the oligomer chain/chain inter-
actions are significantly affected by salts. Considering solvent
recovery, identifying low-boiling point, low viscosity, and low
toxicity solvents will be optimal for process viability.

Since the separation is impacted by feed composition, cata-
lyst selection and reaction conditions can directly influence the
ability to recover aromatic monomers, especially with respect to
the propanol-substituted RCF products. Reducing the content
of the propanol-substituted monomers here led to higher
monomer recovery. If polar monomers need to be recovered
from oligomers with the HEMWAT —3 system, an additional
separation would be required with a polar solvent system as
shown in shake flask tests in Fig. 2. Additionally, comparing
cases 2 and 3 showed the importance of increasing feed loading
to maximize productivity. In our study, elution times were invar-
iant up to high feed loadings of 60% w/v oil injections as shown
in Fig. S9.7 Thus, a large feed loading either with a large injec-
tion volume or high concentration will be desired to reduce the
operating cost and energy duty on separations.

As a chromatographic technique, batch mode CCC provides
purified products that are diluted two to five times relative to
their feed concentration, depending on retention in the
column. The product dilution results in large solvent con-
sumption and high energy duty for the subsequent solvent
recovery. To overcome product dilution, the product concen-
tration needs to be increased while minimizing solvent con-
sumption, which requires increasing the feed concentration
and reducing the solute retention time. Accordingly, the injec-
tion feed should be concentrated as demonstrated in Fig. S9f
where a high feed loading up to 60% w/v was possible,

Case 3: focusing on separations of propyl syringol, isoeugenol, and propyl guaiacol

Product Methyl paraben Ethyl syringol Ethyl guaiacol Propyl syringol Propyl guaiacol Total productivity
(gL h™

Yield 104.7%" 91.1% 75.5% 99.6% 106.3%"

Purity 6.4% 60.3% >99.0% 98.7% >99.0% 28.3

% Experimental and analytical errors resulted in mass balance errors +7%.
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although the monomer partition coefficients were affected as
the loading concentration increased. Additionally, monomer-
monomer separation for high purity monomers requires large
solvent consumption as shown in case 2. Thus, if recovering a
monomer mixture is sufficient for value-added applications, a
continuous operating mode can be employed to minimize the
elution time and reduce the solvent consumption by a factor
of 5-10 fold, which we will pursue in future work.

Various strategies for the isolation of monomers and oligo-
mers from lignin oils obtained from reductive catalytic frac-
tionation have been previously developed. Distillation has
been traditionally applied for monomer recovery.'”> Organic
solvent nanofiltration (OSN) has also been recently studied
for lignin oil fractionation.’*® OSN rejects high molecular
weight oligomers in the retentate and recovers monomers in
the permeate. Recently, Croes et al. reported that some OSN
membranes can achieve 83.5 to 88% purity monomer mixture
or as high as 94% pure when using a two-stage filtration
system.'® Although OSN has shown efficient oligomer rejec-
tion, the monomer loss ranged from 13% to as high as 83.5%
depending on the selection of membrane and operating con-
ditions. Additionally, OSN was not able to separate mono-
mers from each other. Liquid-liquid extraction (LLE) with
ethyl acetate or dichloromethane and water has been widely
used to recover lignin oils and concentrate monomers after
RCF reactions.'®?*”*7% Recently, a sequential LLE approach
was reported for separating monomers from oligomers.® This
was performed by decreasing the polarity of the organic
solvent phase with different ratios of heptane and ethyl
acetate during multiple extraction steps. Lastly, acid-base
mediated crystallization has been studied by Ren et al. to
isolate propyl syringol and propyl guaiacol, yielding high
recovery rates between 82.3 to 85.1% with purities ranging
from 88.4 to 96.4%."” Each of these methods can be coupled
with CCC as either upstream or downstream purification
stages to improve overall outcomes. In particular, upstream
membrane filtration can provide a monomer-rich feed and
improve the purities of methyl paraben and both propanol
derivatives. Membrane filtration can also be used for the
solvent recovery to reduce the energy duty on distillation.
However, since the filtration often requires sacrificing the
monomer recovery yields, it is critical to select an optimal
membrane or improve membrane performances to have a
high selectivity of monomers against oligomers.

Although this study demonstrated the use of CCC for lignin
oil separations, techno-economic analysis (TEA) and life-cycle
assessment (LCA) of the full downstream process including
product and solvent recovery will be required to evaluate the
feasibility of using CCC in comparison to other separations,
such as distillation or membrane filtration. Understanding the
impact of TEA and LCA on the downstream process can
provide important criteria in the selection of a solvent system
and elution conditions to reduce cost.

In summary, CCC shows significant benefits in high yield
and purity separations of lignin oils. To our best knowledge,
this is the first reported example of concomitant monomer-oli-
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gomer and monomer-monomer separations of RCF lignin oil
using liquid-liquid chromatography, which could not have
been achieved by any other unit operation or would have taken
multiple unit operations in series to achieve monomer purifi-
cation and separation from the oligomer fraction. CCC is ver-
satile in handling various types of lignin oils by tuning the
polarity of the solvent system. Because of the liquid stationary
phase, CCC can handle solids in feed, meaning that there is
no need for difficult upfront filtration of lignin oils and has no
fouling issues like membranes or adsorbents, meaning high
monomer yield recoveries can be achieved as no irreversible
adsorption can occur on the stationary phase, providing great
promise for utilizing lignin.

Materials and methods
Chemicals

Propanol guaiacol, propanol syringol, and ethyl syringol
analytical standards were purchased from Ambeed. Inc. All
other chemical reagents were purchased from Sigma-Aldrich
and used without further purification.

Biomass substrate

Biomass feedstocks of poplar, pine, and corn stover used in
this study were provided by Idaho National Laboratory. Hybrid
poplar (INL 2021 poplar) was harvested in Morrow County, OR.
Pine was harvested in Jasper County, SC. Corn stover was har-
vested in Boone, IA. All biomasses were knife milled through a
2 mm screen Thomas Scientific Wiley Mill.>°

Lignin oil production

RCF experiments were conducted in a 75 mL magnetically
stirred batch reactor (Parr 5000 series). The vessels were
loaded with 3 g of feedstock, 0.3 g of 5 wt% Ru/C, and 30 mL
methanol. The vessels were purged with 80 bar of He three
times and subsequently pressurized with 30 bar of H,. Once
the reactor pressure was equilibrated, the vessels were heated
to 225 °C for 30 minutes. After 3 hours of reaction at 225 °C,
the vessels were quenched in an ice bath and depressurized.
The reaction mixture was then vacuum filtered using a filter
funnel with a 10 pm polyethylene frit. The solid residue
retained in the filter funnel was washed with 30 mL methanol.
The methanol used for washing was filtered and added to the
filtrate from the initial reaction mixture. The collected filtrate
was filtered again through a 0.2 pm filter and dried using
rotary evaporation.

To extract lignin from the resulting oil, liquid-liquid extrac-
tion was performed with 10 mL of DI water and 10 mL of ethyl
acetate. The water fraction underwent sequential extraction
with 10 mL ethyl acetate three times. Sodium sulfate was
added to the combined ethyl acetate fraction to remove
remaining water. Subsequently, the ethyl acetate was removed
by rotary evaporation, resulting in lignin oil.

To prepare the propyl-rich lignin oil, a 300 mL mechanically
stirred batch reactor (Parker Autoclave Engineers) was used.

This journal is © The Royal Society of Chemistry 2024
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The reactor was filled with 10 g of hybrid poplar, 1 g of 5 wt%
Pt/C, 75 mL DI water, and 75 mL methanol.*®> After purging
with N,, the pressure of N, was reduced to ~1 bar. The reac-
tion was conducted at 225 °C for 3 hours after a 30 minutes
heating ramp. The resulting reaction mixture was subjected to
filtration, washing, solvent removal, and liquid-liquid extrac-
tion, as previously described, to produce propyl-rich lignin oil.

Partition coefficient measurements

A series of 4 mL vials were prepared representing each of the
lignin oils in each of the seven HEMWat solvent system ratios
to be tested (Table S11), amounting to 21 samples. We added
quantities of the monomers proportional to the concentrations
found in the oil analyses (Table S2t). In separate vials, solvent
mixtures were prepared by mixing the appropriate proportions
of each solvent, sealing the vials, agitating them such that
emulsions are formed, and allowing the phases to settle for
5 minutes. The solvent systems were considered sufficiently
mixed after three cycles of mixing and settling. Once the layers
were allowed to settle for 15 minutes, 2 mL of each layer of the
corresponding solvent system were added to each corres-
ponding vial of monomers. Each sample was sealed and agi-
tated to facilitate biphasic partitioning as described during
solvent system preparation. Once the samples were allowed to
settle, UHPLC samples were prepared from each layer with 10x
dilution into methanol and subjected to quantitative analysis.

CCC operation

CCC was performed using a Spectrum Series 1000 (Dynamic
Extractions) with a semi-preparative column, which is perfluor-
oalkoxy tubing (0.d. 6 mm and i.d. 4 mm bore) wound around
a bobbin. The column volume was 81 mL, and the maximum
flowrate was 15 mL min~" under the column back pressure
limit of 250 psi. A chiller connected to the CCC kept the
chamber maintained at 25 °C during operation. A selection of
reservoirs of the mobile and stationary phase, a sample injec-
tion, and a flow direction were controlled by VICI 6-port
switching valves as previously reported.>® A Tosoh Octave 100
UHPLC pump was used to pump solvent into the CCC. The
effluents were monitored by a diode array detector (ECOM,
TOY18DAD) and then periodically collected in a fraction collec-
tor (ECOM, ECF2096). The HEMWat —3 (6/4/6/4) solvent
system was prepared in a separatory funnel and then each
layer was separately stored in the corresponding CCC reservoir.
In all operations, before lignin oil separations, a dynamic equi-
librium of CCC was reached by rotating the CCC rotor at 1400
rpm and then pumping the lower phase as the mobile phase
into a column that was previously filled with the upper phase
(stationary phase). The displaced stationary phase was col-
lected into a graduated cylinder during mobile phase equili-
bration. The operating conditions for each experiment are
summarized in Table S4.1 To obtain correlations among flow-
rate, column efficiency (N) and the stationary phase retention
factor (S¢), five pulse tests of ethyl guaiacol were conducted at
varying flowrates using the HEMWat —3 lower phase as the

This journal is © The Royal Society of Chemistry 2024
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mobile phase. N and Sg were calculated from the ethyl guaiacol
peaks by following the same methods as reported.>®

To quantify the recovery yields and purities of isolated
monomers, the fractions corresponding to each compound
were determined by the UV-Vis trace of the CCC effluent and
were sampled for UHPLC quantification. Once the identities of
the compounds present in each peak were confirmed by
UHPLC, the fractions were pooled and concentrated using a
stream of N, gas. The solutions were dried to a constant mass
and weighed a final time to obtain the total residue weight.
With the weight noted, the solutions were diluted with metha-
nol to 10 mL in a volumetric flask and then submitted to
UHPLC analysis. The methanol was then removed by evapor-
ation with N, gas stream again to generate samples for NMR
analysis.

Quantification of RCF monomers using ultra high-
performance liquid chromatography

Lignin oils and CCC effluents were analyzed by utilizing an
Agilent 1290 series UHPLC (Agilent Technologies) coupled
with diode array detection (DAD). A volume of 1.0 pL of
samples and standards were injected onto a Phenomenex
Luna 2.5 pm, 2 x 100 mm C18(2)-HST column held at 35 °C.
Separation was carried out utilizing mobile phases consisting
of (A) 0.2% formic acid in water and (B) acetonitrile at a con-
stant flow rate of 0.5 mL min~'. The following gradient was
used for separation: 0-0.5 min A: 95% and B: 5%, then
changed to A: 72% and B: 28% using a linear gradient until
2.4 min, and then changed to A: 40% and B: 60% using a
linear gradient until 4.0 min. This was held from 4-5.2 min.
From 5.21-6.5 min A: 95% and B: 5% was maintained before
returning to the initial conditions at 6.51 min and held for a
total run time of 8.0 min to allow for column equilibration.
Analytes monitored for were guaiacol, 4-methylguaiacol,
4-ethylguaiacol, 4-propylguaiacol, 4-propanolguaiacol, isoeu-
genol, syringol, 4-ethylsyringol, 4-propylsyringol, 4-propanol-
syringol, 4-propenylsyringol, phenol, 4-ethylphenol, methyl
paraben, 4-hydroxybenzoic acid, ferulic acid, methylferulic
acid, methylhydro ferulic acid, p-coumaric acid, methyl-
coumaric acid, and methylhydro coumaric acid on DAD wave-
length 280 nm with a linear quantitation range of 1 pg mL™" to
500 pg mL~" and an R* coefficient of >0.995. A standard was
analyzed every 10-20 samples to verify calibration consistency
and detector stability.

Gel permeation chromatography analysis

An appropriate amount of lignin oils or oligomer fractions
were dried down to produce 15-20 mg of oil. Samples were
then analyzed by GPC with a previously reported method.*

'H-NMR spectroscopy

All NMR spectroscopy experiments were performed on a
Bruker Avance III 400 MHz spectrometer fitted with a 5 mm
Prodigy BBO LN, cryoprobe. A stock solution was prepared by
adding 101.4 mg of 1,3,5-trimethoxy benzene followed by a
small quantity of CDCl; to a 10 mL volumetric flask. Once the
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internal standard is dissolved, the solution was diluted to the
mark with more CDCl;. The chloroform solution containing
internal standard was used to prepare NMR samples by adding
500 pL of the solution to the pooled and concentrated
samples. Inversion recovery experiments were conducted to
measure T; relaxation rates for each signal and the acquired
values were used to determine quantitative proton NMR relax-
ation delays. Relaxation delay (d1) for quantitative "H acqui-
sitions were set to at least 7 times the longest T; of interest.
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